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Abstract A novel injectable polysaccharide system based
on calcium Alginate (Ca-Alg) hydrogel and two Dextran
methacrylate derivatives (DexMA) was recently developed.
The resulting Interpenetrating Polymer Network showed a
synergistic mechanical behavior that can be exploited to
target the hydrogel properties towards speciWc biomedical
needs. In the present paper, hydrogels composed of 3%
(w/v) Ca-Alg and Dextran (Mw 40 £ 104 and 500 £ 104),
derivatized with methacrylic groups (derivatization degrees
5 and 30%) at concentrations 5% (w/v), were characterized.
The data reported here evidenced that Mw and derivatiza-
tion degree of Dex chains can deeply aVect the mechanical
as well a model protein (Horseradish peroxidase) delivery
rate. The enzymatic activity of such model protein was
never signiWcantly altered by the adopted experimental
conditions.
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Introduction

In the last years, injectable formulations that form macro-
scopic hydrogels at the site of injection have been devel-
oped for a broad range of pharmaceutical and biomedical

applications because of their high patient compliance
and ease of manipulation. Many routes can be adopted to
reach this goal: temperature responsive polymers, self-
assembling systems or external stimuli responsive poly-
mers (Klouda and Mikos 2008; Schmidt et al. 2008; Van
Tomme et al. 2008a, b). In order to modulate the physico-
chemical as well as the drug delivery properties of these
hydrogels, an interesting approach can be also represented
by the development of interpenetrating polymer networks
(IPN) and semi-IPN. Furthermore, hydrogels obtained by
mixing two diVerent polymeric systems can lead to new
materials that can show completely diVerent properties,
with respect to the starting polymers, due to a synergistic
eVect (Bajpai et al. 2008).

Within the above-depicted framework, polysaccharides
can represent an opportunity because of their natural abun-
dance, generally low cost, ease of manipulation, facile
derivatization and quite general biocompatibility. Among
polysaccharides alginates (Alg) possess a relevant interest
for their numerous possible applications (Draget et al.
2002; Rehm 2002; Tønnesen and Karlsen 2002). Alg are a
family of polyuronates, derived from algae or, more
recently, from bioengineering source. They are copolymers
of �-D-mannuronic acid (M) and �-L-guluronic acid (G)
linked (1 ! 4), containing homopolymeric regions of M or
G (M and G blocks, respectively) and alternated MG
blocks, extremely various in composition and monomer
sequences. Alg are able to form physical hydrogels by sim-
ple addition of calcium ions to a water solution of such
polymers; calcium ions, in fact, are able to interact with
glucoronic acid moieties forming the so-called “egg-box”
structures in which two adjacent macromolecules are linked
by means of a physical bond.

Dextran (Dex) is another polysaccharide extensively
employed in pharmaceutical and biomedical applications.
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Dextrans can be deWned as glucose homopolysaccharides
that feature a substantial number of consecutive �-(1 ! 6)
linkages in their main chains, usually more than 50% of the
total linkages (Coviello et al. 2007). These �-D-glucans
possess also side chains stemming from �-(1 ! 2), �-
(1 ! 3), or �-(1 ! 4) branch linkages. Dextrans and their
derivatives are among the main promising candidates for
the preparation of networks capable of giving a sustained
release of proteins. In particular, functionalizing the poly-
mer by introducing reactive groups, such as methacrylate
moieties in the side chain; the obtained DexMA derivatives
can be crosslinked by means of UV irradiation, leading to
chemical hydrogels. These hydrogels have been widely
investigated and their biocompatibility has been assessed
(Cadée et al. 2000; De Groot et al. 2001). Recently, it was
described a new injectable hydrogel IPN-based on Ca-Alg
and DexMA derivatives (Matricardi et al. 2008) that
showed improved properties with respect each of hydrogel
component.

The aim of the present work is the characterization in
terms of mechanical and protein delivery properties, of new
IPNs based on Ca-Alg and DexMA derivatives. Two IPN
systems are compared:

1. AlgDex40MA5 = Dex (Mw 40 £ 104), with a methac-
rylate substitution 5% at a 5% (w/v) concentration
(Cp), interpenetrated with Ca-Alg hydrogel (Alg Cp
3% (w/v));

2. AlgDex500MA30 = Dex (Mw 500 £ 104), with methac-
rylate substitution 30% at a Cp = 5% (w/v) interpene-
trated with Ca-Alg hydrogel [Alg concentration Cp 3%
(w/v)]

In the present work, we followed a diVerent preparation
procedure with respect the one previously described (Matri-
cardi et al. 2008), thus obtaining IPN hydrogels at pH 7.0,
in physiological solutions [NaCl 0.9% (w/v)], and with a
reduced content of CaCl2, in order to increase the biocom-
patibility of the novel IPNs.

The rheological and protein release data collected, evi-
denced the versatility of the new IPN hydrogel systems and
their suitability for protein delivery as well as for tissue
engineering applications.

Experimental

Materials

Dex samples from Leuconostoc ssp with Mw 40 £ 103

(Dex40) and 500 £ 103 (Dex500), 4-N,N-dimethylaminopyr-
idine (4-DMAP), glycidyl methacrylate (GMA), 2,2�-
azino-bis(3-ethylbenzthiazoline-6-sulfonic acid) (ABTS)
and silicon oil AP 150 Wacker were Fluka products.

Sodium Alg salt, (70% L-guluronic acid and 30% D-mannu-
ronic acid), Irgacure 2959 (2-hydroxy-4�-(2-hydroxy-
etoxy)-2-methyl-propiophenone) and horseradish peroxidase
type I (HRP) was provided by Sigma. Quick Start Bradford
protein assay kit was from Bio Rad. All other chemicals
were analytical grade.

Synthesis of methacrylated dextran

Methacrylated derivatives of dextrans (DexMA) were syn-
thesized by modifying Dex samples according to the meth-
odology previously described (De Smedt et al. 1995; Van
Dijk-Wolthuis et al. 1995, 1997). DiVerent amounts of
GMA were added in order to obtain two degrees of substi-
tution (DS): 5 for Dex40 and 30 for Dex500. BrieXy 5 g of
Dex were dissolved in 50 ml of anhydrous DMSO and 1 g
of DMAP (4-dimethylaminopyridine) was than added.
After the DMAP dissolution, GMA was added to the solu-
tion and the reaction was carried out at room temperature
for 48 h. pH was then adjusted to 8 with HCl to neutralize
DMAP and the solution was exhaustively dialyzed against
distilled water at 4°C, lyophilized and placed in an air-tight
container, protected from light. DS of the samples were
determined by proton nuclear magnetic resonance (1H-
NMR) recorded in D2O with a Bruker AC-400 instrument.

Hydrogels preparation

The IPN hydrogels were prepared following a three-step
procedure: (1) polymer solution preparation, (2) semi-IPN
formation by addition of CaCl2 (i.e Ca-Alg hydrogel forma-
tion) and (3) IPN hydrogel formation by photocross-linking
the DexMA derivatives.

All obtained IPNs had an Alg Cp of 3% (w/v) and a
DexMA Cp of 5% (w/v).

1. Polymer solution: the polymer solution was prepared
by dissolving Alg in distilled water. After complete
solubilization, DexMA was added. For the preparation
of the IPN aimed to the evaluation of release proper-
ties, horseradish peroxidase was also added during Alg
dissolution.

2. Semi-IPN formation: the initiator Irgacure 2959, which
allows in the third step a rapid photo-crosslink reaction
of Dex-MA which avoids loaded protein degradation,
was added to the polymer solution (Williams et al.
2005) (15 �l of a 33% (w/v) solution for each ml of
polymer solution 1). CaCl2 0,025 M and NaCl 0.9%
(w/v) solution were then added. The obtained semi-IPN
hydrogels were sterilized by autoclaving at 121°C for
30 min.

3. IPN hydrogel formation: the semi-IPN has been Wnally
irradiated with a mercury UV lamp (� maximum
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365 nm). Such irradiation allows the radical polymeri-
zation of DexMA and the IPN formation.

Rheological characterization

Rheological experiments were carried out by means of a
controlled stress Haake RheoStress 300 Rotational Rheom-
eter, provided with a Haake DC10 thermostat. Frequency
sweep experiments were performed on the hydrogels at
25°C in the range 0.01–10 Hz, in the linear viscoelastic
region, assessed by preliminary stress sweep experiments.
The mechanical spectra were then recorded applying a con-
stant deformation in the linear regime: usually a � = 0.01
maximum deformation was used. In order to reduce the
extent of the wall slippage phenomena (Lapasin and Pricl
1995) a grained plate-plate device (Haake PP35 TI:
diameter = 35 mm) was used.

The hydrogels, with a thickness of 1.0–2.0 mm, were
removed with the aid of a small spatula from the petri
dish where they were prepared and were laid with care
on the lower plate of the rheometer. The upper plate was
then lowered until it reached the hydrogel surface. Gap
setting optimizations have been undertaken according
to the procedure described elsewhere (Kuijpers et al.
1999). A layer of silicon oil was poured on the lateral
free hydrogel surface in order to prevent water
evaporation.

Flow curves of the solutions and of the semi-IPN hydro-
gels were performed using a cone-plate geometry (Haake
CP60Ti: diameter = 60 mm; cone = 1°; gap = 0.053 mm) in
the range 0.001–1,000 s¡1. A stepwise increase of the stress
was applied, with an equilibration time of 30 s. All mea-
surements were made at 25°C.

Texture analysis

For the mechanical characterization of the hydrogels a soft-
ware-controlled dynamometer, TA-XT2i Texture Analyzer
(Stable Micro Systems, UK), with a 5 kg load cell, was
used (Alves et al. 2000).

The compression modulus of the IPN hydrogels was
measured at room temperature using a steel cylinder probe
(P/35, diameter of 35 mm). The pre-test speed, the test
speed and the post-test speed were set up at 1 mm/s; the
trigger force was set up at 0.002 N. The hydrogel samples
height was always in the range 4.5–5.0 cm. The Young’s
modulus was determined as described by Meyvis (Meyvis
et al. 2002).

Injectability of the hydrogels

The injectability of the semi-IPN hydrogels was investi-
gated using the TA-XT2i Texture Analyzer. The samples

were introduced into syringes (5 ml) equipped with a nee-
dle of 18 Gauge (1.2 mm) by means of a spatula. The
syringe was Wxed between the lower plate and the steel cyl-
inder probe. The experiments were carried out and record-
ing the force needed to eject the hydrogel through the
needle (Lee et al. 2006; Van Tomme et al. 2008a, b) at a
plunger rate of 1 mm/s. The measurements were repeated
nine times and the average of the plateau data was taken as
the Wnal value.

In vitro protein release

For the in vitro release of model proteins horseradish
peroxidase type I (HRP) was used. The protein solution
was added to the samples during the hydrogel prepara-
tion (step I) to a typical Wnal concentration of 1 mg/ml.
After the UV curing, the hydrogel loaded with the
enzyme was immersed in 200 ml of 1 mM Hepes at
37°C. The solution was kept under constant magnetic
stirring. Samples of 5 ml of the buVer solution were
taken at regular time intervals and replaced by an equal
volume of fresh buVer. The concentration of HRP was
determined by means of Bradford Micro Assay, accord-
ing to manufacturer’s protocol, at � 595 nm using a
Perkin-Elmer, lambda 25, UV–Vis spectrophotometer with
quartz cell (pathlength 1.0 cm). Standard protein solu-
tions were prepared and analyzed to generate a calibra-
tion curve (Tang et al. 2002; Ginty et al. 2008). All the
measurements were performed in triplicate and the
obtained values always laid within 10% of the mean.
HRP enzymatic activity was measured using H2O2 as
oxidizing substrate and ABTS as reducing substrate;
radical ABTS cation concentration was measured
(Rojas-Melgarejo et al. 2004; La Rotta Hernandez et al.
2008). A 30 �l of sample was added to 3 ml of ABTS
solution (4.14 mg ABTS in 100 ml of H2O) in a spectro-
photometric cell; 30 �l of H2O2 (0.034 mg/ml) were then
added. The kinetic spectra were recorded for 5 min at
� = 414 nm. The values of enzyme activity were calcu-
lated according to Rojas-Melgarejo (Rojas-Melgarejo
et al. 2004).

Results and discussion

In the present work, two IPN systems that can be
proposed as in situ gelling systems have been taken into
account in order to assess their physicochemical
properties and their protein delivery capabilities. In par-
ticular, rheological and mechanical properties were
determined as well as the ability to carry horseradish
peroxidase without reducing signiWcantly its enzymatic
activity.
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Rheology

Polymer solutions

In order to test the interactions in water solutions
between Alg and DexMA in the experimental conditions
adopted for the hydrogel formation, rheological experi-
ments were performed both in steady shear and in oscil-
latory regime.

Flow curves were registered for 3% (w/v) Alg, 5% (w/v)
Dex40MA5 and 5% (w/v) Dex500MA30; Xow curves were
also registered for the solutions prepared blending with 3%
(w/v) Alg each of the two prepared DexMA. For an appro-
priate comparison, the same measurements were carried out
with Dex40 and Dex500 alone, i.e. without chemical derivati-
zation.

Flow curves, reported in Fig. 1, clearly evidence that the
blends of Alg with Dex have the same viscosity (i.e. Xow
curve proWle) of the solution of Alg, irrespective of the Mw
of Dex. Indeed, the viscosity of Dex40 and Dex500 water
solutions are comparable to the viscosity of the solvent.
When methacrylate moieties are introduced on the Dex
chains, the viscosity of the water solutions raised up signiW-
cantly. In fact, the viscosity of water solutions of
Dex40MA5 and Dex500MA30 increased more than one order
of magnitude with respect to Dex40 and Dex500.

Also, the blends with Alg showed an increase in the vis-
cosity. This increase, that is a synergistic eVect rather than a
simple additive increase, can be ascribed to the interpene-
trations of the polymer chains in semi dilute regime. In fact,
C*, i.e. the coil-overlap concentration between polymer

coils, are in the range of 1.3–5% (w/v), as previously
reported for analogous systems (e.g. Dex40M20 and
Dex500MA20; Matricardi et al. 2008). It is to point out that
for Dex40 and Dex500, the C* is well above the adopted
experimental concentration.

Semi-IPN

The addition of CaCl2 to the blend of Alg and Dex40MA5 or
Dex500MA30, as described in the experimental section, led
to the formation of the semi-IPNs.

In order to measure the injectability of these new sys-
tems, Xow curves were collected in the range 10¡4–
103 s¡1. As evidenced in Fig. 2, a strong pseudoplastic
behavior can be observed for the two semi-IPN systems
AlgDex40MA5 and AlgDex500MA30, as the viscosity val-
ues span from 6 £ 103 to 1 Pas in the experimental condi-
tions. In particular, the viscosity at the shear rate usually
adopted in the extrusion through an 18 G needle (102–
103 s¡1) is comparable to that of an usual pharmaceutical
formulation.

The injectability of the prepared semi-IPNs was also
tested by means of a Texture Analyzer; using the “ad hoc”
apparatus reported in Fig. 3a, the strength necessary to
extrude the semi-IPNs through a needle (18 gauge)—the
plateau region in Fig. 3b—was measured. Water and sili-
cone were used for an appropriate comparison. In Fig. 4,
data obtained are reported. As it can be seen, the data
obtained clearly show the injectability of the semi-IPN, as
the forces involved are of the same order of magnitude of
silicone.

Fig. 1 Flow curves at 25°C of 
polymer solutions of a Alg 3% 
w/v (Wlled diamond), Dex40 5% 
w/v (Wlled triangle), Blend Alg 
3% w/v + Dex40 5% w/v (Wlled 
triangle), b Alg 3% w/v (Wlled 
diamond), Dex40MA5 5% w/v 
(Wlled triangle), Blend Alg 3% 
w/v + Dex40MA5 5% w/v (Wlled 
triangle), c Alg 3% w/v (Wlled 
diamond), Dex500 5% w/v 
(Wlled triangle), Blend Alg 3% 
w/v + Dex500 5% w/v 
(Wlled triangle), d Alg 3% w/v 
(Wlled triangle), Dex500MA30 
5% w/v (Wlled triangle), Blend 
Alg 3% w/v + Dex500MA30 5% 
w/v (Wlled triangle)
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IPN

UV irradiation of the semi-IPNs leads to the IPNs. Mechan-
ical spectra of the systems were recorded. In Fig. 5 the
spectra of two IPN (10 min of UV irradiation) are reported.
A typical hydrogel behavior is clearly evidenced, with G�

and G�� (the elastic and the dissipative moduli) quite paral-
lel and diVering of roughly 1 order of magnitude.

UV irradiation determines the extent of the cross-linking
of the methacrylate moieties. In Fig. 6, the elastic modulus
G� at 1 Hz, that is proportional to the number of crosslinks
in the matrices, increased for the two systems as the irradia-
tion time increases and reaches a plateau after 10 min for
AlgDex500MA30. After the same time, AlgDex40MA5

reaches a G� value, that is lower more than one order of
magnitude with respect to the previous reported sample,
and double its value after about 30 min of irradiation. It
must be pointed out that the adopted experimental condi-
tions, i.e. the presence of the photoinitiator Irgacure and the
power of the UV lamp, are chosen in order to increase the
potential biocompatibility of the hydrogels with living cells
(Nguyen and West 2002).

The Young modulus (E) of the hydrogels prepared at the
lowest irradiation time (i.e. 10 min as above reported) were
calculated. For an appropriate comparison, the Young mod-
ulus of the hydrogels obtained by photopolymerization, in
the same experimental conditions, of Dex40MA5 and
Dex500MA30, i.e. without Ca-Alg, were measured. The
E value of Ca-Alg, in the same conditions of the IPN, was
not measurable. In Fig. 7 obtained data are reported. As

Fig. 2 Flow curves of semi-
IPNs AlgDex40MA5 (Wlled 
triangle) and AlgDex500MA30 
(Wlled square) recorded at 25°C
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Fig. 3 a Schematic representation of the Texture Analyzer apparatus
used for injectability tests. b A typical force/time proWle obtained dur-
ing the semi-IPN extrusion test
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expected, the IPNs show E values that can be considered
synergistic with respect to the E of the starting polymers.
As reported for the G� values, also E values are higher for
the IPN composed by the Dex with the higher DS value.
These results are in accordance with the more rigid struc-
ture related to higher crosslinking densities among Dex
chains.

Protein release

The IPN hydrogels obtained by UV irradiation for 10 min
were loaded with the protein HRP, in order to test the deliv-
ery behavior of the two IPNs. Testing the enzymatic activ-
ity of the protein during the release from the matrices, in
which it was physically entrapped, it was also possible to
demonstrate that the conditions adopted to build up these
new hydrogel systems are not so harsh to inactivate enzyme
activity.

In Fig. 8 the release of the protein from the two hydro-
gels are reported. As expected, the release from the more
loose network (i.e. AlgDex40MA5) was faster and more

than 90% of the loaded protein was released after 10 h. For
the more crosslinked hydrogel (i.e. AlgD500MA30), the
release was quite slower and no more than 70% of the
loaded protein was delivered after 24 h. In this last case, it
can be assumed that the higher crosslinking reduces the
diVusivity of the protein molecules in the hydrogel matrix.

The enzymatic activity of the released HRP was tested,
at Wxed time intervals, using H2O2 as oxidizing substrate
and ABTS as reducing substrate, in the solutions in equilib-
rium with the hydrogel. As reported in Fig. 9 the activity
remains always comparable with that of the free enzyme.

Conclusions

In the present study, two innovative hydrogel systems were
compared in terms of their rheological and protein delivery
properties. These hydrogels are based on Ca-Alg and
DexMA derivatives; the adopted experimental procedure
allowed the two networks to be interpenetrated. Two types
of DexMA samples were chosen: the Wrst one with Mw
40 £ 103 and methyacrylation degree of 5%, and the

Fig. 6 Elastic moduli, G�, values at the frequency of 1 Hz, for IPNs
obtained at diVerent times of UV irradiation
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second one with Mw 500 £ 103 and methacrylation degree
of 30%. These features of the macromolecules were chosen
in order to compare the eVects on the physicochemical char-
acteristics and of the protein delivery properties of the
obtained semi-IPNs and IPNs. Collected data evidenced that
the increase of Mw and of methacrylation degree induce a
dramatic eVect on the mechanical properties; in fact the two
hydrogels signiWcantly diVer in their elastic modulus, G�, as
well as in their Young modulus, E, of more than one order of
magnitude. As far as the mechanical properties are con-
cerned, obtained data showed always a strong synergistic
eVect with respect to the starting polymer properties.

The studied hydrogels appear to be suitable for protein
delivery, because the preparation conditions were suY-
ciently mild to retain the activity of loaded HRP. The HRP
delivery proWle is also inXuenced by the Dex polymer fea-
tures: the release is slower for the hydrogel prepared with
Dex with higher Mw and degree of methacrylation.

Acknowledgments Dr. Silvia Chichiarelli is acknowledged for her
valuable contribution to the discussion of the enzymatic data. Financial
support from FIRB, “Fondo per gli Investimenti della Ricerca di Base,
Research Program: Ricerca e Sviluppo del Farmaco” (CHEM-PROF-
ARMA-NET), grant no. RBPR05NWWC_003 is acknowledged.

References

Alves MM, Antov YA, Goncalves MP (2000) Phase equilibria and
mechanical properties of gel-like water–gelatin–locust bean gum
systems. Int J Biol Macromol 27:41–47. doi:10.1016/S0141-
8130(99)00117-8

Bajpai AK, Shukla SK, Bhanu S, Kankane S (2008) Responsive poly-
mers in controlled drug delivery. Prog Polym Sci 33:1088–1118.
doi:10.1016/j.progpolymsci.2008.07.005

Cadée JA, Van Luyn MJA, Brouwer LA, Plantinga JA, Van Wachem
PB, De Groot CJ, Den Otter W, Hennink WE (2000) In vivo
biocompatibility of dextran-based hydrogels. J Biomed Mater
Res 50:397–404. doi:10.1002/(SICI)1097-4636(20000605)50:3<
397::AID-JBM14>3.0.CO;2-A

Coviello T, Matricardi P, Marianecci C, Alhaique F (2007) Polysac-
charide hydrogels for modiWed release formulations. J Control
Release 119:5–24. doi:10.1016/j.jconrel.2007.01.004

De Groot CJ, Van Luyn MJA, Van Dijk-Wolthuis WNE, Cadée JA,
Plantinga JA, Den Otter W, Hennink WE (2001) In vitro biocom-
patibility of biodegradable dextran-based hydrogels tested with
human Wbroblasts. Biomaterials 22:1197–1203. doi:10.1016/
S0142-9612(00)00266-0

De Smedt SC, Lauwers A, Demeester J, Van Steenberg MJ, Hennink
WE, Roefs SPFM (1995) Characterization of the network struc-
ture of dextran glycidyl methacrylate hydrogels by studying the
rheological and swelling behavior. Macromolecules 28:5082–
5088. doi:10.1021/ma00118a042

Draget KI, Smidsrød O, Skjåk-Bræk G (2002) Alginates from algae.
In: De Baets S, Vandamme EJ, Steinbüchel A (eds) Biopolymers,
vol Vol. 6. Wiley, Weinheim, pp 215–244

Ginty PJ, Barry JJA, White LJ, Howdle SM, ShakesheV KM (2008)
Controlling protein release from scaVolds using polymer blends
and composites. Eur J Pharm Biopharm 68:82–89. doi:10.1016/
j.ejpb.2007.05.023

Klouda L, Mikos AG (2008) Thermoresponsive hydrogels in biomed-
ical applications. Eur J Pharm Biopharm 68:34–45. doi:10.1016/
j.ejpb.2007.02.025

Kuijpers AJ, Engbers GHM, Feijen J, De Smedt SC, Meyvis TKL,
Demeester J, Krijgsveld J, Zaat SAJ, Dankert J (1999) Character-
ization of the network structure of carbodiimide cross-linked gelatin
gels. Macromolecules 32:3325–3333. doi:10.1021/ma981929v

La Rotta Hernandez CE, Werberich DS, D’Elia E (2008) Electroenzy-
matic oxidation of polyaromatic hydrocarbons using chemical
redox mediators in organic media. Electrochem Commun
10:108–112. doi:10.1016/j.elecom.2007.10.028

Lapasin R, Pricl S (1995) Rheology. In: Rheology of industrial poly-
saccharides: theory and applications. Chapman & Hall, London,
pp 162–249

Lee J, Joo MK, Oh H, Sohn YS, Jeong B (2006) Injectable gel:
poly(ethylene glycol)–sebacic acid polyester. Polymer (Guildf)
47:3760–3766. doi:10.1016/j.polymer.2006.03.109

Matricardi P, Pontoriero M, Coviello T, Casadei MA, Alhaique F
(2008) In situ cross-linkable novel alginate-dextran methacrylate
IPN hydrogels for biomedical applications: mechanical character-
ization and drug delivery properties. Biomacromolecules 9:2014–
2020. doi:10.1021/bm800252c

Meyvis TKL, Stubbe BG, Van Steenbergen MJ, Hennink WE, De
Smedt SC, Demeester J (2002) A comparison between the use of
dynamic mechanical analysis and oscillatory shear rheometry for
the characterisation of hydrogels. Int J Pharm 244:163–168.
doi:10.1016/S0378-5173(02)00328-9

Nguyen KT, West JL (2002) Photopolymerizable hydrogels for
tissue engineering applications. Biomaterials 23:4307–4314.
doi:10.1016/S0142-9612(02)00175-8

Rehm BH (2002) Alginates from algae. In: De Baets S, Vandamme EJ,
Steinbüchel A (eds) Biopolymers, vol vol 5. Wiley, Weinheim, pp
179–212

Rojas-Melgarejo F, Rodrìguez-López JN, Garcìa-Cánovas F, Garcìa-
Ruiz PA (2004) Immobilization of horseradish peroxidase on
cinnamic carbohydrate esters. Process Biochem 39:1455–1464.
doi:10.1016/S0032-9592(03)00276-0

Schmidt JJ, Rowley J, Kong HJ (2008) Hydrogels used for cell-based
drug delivery. J Biomed Mater Res 87A:1113–1122. doi:10.1002/
jbm.a.32287

Tang B, Wang Y, Sun Y, Shen H (2002) SpectroXuorimetric determi-
nation of hydrogen peroxide with 2-hydroxy-1-naphthaldehyde
salicyloylhydrazone (HNSH) as the substrate for horseradish per-
oxidase (HRP). Spectrochim Acta [A] 58:141–148. doi:10.1016/
S1386-1425(01)00514-5

Tønnesen HH, Karlsen J (2002) Alginate in drug delivery systems.
Drug Dev Ind Pharm 28:621–630. doi:10.1081/DDC-120003853

Van Dijk-Wolthuis WNE, Franssen O, Talsma H, Van Steenbergen MJ,
Kettenes-Van den Bosch JJ, Hennink WE (1995) Synthesis, charac-
terization, and polymerization of glycidyl methacrylate derivatized
dextran. Macromolecules 28:6317–6322. doi:10.1021/ ma00122a044

Van Dijk-Wolthuis WNE, Kettenes-Van den Bosch JJ, Van der Kerk-
Van Hoof A, Hennink WE (1997) Reaction of dextran with
glycidyl methacrylate: an unexpected transesteriWcation. Macro-
molecules 30:3411–3413. doi:10.1021/ma961764v

Van Tomme S, Storm G, Hennink WE (2008a) In situ gelling hydro-
gels for pharmaceutical and biomedical applications. Int J Pharm
355:1–18. doi:10.1016/j.ijpharm.2008.01.057

Van Tomme SR, Van Nostrum CF, Dijkstra M, Hennink WE (2008b)
EVect of particle size and charge on the network properties of
microsphere-based hydrogels. Eur J Pharm Biopharm 70:522–
530. doi:10.1016/j.ejpb.2008.05.013

Williams CG, Malik AN, Kim TK, Manson PN, ElisseeV JH (2005)
Variable cytocompatibility of six cell lines with photoinitiators
used for polymerizing hydrogels and cell encapsulation. Bioma-
terials 26:1211–1218. doi:10.1016/j.biomaterials.2004.04.024
123

http://dx.doi.org/10.1016/S0141-8130(99)00117-8
http://dx.doi.org/10.1016/S0141-8130(99)00117-8
http://dx.doi.org/10.1016/j.progpolymsci.2008.07.005
http://dx.doi.org/10.1002/(SICI)1097-4636(20000605)50:3%3c397::AID-JBM14%3e3.0.CO;2-A
http://dx.doi.org/10.1002/(SICI)1097-4636(20000605)50:3%3c397::AID-JBM14%3e3.0.CO;2-A
http://dx.doi.org/10.1016/j.jconrel.2007.01.004
http://dx.doi.org/10.1016/S0142-9612(00)00266-0
http://dx.doi.org/10.1016/S0142-9612(00)00266-0
http://dx.doi.org/10.1021/ma00118a042
http://dx.doi.org/10.1016/j.ejpb.2007.05.023
http://dx.doi.org/10.1016/j.ejpb.2007.05.023
http://dx.doi.org/10.1016/j.ejpb.2007.02.025
http://dx.doi.org/10.1016/j.ejpb.2007.02.025
http://dx.doi.org/10.1021/ma981929v
http://dx.doi.org/10.1016/j.elecom.2007.10.028
http://dx.doi.org/10.1016/j.polymer.2006.03.109
http://dx.doi.org/10.1021/bm800252c
http://dx.doi.org/10.1016/S0378-5173(02)00328-9
http://dx.doi.org/10.1016/S0142-9612(02)00175-8
http://dx.doi.org/10.1016/S0032-9592(03)00276-0
http://dx.doi.org/10.1002/jbm.a.32287
http://dx.doi.org/10.1002/jbm.a.32287
http://dx.doi.org/10.1016/S1386-1425(01)00514-5
http://dx.doi.org/10.1016/S1386-1425(01)00514-5
http://dx.doi.org/10.1081/DDC-120003853
http://dx.doi.org/10.1021/ma00122a044
http://dx.doi.org/10.1021/ma961764v
http://dx.doi.org/10.1016/j.ijpharm.2008.01.057
http://dx.doi.org/10.1016/j.ejpb.2008.05.013
http://dx.doi.org/10.1016/j.biomaterials.2004.04.024

	Injectable and in situ gelling hydrogels for modified protein release
	Abstract
	Introduction
	Experimental
	Materials
	Synthesis of methacrylated dextran
	Hydrogels preparation
	Rheological characterization
	Texture analysis
	Injectability of the hydrogels
	In vitro protein release

	Results and discussion
	Rheology
	Polymer solutions
	Semi-IPN
	IPN

	Protein release

	Conclusions
	Acknowledgments
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Gray Gamma 2.2)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (ISO Coated v2 300% \050ECI\051)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.3
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Perceptual
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /sRGB
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts false
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 149
  /ColorImageMinResolutionPolicy /Warning
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 150
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 149
  /GrayImageMinResolutionPolicy /Warning
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 150
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 599
  /MonoImageMinResolutionPolicy /Warning
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 600
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e9ad88d2891cf76845370524d53705237300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc9ad854c18cea76845370524d5370523786557406300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV (Za stvaranje Adobe PDF dokumenata najpogodnijih za visokokvalitetni ispis prije tiskanja koristite ove postavke.  Stvoreni PDF dokumenti mogu se otvoriti Acrobat i Adobe Reader 5.0 i kasnijim verzijama.)
    /HUN <>
    /ITA <>
    /JPN <FEFF9ad854c18cea306a30d730ea30d730ec30b951fa529b7528002000410064006f0062006500200050004400460020658766f8306e4f5c6210306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103055308c305f0020005000440046002030d530a130a430eb306f3001004100630072006f0062006100740020304a30883073002000410064006f00620065002000520065006100640065007200200035002e003000204ee5964d3067958b304f30533068304c3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020ace0d488c9c80020c2dcd5d80020c778c1c4c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die zijn geoptimaliseerd voor prepress-afdrukken van hoge kwaliteit. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents best suited for high-quality prepress printing.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
    /DEU <>
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /ConvertToCMYK
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.276 841.890]
>> setpagedevice


