
162 Progress on Chemistry and Application of Chitin and its Derivatives, 
Volume XXVII, 2022, https://doi.org/10.15259/PCACD.27.012

CHITIN NANOFIBRES AS REINFORCEMENT
FOR HYDROXYAPATITE-BASED COMPOSITE 

PREPARATION

Tomasz Machałowski1, *, Mikołaj Kozłowski2,  
Agnieszka Kołodziejczak-Radzimska1, Jarosław Jakubowicz2, 

Teofil Jesionowski1

1 Institute of Chemical Technology and Engineering, Faculty of Chemical Technology, 
Poznan University of Technology, Berdychowo 4, 61-131 Poznan, Poland

2 Institute of Materials Science and Engineering, Faculty of Materials Engineering 
and Technical Physics, Jana Pawla II 24, 61-138 Poznan, Poland

*corresponding author: tomasz.g.machalowski@doctorate.put.poznan.pl

Abstract
The development and  improvement of  chitin applications have drawn 

special attention from the global scientific community due to their 
extraordinary features and abundance. In this study, β-chitin nanofibres were 
obtained using the ultrasonication treatment method. Then, hydroxyapatite/
nanochitin (HAp/NCh) composites were prepared at different maturation 
times. In this case, mixtures of various amounts of β-chitin nanofibres (1%, 
2%, and  5%) were added during the HAp precipitation approach. The 
prepared HAp/NCh materials were characterised with Fourier-transform 
infrared spectroscopy, thermogravimetric analysis, X-ray diffraction, and  
energy-dispersive X-ray spectroscopy. The surface of prepared specimens 
was observed using scanning electron microscopy. The presence 
of nanofibres was confirmed by non-invasive backscattering with dynamic 
light scattering particle size analysis. Moreover, the synergic effect of 
chitin nanofibres on  the mechanical resistance of  HAp-based composite 
was investigated. The sample with 5% of chitin nanofibres exhibited about 
10 times higher compression strength than the pure HAp. All these results 
essentially indicate that the prepared material can be a potential candidate 
for bone tissue engineering applications and further development.
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1. Introduction
Despite the rapid development of regenerative medicine, large tissue damage caused by 

diseases or life-threatening accidents cannot be restored by the organism itself. Indeed, the 
extensiveness of these defects means that they are irreversible. Bone is the most mineralised 
tissue in vertebrates, often exposed to many risks of damage. From an anatomical point 
of view, it is a composite material composed of mineralised protein fibrils (i.e., collagen type 
I) with a high organisation level [1, 2]. The combination of the mineral phase and proteins 
means bones are simultaneously flexible and stiff. Almost 70% of their content is inorganic 
[3] – mainly calcium phosphates [4] and calcium carbonates [5]. Based on the porosity 
and mechanical properties, bone can be divided into two types, more porous trabecular 
(spongy) bone and cortical bone with lower porosity and higher mechanical resistance [5]. 
The repair of critical bone defects which occur after accidents, infections, osteoporosis, 
or cancer resections is a clinical challenge due to the apparent inability of hard tissue to 
fully self-heal [6, 7]. Therefore, functional biomaterials seem to be a promising solution to 
solve bone repairing problems. Among various materials used for hard tissue regeneration, 
hydroxyapatite (HAp, with the chemical formula Ca10(PO4)6(OH)2) and its derivatives are 
especially interesting [8]. Their outstanding biocompatibility and unique bioactivity allow 
them to be permanently incorporated into bone substitute materials [9, 10]. HAp in  its 
pure form is distinguished by its non-inflammatory, non-toxic [11], and osteoconductive 
properties [6], and it possesses the ability to create chemical bonds with natural tissue [4, 
12]. Nevertheless, the use of pure HAp is limited due to the occurrence of brittle fractures 
of synthetically produced material [4]. Therefore, HAp is commonly used as a composite 
component or as a thin layer, improving the biocompatibility of implants. For example, 
Rogina et al. [2] prepared a composite based on HAp/polycaprolactone/poly(lactic acid) 
to improve the brittleness and poor load bearing of HAp. The low stiffness of the HAp 
scaffold was improved by a thin polycaprolactone/poly(lactic acid) coating, resulting in the 
almost 18-fold increase in Young’s modulus. Kim et al. [13] developed HAp nanopowder/
chitosan composite scaffolds with high strength and controlled pore structures. Moreover, 
the authors cultivated mouse pre-osteoblastic cells (MC3T3-E1) on  prepared scaffolds 
and observed higher differentiation and mineralisation in samples with higher HAp content. 
Other examples of synthetic and natural polymers used for HAp composite reinforcement 
are poly(glycolic acid) (PGA) [14], collagen [1, 3, 15], and chitin and their derivatives 
[6, 11, 12, 16-19]. The great potential of natural materials and their easy availability have 
prompted their functionalisation and further development.

Chitin is  the second most widespread polysaccharide (after cellulose) worldwide, 
with an annual production by marine organisms of 1 × 1012 to 1 × 1014 tons [20]. From 
a structural point of view, this biopolymer is composed of N-acetyl-d-glucosamine units 
linked by β-(1,4) glycosidic bonds [21]. However, commercially available material is more 
like a copolymer of N-acetylglucosamine and glucosamine units, due to alkaline treatment 
during isolation [22]. Chitin biosynthesis takes place in many living organisms, from very 
simple organisms such as fungi, sponges, and diatoms, to more advanced organisms like 
insects, spiders, crustaceans, and others [23, 24]. In its native form, chitin acts as functional 
and structural component in exo- and endoskeletons [25]. Chitin has a natural tendency 
to organise into fibrils (also known as rods or crystallites) of ~3 nm in diameter, which 
are stabilised by intermolecular hydrogen bonds formed between the amine and carbonyl 
groups. Its peritrophic matrix fibrils can reach 0.5 μm in length and are frequently grouped 
in bundles containing parallel groups of ≥10 single fibrils [26]. Due to the differences 
in biopolymeric chain arrangement, three allomorphic forms of chitin designated as α, β, 
and γ can be distinguished [27, 28]. In β-chitin, the conterminous layers are parallel and go 
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in the same direction, providing them with the most flexible structures of all allomorphs 
[28, 29]. These polymorphs do not have inter-sheet hydrogen bonds along the b axis, 
in contrast to α-form. This fact makes β-chitin more vulnerable to intracrystalline swelling 
of polar guest molecules (like water, alcohols, and amines) [25] and, consequently, ensures 
easier processability. Chitin plays a crucial role as an integral part of  the exoskeletons 
of  invertebrates and  as  crystal-directing templates during biomineralisation [30]. The 
natural tendency of  chitin to interact with minerals makes them an exciting candidate 
to prepare organic-inorganic composites [16]. The fundamental discovery of  Iijima 
and Moriwaki [31] has shown a relationship between apatite and β-chitin in the natural 
shell of  the marine mollusc Lingula unguis. This discovery strongly indicates that the 
chitinous matrix has a massive impact on apatite crystal formation and orientation. 

In this study, we have focussed on designing a novel HAp/β-chitin biocomposite. For 
the first time, β-chitin nanofibres obtained from Sepia officinalis cuttlebone have been used 
as reinforcement for HAp synthesised by precipitation with sodium citrate. The crucial 
part of the work was the physicochemical characterisation of obtained materials and the 
determination of the synergistic effect of chitin on the mechanical resistance of created 
materials. Furthermore, the effect of synthesis parameters on HAp/NCh properties as the 
chitin content or HAp maturation time have been developed here. The obtained results 
clearly show the great application potential of chitin nanofibre reinforcement. 

2. Materials and methods
2.1. Preparation of the β-Chitin Nanofibres

For nanofibre preparation, dry S. officinalis cuttlebone was used as  raw material 
and  processed according to the modified procedure described previously [32]. The 
preparation began by crushing the material into small particles (1-2 cm) and  then 
immersing it in  3 M CH3COOH (Chempur, Poland) to remove calcium carbonate 
and other minerals (see Figure 1). The demineralisation process was carried out for 3 days 
at room temperature until minerals had been eliminated. After that, the organic residue 
was neutralised in deionised water and  transferred to 2.5 M NaOH (Chempur, Poland) 
solution for protein removal. Similarly to the first step, deproteinisation was carried out 
at room temperature for 3 days. Then, chitinous sheets were carefully moved and washed 
with deionised water until the effluent had reached a neutral pH. To fabricate the β-chitin 
nanofibrils, 8.33 g of wet pure chitinous sheets was mixed with 200 ml ultrapure distilled 
water titrated by and 3 M HCl to pH 3 (about 125 µl). Then, ultrasonic treatment was carried 
out in an ice/water bath for 4 h with shaking every 20 min. Sonication was performed at 60 
kHz with a Sonic-3 (Polsonic, Poland). After the process, the homogeneous solution was 
filtered through a fine sieve and then centrifuged (5000 rpm, 5 min) for nanochitin (NCh) 
isolation. The dry chitin content in  the prepared hydrogel was determined to be ~1%. 
Finally, the solution was filtered using paper filter with a grate of 11 µm. 

2.2. Synthesis of HAp/NCh Composite via Precipitation
HAp/NCh biocomposites were synthesised with a  modified precipitation method 

described previously [33]. Two solutions (1:1 v/v, 50 ml each) were prepared. (I) 0.1 M 
calcium chloride dihydrate (CaCl2∙2H2O) (Sigma Aldrich, USA) + 0.4 M sodium citrate 
tribasic dihydrate (Na3(Cit)∙2H2O) (Sigma Aldrich, USA) + x chitin nanofibre dispersion 
(x = 10, 30, or 50 ml) and (II) 0.12 M sodium phosphate dibasic (NaHPO4) (Chempur, 
Poland) were mixed at room temperature. Moreover, a pure HAp reference sample was 
prepared (x = 0). The pH of  the mixture was titrated to 8.5 using 0.1 M NaOH. Then, 
the mixtures were incubated in a 250 ml Erlenmeyer flask, sealed with a rubber stopper, 
and incubated with mixing (80 rpm) using an IKA KS 4000i control incubator (Ika Werke 
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GmbH, Germany) at 80°C. The precipitates were allowed to mature for 6 h (Sample HAp/
NCh_6, x = 10 ml of the chitin), 24 h (HAp/NCh_24, x = 30 ml of the chitin), or 96 h (HAp/
NCh_96, x = 50 ml of the chitin). After that, the prepared biocomposites were centrifuged 
(4000 rpm, 10 min) using a 5810 R centrifuge (Eppendorf, Germany) and washed with 
distilled water. Finally, the samples were dried in cubic forms in convectional dryer at 
40°C for 24 h. The final chitin nanofibre content in prepared samples (v/v) was: HAp/
NCh_6, 1% chitin, HAp/NCh_24, 2.5% chitin, and HAp/NCh_96, 5% chitin.

2.3. Characterisation Techniques 
The differences in  the chemical composition of  obtained specimens were analysed 

by attenuated total reflectance Fourier-transform infrared (ATR-FTIR) spectroscopy 
using a VERTEX 70 spectrometer (Bruker, Germany). The investigation was performed 
over a  wide wavenumber range of  4000-400 cm-1 (resolution of  0.5 cm-1). The degree 
of acetylation (DA) – Equation (1) – and the degree of deacetylation (DD) – Equation (2) 
– were calculated for the isolated chitin [34]:

Figure 1. Schematic view of β-chitin nanofibril preparation. The photographs show Sepia 
officinalis cuttlebone used in  this study (a), cuttlebone after crushing (b), small pieces  
of cuttlebone during demineralisation (c), demineralised cuttlebone during deproteinisation 
(d), β-chitin sheets obtained after the isolation process (e), and β-chitin nanofibril hydrogel 
after ultrasonication (f).
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			   DA% = [(A1640/A3392) × 100%)]/1.33		  (1)

				    DD% = 100% − DA%			   (2)

where A1640 and A3392 correspond to the absorbance for amide I  and OH vibrations, 
respectively.

The qualitative characterisation of the samples observed during heating was performed 
by thermogravimetric analysis (TGA) using a Jupiter STA 449 F3 instrument (Netzsch 
GmbH, Germany). Samples weighing approximately 10 mg were placed in  an Al2O3 
thermobalance and  heated from 30 to 1000°C (heating rate 10°C/min) in  a  nitrogen 
atmosphere. Additionally, a derivative thermogravimetric (DTG) curve was prepared. 

The size of  dispersed chitin nanofibres was determined by a  Zetasizer Nano ZS 
instrument (Malvern Instruments Ltd., Malvern, UK) using non-invasive backscattering 
(NIBS) with dynamic light scattering (DLS). Ultrapure deionised water was used as solvent 
and the results show particles with a content >1%. 

The synthesised composite’s structure was investigated by X-ray diffraction (XRD) 
(Panalytical, Empyrean model, Almelo, the Netherlands) with a  copper anode (CuKα,  
λ = 1.54 Å). Measurements for each sample were conducted at set parameters: voltage  
45 kV, anode current 40 mA, and scanning range 30-120°. The peaks were analysed using 
HighScore Plus together with ICDD-JCPDS crystallographic database. 

The surface morphology and  microstructure were observed by scanning electron 
microscopy (SEM). Micrographs were collected with an EVO 40 scanning electron 
microscope (Carl Zeiss AG, Germany) with EDS Ultim Max 65 (Oxford Instruments, 
High Wycombe, UK). Before analysis, the samples were coated with a thin Au layer. 

The mechanical properties of prepared materials were determined by a compressive 
test. The static compression test was carried out until 20% relative sample reduction or 
sample destruction manifested by a  sudden decrease in  the strength (brittle cracking). 
Specimens were prepared with a cylinder prism with a diameter of ca. 4 mm and a thickness 
of  ca. 6 mm. The parameters of  analysis were: desired compression 0.1 MPa and  rate 
of compression (constant beam falling) 0.5 mm/min. The analysis was performed with 
a Z020 apparatus (Zwick/Roell, Poland). The compressive strength was examined by a dry 
test and determined by the highest obtained stress during a static compression test. The 
error value was calculated in each experiment based on the mean and standard deviation 
from three measurements.

3. Results and Discussion
One of the purposes of this article was to evaluate the morphological and physicochemical 

properties of  prepared HAp/NCh biocomposites. Thus, SEM with energy-dispersive 
X-ray spectroscopy (EDS) was used (Figure 2). The HAp/NCh_6 sample, with a lower 
chitin content (1%) and a shorter maturation time (6 h), formed aggregates with an average 
diameter close to 1 µm. The material comprises non-uniform particles with a sharp (plate-
like) texture. The sample with a higher chitin nanofibre content (HAp/NCh_24) presented 
a similar morphology. However, the diameter of the average aggregates increased slightly, 
probably due to the longer maturation time (24 h). The HAp/NCh_96 sample, with a higher 
chitin content (5%) and the longest maturation time (96 h), presented marked differences. 
It has a  uniform, smooth, and  dense surface. The material seems to be combined into 
a single unit. Similar flat and dense surface morphology has been previously described by 
Supelano et al. [14] for a HAp/chitosan composite. The EDS elemental analysis revealed 
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a  calcium-to-phosphate ratio (Ca/P) in  HAp/NCh_6 and  HAp/NCh_24 of  1.67, which 
is analogous to the HAp ratio in mature human hard tissue [11, 35]. However, the final 
Ca/P ratio of HAp/NCh_96 was higher (1.81). 

To confirm the presence of nano-sized chitin dispersion, the prepared biopolymer was 
characterised by NIBS-DLS particle size analysis (Figure 3). The material comprises two 
fundamental size dimensions. Therefore, we can assume that that the material is  some 
kind of fibre. The smaller values are between 45 and 105 nm and probably correspond 
to the diameter of chitinous nanofibre groups (from 15 to 30 fibres of 3 nm). There are 
also broad bands of larger particles of 650-1100 nm. These values may correlate with the 
length of the prepared nanofibres [32]. The results confirmed the presence of nanoparticles 
because a  minimum of  one dimension is  within 100 nm. However, the randomness 
of fibre arrangement in the dispersion during the reflection also resulted in larger values. 
Nevertheless, the presence of  particle fractions with a  size close to 1 µm indicates 
incomplete nanofibrilaton of isolated chitin. 

ATR-FTIR analysis was used to determine the presence of distinct functional groups 
and  to investigate potential interactions between both phases (Figure 4). The most 
intense band observed for pure HAp with a maximum close to 1020 cm-1 unambiguously 
corresponds to vPO4

3−. Another HAp signal occurs at 559 cm-1, associated with stretching 
and bending vibrations of  the phosphate group [11, 36]. The spectra recorded for pure 
NCh show a wide band with two narrow peak ranges of 3600-3200 cm-1. As described 
previously, it could be related to stretching vibrations of  hydroxyl groups [11, 37]. 
C-H stretching vibrations occur at 2844 cm-1

 [27]. There are characteristic signals for 
β-chitin signals including amide I  (intermolecular [C=O···H-N] and  intramolecular  
[C=O···HO(C6); C=O···HN] hydrogen bonds) and amide II (νN-H and νC-N) at 1640 

Figure 2. Scanning electron micrographs of HAp/NCh_6 (a and b) and energy-dispersive  
X-ray spectra of the sample (c). Scanning electron micrographs of HAp/NCh_24 (d and e)  
and  energy-dispersive X-ray of  the sample (f). Scanning electron micrographs  
of HAp/NCh_96 (g and h) and energy-dispersive X-ray of the sample (i).
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Figure 3. Size distributions of prepared chitinous nanofibre dispersion.

Figure 4. Attenuated total reflectance Fourier-transform infrared spectra of  prepared 
specimens and pure components.
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and 1543 cm-1, respectively [28]. Next, there is a narrow peak around 1430 cm-1 associated 
with -CH3 and -CH2 in-plane deformation [11]. Amide III (νC-N and δN-H) occurs at 1308 
cm-1. Moreover, there is a characteristic band for β-chitin with a partially divided peak 
associated with C-O  stretching vibrations around 1110 cm-1. Further analysis revealed 
the typical polysaccharide β-glycosidic bond signal at 890 cm-1 [38-40] and a fingerprint 
region below 700 cm-1 [41]. The DA of  prepared chitin was estimated as  69%; thus, 
the DD was 31%. Gbenebor et al. [34] reported similar values for shrimp-based chitin 
isolated by alkaline treatment. In the case of prepared biocomposites, the signals from 
both phases can be found. The broad, smooth peaks with a maximum at 3450-3400 cm-1 
suggest hydrogen interaction between HAp and  NCh fibres (see Figure 5). Moreover, 
there are very interesting signals for prepared materials in the region of amide I and amide 
II of  chitin. These signals suggest that HAp nanoparticles may interact with the -NH2 
groups of partially deacetylated chitin via hydrogen bonds [42]. There are other intriguing 
signals for the HAp region, as determined by the HAP/NCh sample spectra shifting from 
1020 cm-1 to lower values. Kin et al. [13] explained this phenomenon as potential ionic 
interactions between C-O-C and Ca2+. However, the absence of new absorption bands may 
indicate solely physical interactions between chitin nanofibres and HAp [2]. 

The thermal stability of the prepared materials was determined by TGA (Figure 6). The 
first decrease in sample mass began at around 100°C, which is related to moisture removal 
from the surface and pores [11, 43, 44]. The loss of physically and chemically connected 
water molecules ranged from 3% to 7%. The second visible decrease in  sample mass 
occurred at 300-450°C. These regions correspond to thermal and oxidative decomposition 
of glycosidic bonds of chitin [43], which is consistent with the graph shown in Figure 4d 
(pure chitin). The curves also highlight the dependence between the NCh content and the 
second visible decrease in mass. The final mass loss occurred at >700°C for all prepared 
biocomposites and indicates the dehydroxylation stage and decomposition of HAp [44]. 
As expected, the sample containing the highest chitin content (HAp/NCh_96) showed 
lower thermostability with a total mass loss of 18%. In comparison, the sample with the 
lowest chitin content (HAp/NCh_6) showed 15% mass loss.

Figure 5. Schematic representation of  possible physical interactions between 
hydroxyapatite and partially deacetylated chitin.
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Figure 6. Derivative thermogravimetric curves showing the results of thermogravimetric 
analysis of the prepared biocomposites and pure chitin nanofibres as a reference.

Figure 7. X-ray diffraction patterns of prepared materials and reference samples.
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The crystalline structures of the prepared biocomposites as well as pure components 
(HAp and chitin nanofibres) were investigated with XRD analysis and are shown in Figure 
7. The diffraction peaks at 2θ = 32.2°, 39.8°, 41.0°, 42.4°, 44.5°, 46.7°, 49.6°, 53.4°, 
and  63.4° correspond to the crystallographic lattice planes: (002), (112), (130), (103), 
(302), (400), (222), (213), (004), (150) of HAp (JCPDS No: 01-075-9526), respectively. 
As expected, samples of the biocomposite with a longer maturation time showed higher 
crystallinity because of the greater number of diffraction peaks. Thus, NCh can influence 
the crystallinity of  the HAp, making it more grain-refined. Evidence of  the presence 
of chitin in the tested samples was hampered considering that the diffraction angles for 
chitin are usually observed at 2θ = 9.3° and 19.3° (unpublished data) [36]. However, the 
diffractograms of the biocomposites clearly differ from the reference material. 

As shown in Figure 8, the compressive strength of all samples increased as the chitin 
content increased. Pure HAp had a mean compressive strength of 12 MPa. Mechanical 
resistance for compression increased slightly to 13 and 18 MPa for HAp/NCh_6 and HAp/
NCh_24, respectively. However, there was a significant increase in mechanical resistance 
(compressive strength) for the sample with 5% chitin increased to 117 MPa. Indeed, HAp/
NCh_96 exhibited about 10-times higher mechanical properties than pure HAp. These 
results confirmed the synergic effect of the interaction between HAp and chitin nanofibres. 
Reinforcement of nanofibres probably allowed avoiding the brittle cracking of HAp due 
to good dispersion of the inorganic phase. In comparison, native cortical bone tissue has 
shown compressive strength at a  value range of  100-230 MPa [5]. Previously, Chang 
et al. [36] fabricated chitin/HAp hydrogels with weaker mechanical properties, where 
compressive strength was estimated at 200-240 kPa. 

Figure 8. Results of compressive strength test for the obtained materials and reference 
hydroxyapatite (HAp).
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4. Conclusion
We have presented a  novel approach for the application of  β-chitin nanofibres 

as  reinforcement for HAp-based composites. Our analyses confirmed the presence 
of chitin nanofibres, with the minimum chitin fibre diameter estimated at 45 nm. Scanning 
electron micrographs support the conclusion that the composite components are strongly 
interconnected. EDS analysis showed that two of the prepared materials achieved a Ca/P 
ratio of 1.67, the same as natural bone tissue. The FTIR spectra confirmed the presence 
of  β-chitin and  HAp as  well as  physical interaction between both phases by the shift 
in the most characteristic bands (hydrogen bonds). TGA/DTG showed that the prepared 
composite is  thermally stable up to about 150°C. As expected, samples containing the 
highest chitin content displayed lower thermostability. XRD analysis confirmed the 
presence of HAp in crystalline form. The longer maturation time led to greater crystallinity. 
Finally, a study of mechanical properties of prepared material showed that 5% chitin in the 
prepared material allows for an almost 10-fold increase in compression strength. 
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