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5nm TiO, into the blend.

Chitosan/starch and chitosan/gelatin of different ratios were prepared following casting method. FTIR
results indicate the formation of hydrogen bonding which dedicates the prepared blends for interaction
with wide range of molecules specially those of NH, and COOH terminals. The results obtained with
molecular modeling PM3 model are in agreement with spectroscopic data. As a result of increasing
starch and gelatin in chitosan blends HOMO-LUMO energy slightly decreased while total dipole moment
increased. UV-vis spectroscopy indicated the suitability of chitosan/starch blend as a glycine sensor.
Further enhancement in the sensing performance of chitosan/starch blend was achieved by introducing
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1. Introduction

Over the past few decades, the amazing growth in the bioma-
terial technology has revolutionized their use in biological and
industrial fields. Chitosan is widely applied in the biomedical field
because it can be obtained from natural sources that are abun-
dant and renewable [1]. Chitosan is easily prepared from chitin,
the most abundant compound in nature after cellulose [2]. Chem-
ical modification of chitosan produces materials with a variety of
physical and mechanical properties [3-5]. For example, chitosan
films and fibers can be formed using cross-linkers and adapted
techniques for altering from other polysaccharides, such as treat-
ment of amylose with epichlorohydrin [6]. Like hyaluronic acid,
chitosan is not antigenic and is a well-tolerated implanted material
[7]. Chitosan can easily be prepared in many forms, including, films
and membranes. The basic technique for the casting of chitosan
films and fibers was early developed [8,9] by dissolving in a weak
organic acid, casting onto a smooth surface, and removal of the
anion for the chitosan to exhibit resistance to water [1]. Moreover,
gelatin has excellent plasticity, adhesiveness, biocompatibility, and
nonantigenicity. It has the potential to mix with chitosan at the suit-
able pH value due to its ability to form hydrogen bonding. Thus,
gelatin was postulated as a suitable candidate to be blended with
chitosan [10]. Although chitosan films are highly impermeable to
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oxygen, they have relatively low water vapor barrier characteris-
tics. In order to prepare membranes with modified water vapor
barrier, starch was blended with chitosan [11]. Starch was used
to produce biodegradable films to be used in various applications
because of its low cost and renewability. However, wide application
of starch film is limited by its water solubility and brittleness [12].
Recently chitosan blends continue to be a topic of much research
work [13-15].

The present work was conducted to prepare chitosan blends in
which a cross-linker could improve the surface properties of chi-
tosan. Accordingly, chitosan was prepared using casting method
with gelatin and starch. The molecular structure of the prepared
films was studied with FTIR. In addition, semiemperical quantum
mechanical PM3 method was used to calculate ionization potential,
HOMO-LUMO energy, and the total dipole moment for chitosan as
well as the studied chitosan blends. The prepared blend was used
as a biosensor for the amino acid glycine.

2. Materials and methods
2.1. Reagents

Chitosan low molecular weight was purchased from ABCO Lab-
oratories Eng. Ltd (Gillingham, England).

Soluble starch, extra pure AR, was obtained from Sissco Research
Laboratories Pvt. Ltd (Bombay, India).

Gelatin from bovine skin, Type B obtained from Sigma-Aldrich
(Steinheim, Germany).

Glycine was purchased from Adwic Company (Cairo, Egypt).
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Table 1
Prepared blend films contents in mg.

Chitosan, mg Polymer content, mg Blend ratio, %

Starch Gelatin
100 0 0 0.00
90 10 0 10.00
90 0 10 10.00
80 20 0 20.00
80 0 20 20.00
50 50 0 50.00
50 0 50 50.00
30 70 0 70.00
30 0 70 70.00

2.2. Polymer blend preparations

Chitosan was mixed with different polymers namely, starch and
gelatin to get several blends in the form of films. The mixing ratios
were followed as indicated in Table 1. The mixtures containing
chitosan starch and chitosan gelatin were added to 100 ml acetic
acid (7% solution) at room temperature with stirring until a homo-
geneous solution was obtained. The solution was distributed into
leveled hydrophobic polystyrene Petri dishes (10 cm diameter). To
get the desired films, the solution was left to dry for 48 h at room
temperature in open air. Complete drying was avoided since some
moisture is required for films to remain flexible. Films were finally
peeled off from the trays and placed in sealed containers to avoid
moisture exchange [8].

2.3. Sensing experiment

1M glycine solution was prepared and then diluted into 10!,
10-2,107°, and 106 M respectively.

The TiO, was prepared by precipitation method [16] using tita-
nium tetrachloride (TiCly) as a precursor and the grain size of the
obtained TiO, was about 5nm as estimated by STEM (Fig. 1). The
prepared TiO, was then added to the chitosan/starch blend for
sensing experiment.

In order to test the blend films as biosensors for glycine, the
films were cut into 0.5 cm x 3 cm strips then inserted into different
glycine solutions for 30 s up to 5 min.

2.4. Instrumentations
Fourier Transform Infrared Spectroscopy (FTIR): Jasco FTIR 430

Fourier Transform Infrared Spectrometer was used for record-
ing the obtained IR spectra. Spectra were recorded in a spectral

Fig. 1. STEM of the prepared TiO,; the estimated grain size is 5 nm.

range of 4000-400cm™!, resolution of 4cm~! and scan speed is
2mm/s.

UV/Vis/NIR Spectrometer: Jasco-V.570 UV/Vis/NIR Spectropho-
tometer was used for recording the UV spectra. Spectra were
recorded in a spectral range of 700-190 cm~1.

2.5. Calculation details

Fig. 2 shows a model molecule of 10 chitosan units is built. The
amino acid alanine is used as a model molecule for gelatin.

For chitosan/starch and chitosan/gelatin blends 1, 2, 5 and 7
units (starch and/or gelatin) were replaced instead of chitosan to
form blends with ratios 10%, 20%, 50 and 70%, respectively. Glycine
interacted as a weak interaction with the hydrogen bonding of
NH, to test the chitosan/starch blend as a biosensor. All the model
molecules were studied using MOPAC 2002, as implemented in the
CAChe program [17] at PM3 level of theory. First the geometry is
optimized then the ionization potential, HOMO/LUMO energy and
the total dipole moment are calculated at the same level of theory.

3. Results and discussion
3.1. FTIR results of pure polymer

FTIR is a very useful tool for detecting interactions in polymer
blends. FTIR was, therefore, applied to examine the possible inter-
actions between the blend components.

The FTIR absorption spectrum of chitosan is shown in Fig. 3.
The broad band at 3409 cm~! was due to the OH stretching vibra-
tion. The band at 2921 cm~! was due to the CH stretching. The
band at 1954cm! is the characteristic absorption band of NH,.
The band at 1657 was due to the OH of chitosan [18]. The band at
1519 cm~1 is due to the scanty amount of 0=C-NH,. Bands around
1422 and 1383 cm~! are assigned to the CH, and CHj3 vibrations
respectively. The region from 1152 to 1033 cm~! is the characteris-
tic band of C-O-Clinkage. Finally, the C-N fingerprint band appears
at 896cm~1.

The structure of starch is similar to chitosan which in turn leads
to similar FTIR characteristics. Chitosan has an amino group on
the C2 carbon rather than a hydroxyl group of starch. The band
assignments of starch are also shown in Fig. 3. The broad band
at 3408 cm~! was due to the stretching mode of the OH groups.
An intense band at 1654cm~! was assigned to the first overtone
of the OH bending vibration. The bands at 1154 and 2929 cm™!
were assigned to C-O stretching and CH stretching, respectively
[18]. Two strong bands at 1082 and 1006 cm~! were attributed to
CH;,-0-CH, stretching vibrations [18].

The absorption band at 3299 cm~! arises from NH stretching,
the one at 1638 cm~! is attributed to amide I, C=0 and CN stretch-
ing, that at 1545.51cm~! is assigned as amide II and 1243 cm™!
is amide III [19]. The last bands can be assigned to the character-
istic bands of gelatin. The band at 2923 cm~! represents the CH;
asymmetric stretching vibration that is followed by another band at
2850 cm~! which is corresponding to symmetric stretching vibra-
tion of CH; [20]. The CH; bending and wagging vibrations give
raise to two bands at 1452 and 1337 cm~! respectively. Finally the
skeletal stretching arises at both 1081 and 668 cm~!, respectively
[20].

3.2. FTIR results of the studied blends

When two or more substances (such as biopolymers) are
mixed, physical blends versus chemical interactions are reflected
by noticeable changes in characteristic bands [21,22]. Accordingly;
blending two polymers is an approach to develop new biomaterials
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Fig. 2. (a) Model molecule of chitosan which consists of 10 units. In the studied blends, starch and gelatin are interacted with chitosan through O-linkage f chitosan. (b) Model
molecule of chitosan/starch blend which consists of 10 units. 5 units of chitosan are linked with 5 starch units through O-linkage. (c) Model molecule of chitosan/starch blend
whereas glycine is interacted as a weak interaction through the NH, of chitosan and OH of starch.
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Fig. 3. FTIR absorption spectra for chitosan, starch and gelatin respectively.

exhibiting combinations of properties that could not be obtained
by individual polymers [23]. The analysis of FTIR spectrum of each
blend enables studying the interactions which possibly take place.

3.2.1. Chitosan/gelatin

The FTIR spectra of the chitosan/gelatin composite films are
shown in Fig. 4. The FTIR spectrum of chitosan film displayed bands
around 901 and 1155cm™!, are assigned to the saccharine struc-
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Fig. 4. FTIR absorption spectra for chitosan/gelatin blends.

ture and an amino characteristic band at 1519cm~!. There was
a stronger absorption band at 1633 cm~! corresponding to the
amide of chitosan. Gelatin film was characterized by its amino band
at 1545cm~! and carbonyl band at 1638 cm~!. Incorporation of
gelatin led to small shifts in the positions of amide I and amide
Il of chitosan toward the higher frequencies. These findings were
attributed to the formation of amide and tertiary amine linkages
between chitosan and gelatin macromolecules [24].
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Fig. 5. FTIR absorption spectra for chitosan/starch blends.

3.2.2. Chitosan/starch

Fig. 5 reflects the typical spectra of chitosan/starch blend films.
As mentioned earlier; the FTIR spectra of the, starch consists of
three characteristic bands between 1006 and 1154 cm~!, which are
attributed to the C-0 bond stretching [18]. The band at 1654 cm™!
is assigned to the OH bending of water [18]. The band at 1467 cm™!
is assigned to the CH2 bending. The sharp band at 2929 cm~! is
the characteristic of CH stretches associated with the ring methane
hydrogen atoms. An extremely broad band occurs at 3408 cm!
due to the hydrogen-bonded hydroxyl groups that contribute to
the complex vibrational stretches associated with free inter- and
intramolecular bound hydroxyl group, which make up the gross
structure of starch [25].In chitosan, the band at 2921 cm~1 is typical
of CH stretching vibration [18]. The band at 1739 cm~! suggested
the presence of carbonyl group. The one at 1633 cm~! was due to
the C=0 stretching (amide I). The sharp band at 1377 cm~! corre-
sponds to the CH3 vibration. The broad band at 1076 cm~! indicates
the C-0 stretching vibration in chitosan. When two or more sub-
stances are mixed, physical blends versus chemical interactions are
reflected by changes in characteristic spectral bands. In the typical
spectrum of chitosan/starch blend film, the amino band of chi-
tosan shifted from 1519 to 1583 cm~! with the addition of starch.
This result indicated that interactions were present between the
hydroxyl groups of starch and the amino groups of chitosan [26].
The obtained FTIR spectrum of chitosan/starch blend suggested that
the two forming blend were compatible and an interaction existed
between them.

3.3. Molecular modeling of chitosan blends

Three important physical parameters were calculated at PM3
semiemperical method namely total dipole moment; ionization
potential and HOMO-LUMO energy. Table 2 presents the calcu-

Table 2
Calculated ionization potential (IP) as eV; HOMO-LUMO energy (AE) as eV and total
dipole moment (TDM) as debye for the studied blends.

Blend 1P AE TDM

Chitosan 9.980 10.917 6.092
Chitosan/starch (10%) 9.582 10.958 4.340
Chitosan/starch (20%) 9.621 10.961 4.887
Chitosan/starch (50%) 9.692 10.733 9.311
Chitosan/starch (70%) 9.738 10.175 11.861
Chitosan/gelatin (10%) 8.346 7.980 4.699
Chitosan/gelatin (20%) 9.281 9.681 3.462
Chitosan/gelatin (50%) 8.945 7.347 10.837
Chitosan/gelatin (70%) 8.654 10.739 16.169

Table 3

Calculated ionization potential (IP) as eV; HOMO-LUMO energy (AE) as eV and
total dipole moment (TDM) as debye for the possible interaction between glycine
and chitosan/starch (5:5) blend.

Blend P AE TDM
Chitosan/starch (50%) 9.692 10.733 9.311
Chitosan/starch/glycine (50%) 8.137 9.053 17.614

lated PM3 parameters. The calculated parameters will be discussed
in comparison with those of chitosan. The results revealed slight
increase in ionization potential with increasing starch content,
while slightly decreases HOMO-LUMO energies. Although total
dipole moment has decreased corresponding to starch 10% and
20%; a noticeable increase happens as starch content increased up
to 70%.

Regarding chitosan/gelatin blend the calculated ionization
potential has decreased as compared with that of chitosan pure.
The same happens for the calculated HOMO-LUMO energy. Finally
the calculated total dipole moment increases as the gelatin con-
tent increased. Correlating these results with our previous findings
[27,28] has revealed that the increase in total dipole moment
reflects the increasing of interaction abilities of a given structure.
As a result of blend formation the ability of interaction increased
in terms of the calculated dipole moment. This result is supported
with the slight decrease in ionization potential and HOMO-LUMO
energy.

As an application example, one of the studied blends was chosen
for possible interaction with the amino acid glycine. The chi-
tosan/starch (50%) was chosen. Glycine was supposed to interact
with the blend surface as a weak hydrogen bonding. The H-bonding
of COOH (amide) is supposed to interact with H-bonding of NH,
of chitosan also with the H-bonding of OH group of starch. The
proposed structure of this interaction is indicated in Fig. 1c. At the
same level of theory the ionization potential, HOMO-LUMO energy
and total dipole moment are calculated. Regarding Table 3 one can
notice that, the calculated ionization potential has taken as glycine
interacted with the blend from 9.692 to 8.137 eV. The calculated
energy band gap also decreased from 10.733 to 9.053 eV, while the
total dipole moment increased from 9.311 to 17.614 debye. This
indicates that the surface of a given blend has become more reac-
tive for the interaction. Even the interaction became much better
as aresult of hydrogen bonding formation with structures contain-
ing amide group. The calculated parameters indicate also that the
prepared blends could be used as sensors for protein. This result
paves the way toward surface modification of these blends to be
applied widely in the field of biosensors.

3.4. Chitosan nano-blend as biosensor

UV-vis spectroscopy is used to elucidate the efficiency of
the prepared blends as sensor for glycine. As seen in Table 4
the absorbance of 10~1, 102, 10-5, and 10-5M glycine solu-
tions were recorded. Then films of chitosan; chitosan/starch and
chitosan/starch/TiO, were inserted separately into the glycine of
the same concentrations. The time of insertion was ranging from

Table 4
Glycine absorbance as obtained on the UV/vis spectrophotometer both before and
after applying the film stripes.

Glycine concentration

10'M 102 M 10°M 10-°M
Std glycine 1.6811 1.2883 1.0927 0.9949
Cs 1.6318 1.2692 1.0775 0.8675
Cs/Str 1.2650 0.5783 0.1739 0.2248
Cs/Str/TiO, 1.1713 0.4945 0.0602 0.0723
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Fig. 6. UV-vis absorption spectra for the glycine after exposed to chitosan film at
different concentrations from 1 mol up to 10~ mol. The shift in the absorption band
toward higher wavelengths is attributed to the increase in the pH values [29].

08 | -
Cs

0.6 -
]
o
£ J
=
<
e 04 F -
172}
=
- J

02 B
FAN

0.1

Cs + Str + TiO,

PO BT U BTSN NN U NN SN NN U NN U U SN SN NN 1
150 200 250 300 350 400 450 500 S50 600 650 700
Wavelength (nm)

Fig. 7. UV-vis spectra of glycine amino acid (10-6 M) as exposed to chitosan (Cs),
chitosan/starch blend (Cs + Str) and nano-chitosan/starch/TiO, blend.

30s up to 5min. No change in absorbance were recorded accord-
ingly the results in Table 4 and Figs. 6 and 7 are taken to represent
the insertion time 30s.

Fig. 6 shows that as chitosan films are inserted into glycine solu-
tion a decrease in absorbance took place. This is attributed to the
physical interaction between glycine and chitosan through the for-
mation of hydrogen bonding between the carboxylic group (COO~)
of glycine and the amino group (NH;) of chitosan. As the concen-
tration of the glycine increased a shift in the characteristic band
is shifted toward higher wavelengths. It is stated that, the shift in
the absorption band toward higher wavelengths is attributed to the
increase in the pH values [29].

Fig. 7 indicates that as chitosan/starch blend inserted into
glycine solution the films show better sensitivity as compared with
pure chitosan. Further enhancement in the sensing property of the
blend was achieved by the help of TiO,, the estimated grain size
of which is 5nm. It was found that after the addition of TiO, to

the films, glycine absorbance decreased sharply by approximately
65% up to 75%. Accordingly the surface enhancement of the blend
surface provides better opportunities for the formation of hydro-
gen bonding and accordingly enhancing the application of such
nano-blend as a biosensor.

4. Conclusion

The obtained PM3 model indicates an increase in total dipole
moment of chitosan blends with slight decrease in both ionization
potential and HOMO-LUMO energy. These proposed the ability of
chitosan blends to interact with surrounding molecules. FTIR indi-
cates the existence of hydrogen bonding and dedicate the prepared
films for detecting structures containing NH, and COOH. UV spec-
troscopy indicates the suitability of chitosan/starch for detecting
glycine. Further enhancement in blend sensitivity is achieved as
nano-TiO, introduced into the chitosan/starch blend. Accordingly
nano-chitosan/starch/TiO, blend could be utilized as biosensor.
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