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Abstract: Inspired by biosilicification, biomimetic polymer-silica nanocomposite has
aroused a lot of interest from the viewpoints of both scientific research and technological
applications. In this study, a novel dual functional polymer, NH2-Alginate, is synthesized
through an oxidation-amination-reduction process. The “catalysis function” ensures the
as-prepared NH2-Alginate inducing biomimetic mineralization of silica from low
concentration precursor (Na2SiO3), and the “template function” cause microscopic phase
separation in aqueous solution. The diameter of resultant NH2-Alginate micelles in aqueous
solution distributed from 100 nm to 1.5 µm, and is influenced by the synthetic process of
NH2-Alginate. The size and morphology of obtained NH2-Alginate/silica nanocomposite
are correlated with the micelles. NH2-Alginate/silica nanocomposite was subsequently
utilized to immobilize β-Glucuronidase (GUS). The harsh condition tolerance and long-term
storage stability of the immobilized GUS are notably improved due to the buffering effect of
NH2-Alginate and cage effect of silica matrix.
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1. Introduction

Recent years, polymer-silica nanocomposite have aroused a lot of interest from the viewpoints
of both scientific research and technological applications [1–3]. By conventional chemical methods,
the preparation of silica-based materials often involved extreme temperature, pressure, and pH [4].
In contrast, biosilicification processes in nature can overcome these disadvantages [5,6]. Silicatein [7]
and silaffin [8] identified in marine sponges and diatoms, respectively, can in vitro induce the formation
of silica from precursor under ambient conditions. Therefore, various synthetic polymers (polypeptides,
polyamines) as well as biopolymers (proteins, polysaccharides) have been used as inducers to mimic
the biosilicification processes occurring in living organisms [9–12]. The obtained polymer-silica
nanocomposite is widely used in areas of bioreactors, biosensors, and bio-deliveries [12–14].

To mimic the biosilicification processes occurring in aqueous solution, the polymers should provide
two functions in general. One is catalysis function, and the other is template function [15]. “Catalysis
function” means that the polymer can accelerate the precipitation of silica from a precursor with low
concentration. For either synthetic polymers or biopolymers, it has been proved that the catalysis
function is related to their charge at neutral pH [10,16]. Previous research showed that proteins with
isoelectric point (pI) > 7.0 (lysozyme, protamine, etc.) can induce the precipitation of silica. However,
no precipitation was observed for those proteins with pI < 7.0. The total charge and cationic residues
(–NH2, –SH) of the basic proteins play important roles for accelerating silica precipitation [17].

Template function is related to “microscopic phase separation” [18], one kind of self-assembly
process which is generated by polymers when they contact with precursor [19]. Poulsen [20] proved that
long-chain polyamines (LCPA) could undergo microscopic phase separation to form a microemulsion
template, which significantly influenced the microstructure of polymer-silica nanocomposite. However,
positively charged LCPA was incapable of precipitating silica individually unless polyanions or
multivalent anions were added [20]. Brunner [21] explained the aggregation and phase separation of
LCPA were formed by electrostatic interactions between the positively charged LCPA molecules and the
negatively charged phosphate ions. Other multivalent anions [21,22] such as pyrophosphate, sulfate, or
polyanion natSil-2 [20] were also capable of inducing the precipitation of silica from silicate-containing
polyamine solutions.

In nature, few biopolymers but natSil-1A [23], which is isolated from diatoms, can serve above dual
functions at the same time. Kroger [20] reported that natSil-1A could form the microscopic phase
separation as template and induce silica-precipitating as catalyst, even in the absence of polyanions
or multivalent anions. It can be explained that all the serine residues are phosphorylated and all the
lysine residues are either methylated or covalently linked with polyamines. This structure ensures a
highly zwitterionic polypeptide with the capability for self-assembly, which leads the microscopic phase
separation driven by ionic interactions [23,24].
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Inspired bynatSil-1A, we synthesized a novel dual functional polymer with zwitterionic structure.
Specifically, alginate was chosen as the bulk polymer due to its long chain and abundant carboxyl group.
Spermine was grafted onto alginate molecules through the oxidation-amination-reduction to obtain an
aminated alginate (NH2-Alginate). Therefore, both the catalyzing function and templating function
are incorporated into one polymer. Herein, sodium silicate is used as the precursor and mixed with
NH2-Alginate. The feasibility of the nanocomposite for enzyme immobilization is demonstrated by
using β-Glucuronidase (GUS) as the model enzyme.

2. Results and Discussion

2.1. The Catalyzing Function of NH2-Alginate

XPS spectra of NH2-Alginate and NH2-Alginate/silica nanocomposite are presented in Figure 1.
A significant increase in nitrogen content demonstrates that the amine groups are successfully grafted
onto the backbone of alginate. For the NH2-Alginate/silica, an intensive peak of element Si appears and
demonstrates the successful biomimetic mineralization of silica.
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Figure 1. XPS spectra of NH2-Alginate (a) and NH2-Alginate/silica (b).

To investigate the catalysis function of NH2-Alginate in silica precipitating, as shown in Figure 2a,
the effect of pH value on the amount of NH2-Alginate/silica nanocomposite products is determined.
It was reported that cationic proteins can attract anionic inorganic precursors through electrostatic and
hydrogen bonding interactions, and then promoted hydrolysis and condensation of the precursors [16].
Similarly, NH2-Alginateis regarded as an acid-base catalyst with protonated amine group, which can
induced the precursor hydrolysis and condensation. However, the amount of NH2-Alginate/silica
nanocomposite sharply decreases if pH value is greater than 7.0. When pH value reached 9.0, little
precipitate is observed due to decreasing positive charge on the surface of NH2-Alginate, which
consequently weakens its electrostatic interaction with the precursor and then inhibits the catalysis
function of NH2-Alginatein alkaline conditions. 29Si NMR is conducted to analyze the chemical structure
and condensation degree of the mineralized silica catalyzed by NH2-Alginate. As shown in Figure 2b,
the two main peaks near ´100 ppm and ´110.5 ppm are attributed to Q3 [Si(OSi)3(OH)] and Q4

[Si(OSi)4] with relative percentages of 30.2% and 69.8% respectively, which suggests the formation
of well-condensed silica under the catalysis of NH2-Alginate. These results are in good agreement with
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the previous report that the mineralized silica using amine-containing polymers as catalysis and template
exhibited a Q4/Q3 ratio from 1.0 to 2.5 [25–29].
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Figure 2. (a) The amount of NH2-Alginate/silica as a function of pH value; (b) NMR spectra
of NH2-Alginate/silica.

2.2. The Template Function of NH2-Alginate

The average diameters of different NH2-Alginate micelles are characterized by DLS and the results
are summarized in Table 1. Changing the ratio of [IO4

´]/[alginate unit] to 1.0, the diameter decreases
with the increasing molecular weight (Mw) of amine agent, and the micelles diameter of 1#, 2#, 3#
NH2-Alginate are 216.1 nm (1,2-ethylenediamine), 173.6 nm (Diethylenetriamine) and 145.0 nm
(Spermine) respectively. A similar trend is also observed in lower ratio of 0.25 (4#, 5#, 6#) or 0.1
(7#, 8#, 9#). During the conjugation process, the number of amine group kept constant, consequentely,
the molar concentration of amine agent with high Mw is lower. Therefore, the conjugating point on the
backbone of alginate is less, which results in nonhomogeneous distribution of amine and forms small
micelle template. When using the same amine agent, the micelles diameters decrease with the increasing
of [IO4

´]/[alginate unit] ratio (7# > 4# > 1#). Previous results showed that excess potassium periodate
might induce further oxidation and break the main chain of alginate [30,31]. Therefore, NH2-Alginate
with lower Mw leads to smaller micelles diameters.

The morphology of nanocomposite is presented in Figure 3. The size of resultant 3# (Figure 3a),
6# (Figure 3b), 8# (Figure 3c), 9# (Figure 3d) NH2-Alginate/silica nanocomposite is nearly 150 nm,
300 nm, 1000 nm, and 500 nm respectively, which is to the diameter of their related NH2-Alginate
micelles. Previous researches showed that the silica-precipitating polymers could pre-self-assemble into
different “shapes” or exhibit different sizes in solution, and then be used as templates to direct the final
silica morphology [19,32]. This research shows that the micelles could be formed via microscopic
phase separation and then displayed the template function for producing silica-based nanocomposite.
The higher oxidation ratio and dense amine group may lead to small diameters of NH2-Alginate micelles
and resultant nanocomposite (3#). In contrast, large Mw and long chain polymer could self-assemble
and induce hexagonal [33] or square nanocomposite (8#). As 9# NH2-Alginate, nonhomogeneous
distribution of amine may lead amorphous nanocomposite product, and the TEM images show that 9#
NH2-Alginate/silica nanocomposite consists of nanoparticles with a diameter of 50 nm.



Materials 2015, 8 6008

Table 1. The average diameter of different NH2-Alginate micelles.

No. [IO4
´]/[alginate unit] Amination Agent Diameter (nm)

1# 1 1,2-ethylenediamine 216.1

2# 1 Diethylenetriamine 173.6

3# 1 Spermine 145.0

4# 0.25 1,2-ethylenediamine 404.9

5# 0.25 Diethylenetriamine 344.5

6# 0.25 Spermine 331.9

7# 0.1 1,2-ethylenediamine 1535

8# 0.1 Diethylenetriamine 1160

9# 0.1 Spermine 598.7

It had been proved that multivalent anions were widely used for leading “microscopic phase
separation”, while protein or polyamine was incapable of precipitating silica if replacing the multivalent
ions with monovalent ions [21]. In this study, the effect of Cl´ on the formation of NH2-Alginate/silica
nanocomposite is determined. About 350 mg of nanocomposite is obtained in deionized water, and
nearly 200 mg is obtained upon preparing in NaCl solution. The zwitterionic structure of NH2-Alginate
(polyamine moieties and carboxy groups) causes the self-assembly process via electrostatic interactions
even in NaCl solution. However, the amine groups of NH2-Alginateare attracted by Cl´ ions,
consequently, the electrostatic interaction is partly shielded and the microscopic phase separation is
hindered. Therefore, the amount of NH2-Alginate/silica nanocomposite is decreased to some extent.

2.3. Enzyme Activity Assay

Because excess potassium periodate might induce further oxidation and break the main chain of
alginate in the synthesis of NH2-Alginate [30,31], it might induce loosing networks and a high release
rate of enzyme if NH2-alginate individually formed hydrogel and encapsulated GUS. However, when
it was used in biomimetic mineralization, the resultant silica presented dense network and confinement
effect for the enzyme. In every enzymatic conversion process we measured the releasing GUS in the
solution by the micro-Bradford method, but there was no GUS release detected. It is a significant
advantage of biopolymer-inorganic nanocomposite.

The enzymatic conversion of baicalin follows the Michaelis-Menten kinetics (Figure 4). The
corresponding Michaelis constant (Km) and the maximum reaction rate (Vmax) are calculated according
to the Lineweaver-Burk plots and presented in Table 2. Michaelis constant (Km) is an indicator
for evaluating the binding ability between the substrate and enzymes, and usually increases after
immobilization. However, in this study, the Km for the immobilized GUS is increased slightly,
indicating a well-preserved binding ability between GUS and the substrates [34]. The mesopores in the
nanocomposite ensure the free motion of enzyme molecules, and the sufficient water in the
nanocomposite enables enzyme molecules to catalyze in a nature-like microenvironment. While the
maximum reaction rate (Vmax) decreases due to the increased diffusion resistance for substrate/product
molecules [35].
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Figure 3. (a–d) SEM image of NH2-Alginate/silica; (e) TEM image of NH2-Alginate/silica;
(f) the amount of NH2-Alginate/silica as a function of NaCl concentration.

The storage stabilities of free and immobilized GUS are compared in Figure 5. It should be noticed
that the storage stability was obviously enhanced after immobilization. During the first six days, the
activity of immobilized enzyme decreased synchronously with the free one (from 100% to ~75%).
From 7th to 22nd day, the relative activity of free GUS decreased to 7%, while 65% activity of GUS
immobilized in NH2-Alginate/silica nanocomposite was retained. This result is tentatively explained
by the unfolding process, which is the main reason for enzyme deactivation during storage. It is
supposed that in the initial storage time NH2-Alginate/silica nanocomposite may allow the unfolding to
some extent like it happened in solution, since GUS is immobilized in a nature-like microenvironment.
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However, after a certain period of storage (six days in this case), the further unfolding of immobilized
enzymes will be inhibited by the confinement of mesopores [35,36]. As a consequence, the decreased
rate of activity for immobilized GUS become lower than its free form.
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Table 2. Kinetic parameters for free and immobilized GUS.

GUS Km (mM) Vmax (µmol/min¨ mg GUS)

free 67.52 135.29

immobilized 69.33 91.57
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Figure 6 shows the relative activity for free and immobilized GUS with the variation of pH values.
The optimal pH value remained unchanged (pH 7.0) after immobilization in the NH2-Alginate/silica
nanocomposite. The immobilized GUS keeps higher relative activity than its free form under extreme
acidic conditions till pH 3.0 (85% vs. 60%) and alkaline conditions till pH 9.0 (40% vs. 0%), respectively.
In general, the changes in pH would affect the charges carried by different amino acid residues of protein.
Enzymes will undergo reversible or irreversible conformational changes and lose their activity under
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extreme pH conditions. Two kinds of functional groups, –NH2 and –COOH are distributed along the
backbone. The functional groups can form abundant –COO´/–COOH, =NH/=NH2

+ and –NH2/–NH3
+

pairs, so it can tune the local pH value to some extent in case the bulk pH changed (the so-called
buffering effect). In acidic medium, =NH, –NH2, and –COO´ can attract and consume the H+ ions,
thus preventing H+ from diffusing into the inner polymer matrix and contacting the enzymes. On the
contrary, in alkaline medium, =NH2

+, –NH3
+, and –COOH will release H+ ions, regulating the content of

H+ inside the NH2-Alginate/silica nanocomposite. Thus, the zwitterionic structure of polymer provides
above properties called “buffering effect”, which was also presented in our previous research about
another type of NH2-alginate [37]. By this way, the pH change in the microenvironment is envisaged
to be smaller than that happening in the bulk solution [38,39]. Additionally, several studies also
had reported that the immobilized enzymes exhibited higher relative activity than their free form in
extreme acidic conditions and alkaline conditions, and mainly attributed that to “confinement effect” of
enzymes in mesoporous silica, which leads to the restricted conformational changes under extreme pH
conditions [40–42]. Therefore, the above two effects act synergistically so that the extreme pH tolerance
was enhanced.
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Figure 6. Effect of pH value on the activity of free and immobilized GUS.

3. Experimental Section

3.1. Materials

GUS (EC 3.2.1.31) from Escherichia coli (type IX-A, lyophilized powder, 1,000,000–5,000,000 units/g
protein) and Sodium alginate were obtained from Sigma Chemical Co. (St. Louis, MO, USA). Spermine,
sodium periodate and sodium borohydride were obtained from Fluka Chemie (Buchs, Switzerland).
All of other solvents and reagents were of analytical grade.

3.2. Synthesis of NH2-Alginate

Preparing NH2-alginate is similar with the process of dextran bioconjugation, which was described in
previous research by Domb’s group [43]. The scheme is presented in Figure 7.
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Figure 7. Illustration of NH2-Alginate synthesis process.

3.2.1. Oxidation

Alginate (10 g, 50.5 mmol of units) was dissolved in 200 mL of double deionized water (DDW).
Potassium periodate at a mole ratio (IO4

´/alginate units) from 0.1 to 1.0 was separately added to this
solution and the mixture was vigorously stirred in the dark at 4 ˝C until a clear yellow solution was
obtained (12 h). The unreacted periodate (IO4

´) was removed by adding ethylene glycol, followed by
extensive dialysis against DDW (12,000 cut-off cellulose tubing) for 2 days and at 4 ˝C. Purified oxidized
alginate were freeze-dried to obtain a white powder.

3.2.2. Amination

Amination agent containing 63.125 mmol amine group was dissolved in 50 mL of borate buffer
(0.1 M, pH 11). A solution of oxidized alginate in 100 mL of DDW was slowly added during 5 h
(sage metering pump) into the aminnation agent solution. The mixture was gently stirred at room
temperature for 24 h and dialyzed against DDW at 4 ˝C, applying 3500 cutoff cellulose tubing
(Membrane Filtration Products, Inc., San Antonio, TX, USA). The imine-based conjugate was obtained
by following lyophilization.

3.2.3. Reduction

The amine based conjugates (reduced) were obtained after reducing the imine conjugates with excess
1 g NaBH4 in water at room temperature for 24 h. The reduction was repeated with additional
portion of NaBH4 (1 g) and stirring for 24 h at the same conditions. Then the resulting light-yellow
solution was dialyzed against DDW at 4 ˝C for 2 days followed by freeze-drying to obtain amined
alginate (NH2-Alginate).
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3.3. Preparation of NH2-Alginate/Silica Nanocomposite and Encapsulation of GUS

Nanocomposite preparation: NH2-Alginate was suspended in DDW or NaCl solution (10 mg/mL).
A freshly prepared 100 mmol/L sodium silicate solution was obtained by dissolving sodium silicate in
water followed by acidification to a specific pH with HCl. The NH2-Alginate solution (20 mL) was then
mixed with 30 mL sodium silicate solution, and allowed to react for 10 min. The resultant precipitates
were collected by centrifugation, rinsed twice with deionized water to remove unreacted agent,
and lyophilized to dryness.

GUS encapsulation: The GUS could be dissolved in NH2-Alginate solution and immobilized in
a co-pericipitating process. A mixture of NH2-Alginate (10 mg/mL) and GUS (0.05 mg/mL) was
prepared by dissolving them in Tris-HCl buffer solution (pH 7.0, 30 mmol/L). Freshly prepared
100 mmol/L sodium silicate solution was obtained by dissolving sodium silicate in water followed by
anacidification to pH 7.0 with HCl. 20 mL of NH2-Alginate/GUS solution was then added to 30 mL
of sodium silicate solution. After 10 minutes, the resultant precipitates were centrifuged and rinsed
twice with deionized water to remove residual GUS, NH2-Alginate and silicate. The supernatant was
collected and the GUS content was determined by the Bradford method using a UV spectrophotometer
(U-2800, Hitachi, Tokyo, Japan). The encapsulation efficiency was calculated according to Equation (1):

Encapsulation efficiency (%) =
ˆ

1 ´
C1V1

C0V0

˙

ˆ 100 (1)

where C0 (mg¨mL´1) and V0 (mL) were the concentration and volume of introduced GUS solution,
respectively; C0V0 (mg) was the introduced GUS amount in the immobilization medium; C1 (mg¨mL´1)
and V1 (mL) were the GUS concentration and supernatant volume when preparing GUS-containing
nanocomposite, respectively; C1V1 (mg) was the amount of GUS leaked out during the preparation
process of GUS-containing nanocomposite.

3.4. Characterizations

The surface properties of microcapsules were characterized by X-ray photoelectron spectroscopy
(XPS) in a Perkin-Elmer PHI 1600 ESCA system with a monochromatic Mg Kα source and a
charge neutralizer.

Solid-state 29Si MAS NMR spectra of the NH2-Alginate/silica nanocomposite were recorded on an
Infinity Plus-300 MHz spectrometer (Varian, CA, USA) with resonance frequencies of 59.63 MHz for
29Si. The magnetic field was 7.05 T, and the spin rate of the sample was spun at 3 kHz.

For Scanning electron microscopy (SEM) analysis, samples were prepared by applying a drop of the
particle suspension to a glass slide and then drying overnight. After that, the samples were sputtered
with gold. Measurements were conducted using Philips XL30 ESEM and Hitachi S-4800 instrument
(Hitachi, Tokyo, Japan) at an operation voltage of 20.0 keV and 0.7 keV.

Transmission electron microscope (TEM) observation was performed on a JEM-100CXII instrument
(JEOL, Tokyo, Japan).

The average size of NH2-Alginate micelles was measured by BrookhavenInstruments BI200SM
dynamic light scattering (DLS) system. All samples was dispersed in 0.05 M Tris-HCl buffer solution
(pH 7.0).
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3.5. Enzyme Activity Assay

Bioconversion of baicalin to baicalein is catalyzed by GUS, which had been described in our previous
research [44]. Free or immobilized GUS was introduced into a beaker containing 20 mL of 0.09 mM
baicalin and 0.1% w/v Na2SO3, both dissolved in 30 mM Tris-HCl buffer. The beaker was sealed and the
reaction was performed under stirring. After 60 min, 100 µL of the reacting solution was sampled and
analyzed by HPLC (HP1100, Agilent, CA, USA). The enzyme activities and stabilities were studied
and compared by measuring the amount of baicalein produced, and each data point was replicated
three times.

The optimum conditions for GUS activity were determined by testing the enzyme activity under
a range of pH values (3–10). The activity of GUS was calculated based on the amount of baicalein
produced and was expressed as relative activity compared with the activity at the optimum pH.

GUS immobilized in NH2-Alginate/silica nanocomposite was stored at 4 ˝C for a certain period of
time. The storage stability was compared in terms of storage efficiency which was defined as the ratio of
immobilized enzyme activity after storage to their initial activity.

Acknowledgments

The authors are thankful for the financial support from the National Natural Science Foundation of
China (No. 21306139, No. 21306132), Natural Science Foundation of Tianjin (No. 12JCQNJC06000),
and Lab Opening Foundation of Tianjin University of Science & Technology (No. 1103A207).

Author Contributions

Jian Li performed the experiments and analysis, and contributed to a main part of manuscript writing.
Jian Li, Jun Ma and Tao Jiang are equally contributed in conceiving and designing the original research.
Yanhuan Wang, Xuemei Wen and Guozhu Li analyzed filtration testing, conducted data extraction,
and commented on manuscript writing.

Conflicts of Interest

The authors declare no conflict of interest.

References

1. Lee, J.E.; Lee, N.; Kim, T.; Kim, J.; Hyeon, T. Multifunctional mesoporous silica nanocomposite
nanoparticles for theranostic applications. Acc. Chem. Res. 2011, 44, 893–902. [CrossRef]
[PubMed]

2. Ciriminna, R.; Fidalgo, A.; Pandarus, V.; Beland, F.; Ilharco, L.M.; Pagliaro, M. The sol-gel route
to advanced silica-based materials and recent applications. Chem. Rev. 2013, 113, 6592–6620.
[CrossRef] [PubMed]

3. Ab Rahman, I.; Padavettan, V. Synthesis of silica nanoparticles by sol-gel: Size-dependent
properties, surface modification, and applications in silica-polymer nanocomposites—A review.
J. Nanomater. 2012, 2012. [CrossRef]

http://dx.doi.org/10.1021/ar2000259
http://www.ncbi.nlm.nih.gov/pubmed/21848274
http://dx.doi.org/10.1021/cr300399c
http://www.ncbi.nlm.nih.gov/pubmed/23782155
http://dx.doi.org/10.1155/2012/132424


Materials 2015, 8 6015

4. Bounor-Legare, V.; Cassagnau, P. In situ synthesis of organic-inorganic hybrids or nanocomposites
from sol-gel chemistry in molten polymers. Prog. Polym. Sci. 2014, 39, 1473–1497. [CrossRef]

5. Ruiz-Hitzky, E.; Darder, M.; Aranda, P.; Ariga, K. Advances in biomimetic and nanostructured
biohybrid materials. Adv. Mater. 2010, 22, 323–336. [CrossRef] [PubMed]

6. Wang, S.J.; Cai, Q.W.; Du, M.X.; Cao, M.W.; Xu, H. Biomimetic mineralization of silica.
Prog. Chem. 2015, 27, 229–241.

7. Cha, J.N.; Shimizu, K.; Zhou, Y.; Christiansen, S.C.; Chmelka, B.F.; Stucky, G.D.; Morse, D.E.
Silicatein filaments and subunits from a marine sponge direct the polymerization of silica and
silicones in vitro. Proc. Natl. Acad. Sci. USA 1999, 96, 361–365. [CrossRef] [PubMed]

8. Kroger, N.; Deutzmann, R.; Sumper, M. Polycationic peptides from diatom biosilica that direct
silica nanosphere formation. Science 1999, 286, 1129–1132. [PubMed]

9. Liu, X.L.; Zhu, P.X.; Gao, Y.F.; Jin, R.H. Polyamine-promoted growth of one-dimensional
nanostructure-based silica and its feature in catalyst design. Materials 2012, 5, 1787–1799.
[CrossRef]

10. Shiomi, T.; Tsunoda, T.; Kawai, A.; Mizukami, F.; Sakaguchi, K. Biomimetic synthesis of
lysozyme-silica hybrid hollow particles using sonochemical treatment: Influence of pH and
lysozyme concentration on morphology. Chem. Mater. 2007, 19, 4486–4493. [CrossRef]

11. Leng, B.X.; Chen, X.; Shao, Z.Z.; Ming, W.H. Biomimetic synthesis of silica with
chitosan-mediated morphology. Small 2008, 4, 755–758. [CrossRef] [PubMed]

12. Kawachi, Y.; Kugimiya, S.; Nakamura, H.; Kato, K. Enzyme encapsulation in silica gel prepared
by polylysine and its catalytic activity. Appl. Surf. Sci. 2014, 314, 64–70. [CrossRef]

13. Dolatabadi, J.E.N.; de la Guardia, M. Applications of diatoms and silica nanotechnology in
biosensing, drug and gene delivery, and formation of complex metal nanostructures. Trac. Trend.
Anal. Chem. 2011, 30, 1538–1548. [CrossRef]

14. Patwardhan, S.V. Biomimetic and bioinspired silica: Recent developments and applications.
Chem. Commun. 2011, 47, 7567–7582. [CrossRef] [PubMed]

15. Wu, H.; Li, J.; Li, L.; Jiang, Y.; Jiang, Y.; Jiang, Z. Protamine-templated biomimetic hybrid
capsules: Efficient and stable carrier for enzyme encapsulation. Chem. Mater. 2007, 20,
1041–1048.

16. Jiang, Y.; Yang, D.; Zhang, L.; Sun, Q.; Zhang, Y.; Li, J.; Jiang, Z. Biomimetic synthesis of titania
nanoparticles induced by protamine. Dalton Trans. 2008, 31, 4165–4171. [CrossRef] [PubMed]

17. Roth, K.M.; Zhou, Y.; Yang, W.J.; Morse, D.E. Bifunctional small molecules are biomimetic
catalysts for silica synthesis at neutral pH. J. Am. Chem. Soc. 2005, 127, 325–330. [CrossRef]
[PubMed]

18. Sumper, M. A phase separation model for the nanopatterning of diatom biosilica. Science 2002,
295, 2430–2433. [CrossRef] [PubMed]

19. Fernandes, F.M.; Coradin, T.; Aime, C. Self-assembly in biosilicification and biotemplated silica
materials. Nanomaterials 2014, 4, 792–812. [CrossRef]

20. Poulsen, N.; Sumper, M.; Kroger, N. Biosilica formation in diatoms: Characterization of native
silaffin-2 and its role in silica morphogenesis. Proc. Natl. Acad. Sci. USA 2003, 100,
12075–12080. [CrossRef] [PubMed]

http://dx.doi.org/10.1016/j.progpolymsci.2014.04.003
http://dx.doi.org/10.1002/adma.200901134
http://www.ncbi.nlm.nih.gov/pubmed/20217713
http://dx.doi.org/10.1073/pnas.96.2.361
http://www.ncbi.nlm.nih.gov/pubmed/9892638
http://www.ncbi.nlm.nih.gov/pubmed/10550045
http://dx.doi.org/10.3390/ma5101787
http://dx.doi.org/10.1021/cm071011v
http://dx.doi.org/10.1002/smll.200700917
http://www.ncbi.nlm.nih.gov/pubmed/18528850
http://dx.doi.org/10.1016/j.apsusc.2014.06.150
http://dx.doi.org/10.1016/j.trac.2011.04.015
http://dx.doi.org/10.1039/c0cc05648k
http://www.ncbi.nlm.nih.gov/pubmed/21479320
http://dx.doi.org/10.1039/b802745e
http://www.ncbi.nlm.nih.gov/pubmed/18688435
http://dx.doi.org/10.1021/ja045308v
http://www.ncbi.nlm.nih.gov/pubmed/15631482
http://dx.doi.org/10.1126/science.1070026
http://www.ncbi.nlm.nih.gov/pubmed/11923533
http://dx.doi.org/10.3390/nano4030792
http://dx.doi.org/10.1073/pnas.2035131100
http://www.ncbi.nlm.nih.gov/pubmed/14507995


Materials 2015, 8 6016

21. Brunner, E.; Lutz, K.; Sumper, M. Biomimetic synthesis of silica nanospheres depends on the
aggregation and phase separation of polyamines in aqueous solution. Phys. Chem. Chem. Phys.
2004, 6, 854–857. [CrossRef]

22. Lutz, K.; Groger, C.; Sumper, M.; Brunner, E. Biomimetic silica formation: Analysis of the
phosphate-induced self-assembly of polyamines. Phys. Chem. Chem. Phys. 2005, 7, 2812–2815.
[CrossRef] [PubMed]

23. Kroger, N.; Deutzmann, R.; Sumper, M. Silica-precipitating peptides from diatoms-the chemical
structure of silaffin-1a from cylindrotheca fusiformis. J. Biol. Chem. 2001, 276, 26066–26070.
[CrossRef] [PubMed]

24. Kroger, N.; Lorenz, S.; Brunner, E.; Sumper, M. Self-assembly of highly phosphorylated silaffins
and their function in biosilica morphogenesis. Science 2002, 298, 584–586. [CrossRef] [PubMed]

25. Groger, C.; Lutz, K.; Brunner, E. NMR studies of biomineralisation. Prog. Nucl. Magn.
Reson. Spectrosc. 2009, 54, 54–68. [CrossRef]

26. Yuan, J.J.; Jin, R.H. Temporally and spatially controlled silicification for self-generating
polymer@silica hybrid nanotube on substrates with tunable film nanostructure. J. Mater. Chem.
2012, 22, 5080–5088. [CrossRef]

27. Yuan, J.J.; Zhu, P.X.; Fukazawa, N.; Jin, R.H. Synthesis of nanofiber-based silica
networks mediated by organized poly(ethylene imine): Structure, properties, and mechanism.
Adv. Funct. Mater. 2006, 16, 2205–2212. [CrossRef]

28. Shiu, C.C.; Wang, S.A.; Chang, C.H.; Jan, J.S. Poly(L-glutamic acid)-decorated hybrid colloidal
particles from complex particle-templated silica mineralization. J. Phys. Chem. B 2013, 117,
10007–10016. [CrossRef] [PubMed]

29. Hu, J.J.; Hsieh, Y.H.; Jan, J.S. Polyelectrolyte complex-silica hybrid colloidal particles decorated
with different polyelectrolytes. J. Colloid Interface Sci. 2015, 438, 94–101. [CrossRef] [PubMed]

30. Kong, H.J.; Kaigler, D.; Kim, K.; Mooney, D.J. Controlling rigidity and degradation of alginate
hydrogels via molecular weight distribution. Biomacromolecules 2004, 5, 1720–1727. [CrossRef]
[PubMed]

31. Boontheekul, T.; Kong, H.J.; Mooney, D.J. Controlling alginate gel degradation utilizing partial
oxidation and bimodal molecular weight distribution. Biomaterials 2005, 26, 2455–2465.
[CrossRef] [PubMed]

32. Patwardhan, S.V.; Clarson, S.J.; Perry, C.C. On the role(s) of additives in bioinspired silicification.
Chem. Commun. 2005, 9, 1113–1121. [CrossRef] [PubMed]

33. Tomczak, M.M.; Glawe, D.D.; Drummy, L.F.; Lawrence, C.G.; Stone, M.O.; Perry, C.C.;
Pochan, D.J.; Deming, T.J.; Naik, R.R. Polypeptide-templated synthesis of hexagonal silica
platelets. J. Am. Chem. Soc. 2005, 127, 12577–12582. [CrossRef] [PubMed]

34. Chen, L.; Wei, B.; Zhang, X.T.; Li, C. Bifunctional graphene/gamma-Fe2O3 hybrid aerogels
with double nanocrystalline networks for enzyme immobilization. Small 2013, 9, 2331–2340.
[CrossRef] [PubMed]

35. Li, J.; Jiang, Z.; Wu, H.; Long, L.; Jiang, Y.; Zhang, L. Improving the recycling and storage stability
of enzyme by encapsulation in mesoporous CaCO3-alginate composite gel. Compos. Sci. Technol.
2009, 69, 539–544. [CrossRef]

http://dx.doi.org/10.1039/b313261g
http://dx.doi.org/10.1039/b505945c
http://www.ncbi.nlm.nih.gov/pubmed/16189597
http://dx.doi.org/10.1074/jbc.M102093200
http://www.ncbi.nlm.nih.gov/pubmed/11349130
http://dx.doi.org/10.1126/science.1076221
http://www.ncbi.nlm.nih.gov/pubmed/12386330
http://dx.doi.org/10.1016/j.pnmrs.2008.02.003
http://dx.doi.org/10.1039/c2jm15993g
http://dx.doi.org/10.1002/adfm.200500886
http://dx.doi.org/10.1021/jp403753z
http://www.ncbi.nlm.nih.gov/pubmed/23822799
http://dx.doi.org/10.1016/j.jcis.2014.09.063
http://www.ncbi.nlm.nih.gov/pubmed/25454430
http://dx.doi.org/10.1021/bm049879r
http://www.ncbi.nlm.nih.gov/pubmed/15360280
http://dx.doi.org/10.1016/j.biomaterials.2004.06.044
http://www.ncbi.nlm.nih.gov/pubmed/15585248
http://dx.doi.org/10.1039/b416926c
http://www.ncbi.nlm.nih.gov/pubmed/15726164
http://dx.doi.org/10.1021/ja0524503
http://www.ncbi.nlm.nih.gov/pubmed/16144405
http://dx.doi.org/10.1002/smll.201202923
http://www.ncbi.nlm.nih.gov/pubmed/23423944
http://dx.doi.org/10.1016/j.compscitech.2008.11.017


Materials 2015, 8 6017

36. Ravindra, R.; Shuang, Z.; Gies, H.; Winter, R. Protein encapsulation in mesoporous silicate: The
effects of confinement on protein stability, hydration, and volumetric properties. J. Am. Chem. Soc.
2004, 126, 12224–12225. [CrossRef] [PubMed]

37. Li, J.; Wu, H.; Liang, Y.; Jiang, Z.; Jiang, Y.; Zhang, L. Facile fabrication of organic-inorganic
hybrid beads by aminated alginate enabled gelation and biomimetic mineralization. J. Biomater.
Sci. Polym. Ed. 2013, 24, 119–134. [CrossRef] [PubMed]

38. Song, X.K.; Wu, H.; Shi, J.F.; Wang, X.L.; Zhang, W.Y.; Ai, Q.H.; Jiang, Z.Y. Facile fabrication of
organic-inorganic composite beads by gelatin induced biomimetic mineralization for yeast alcohol
dehydrogenase encapsulation. J. Mol. Catal. B. Enzym. 2014, 100, 49–58. [CrossRef]

39. Li, J.; Jiang, Z.; Wu, H.; Zhang, L.; Long, L.; Jiang, Y. Constructing inorganic shell onto LBL
microcapsule through biomimetic mineralization: A novel and facile method for fabrication of
microbioreactors. Soft Matter 2010, 6, 542–550. [CrossRef]

40. Lai, J.K.; Chuang, T.H.; Jan, J.S.; Wang, S.S.S. Efficient and stable enzyme immobilization in a
block copolypeptide vesicle-templated biomimetic silica support. Colloid Surf. B 2010, 80, 51–58.
[CrossRef] [PubMed]

41. Luckarift, H.R.; Spain, J.C.; Naik, R.R.; Stone, M.O. Enzyme immobilization in a biomimetic silica
support. Nat. Biotechnol. 2004, 22, 211–213. [CrossRef] [PubMed]

42. Naik, R.R.; Tomczak, M.M.; Luckarift, H.R.; Spain, J.C.; Stone, M.O. Entrapment of enzymes
and nanoparticles using biomimetically synthesized silica. Chem. Commun. 2004, 15, 1684–1685.
[CrossRef] [PubMed]

43. Yudovin-Farber, I.; Azzam, T.; Metzer, E.; Taraboulos, A.; Domb, A.J. Cationic polysaccharides as
antiprion agents. J. Med. Chem. 2005, 48, 1414–1420. [CrossRef] [PubMed]

44. Zhang, Y.; Wu, H.; Li, L.; Li, J.; Jiang, Z.; Jiang, Y.; Chen, Y. Enzymatic conversion of baicalin
into baicalein by β-glucuronidase encapsulated in biomimetic core-shell structured hybrid capsules.
J. Mol. Catal. B Enzym. 2009, 57, 130–135. [CrossRef]

© 2015 by the authors; licensee MDPI, Basel, Switzerland. This article is an open access article
distributed under the terms and conditions of the Creative Commons Attribution license
(http://creativecommons.org/licenses/by/4.0/).

http://dx.doi.org/10.1021/ja046900n
http://www.ncbi.nlm.nih.gov/pubmed/15453729
http://dx.doi.org/10.1163/156856212X627351
http://www.ncbi.nlm.nih.gov/pubmed/22370121
http://dx.doi.org/10.1016/j.molcatb.2013.11.021
http://dx.doi.org/10.1039/B918218G
http://dx.doi.org/10.1016/j.colsurfb.2010.05.030
http://www.ncbi.nlm.nih.gov/pubmed/20566270
http://dx.doi.org/10.1038/nbt931
http://www.ncbi.nlm.nih.gov/pubmed/14716316
http://dx.doi.org/10.1039/b404586f
http://www.ncbi.nlm.nih.gov/pubmed/15278136
http://dx.doi.org/10.1021/jm049378o
http://www.ncbi.nlm.nih.gov/pubmed/15743185
http://dx.doi.org/10.1016/j.molcatb.2008.08.005

	1. Introduction
	2. Results and Discussion
	2.1. The Catalyzing Function of NH2-Alginate
	2.2. The Template Function of NH2-Alginate
	2.3. Enzyme Activity Assay

	3. Experimental Section
	3.1. Materials
	3.2. Synthesis of NH2-Alginate
	3.2.1. Oxidation
	3.2.2. Amination
	3.2.3. Reduction

	3.3. Preparation of NH2-Alginate/Silica Nanocomposite and Encapsulation of GUS
	3.4. Characterizations
	3.5. Enzyme Activity Assay


