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Abstract 

This thesis is focused on the development of synthesis and characterisation 

protocols for two different nanoparticulate materials; hydroxyapatite (HA), a 

biomaterial well recognised as chemically akin to human bone, and CaO, a material 

often used for the sequestration of CO2 at elevated temperatures. For the analysis of 

these materials various bulk and particle level characterisation techniques have been 

employed, which are complemented by the versatile analytical methods available in 

the transmission electron microscope (TEM). 

The first chapter of results reveal that a hydrothermal synthesis route achieved 

phase-pure nanoparticulate HA with Ca/P atomic ratios close to the stoichiometric 

target (1.67). Impure HA nanopowders were produced by a sol-gel synthesis route 

with analysis by X-ray diffraction (XRD) revealing secondary phases of calcium 

phosphates, CaCO3 and CaO. 

The Ca/P ratios of each powder were determined at the particle level using 

TEM with energy dispersive X-ray spectroscopy (TEM-EDX), having first 

established a threshold electron fluence below which significant electron-beam-

induced alteration of the composition of HA does not occur. Results showed a 

greater variability of particle composition from the sol-gel preparation route 

compared to the hydrothermal route. This technique provides results in reasonable 

agreement to bulk Ca/P ratio analysis carried out by X-ray fluorescence (XRF) and 

laser ablation inductively coupled plasma mass spectrometry (LA-ICP-MS). 

The second component of the thesis relates to the production of 

nanoparticulate CaO powder sorbents for the sequestration of CO2 gas. The CaO 

nanopowders were produced by the thermal decomposition of calcium acetate 
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hydrate (CaAc); this process was analysed by thermogravimetric analysis (TGA) 

and by in-situ hot-stage XRD. The CO2 uptake capability of the CaO powder 

sorbents was analysed by TGA following the reaction: 

CaO + CO2 ź CaCO3 (A.1) 

Results showed a molar conversion ratio, ɢ (of CaO to CaCO3) of 0.92, after 15 

minutes of carbonation with structural analysis by SEM and TEM showing 

consistent growth and densification of rounded CaCO3 crystals upon carbonation. 

Multiple cycles of carbonation and decarbonation were then carried out by TGA to 

investigate sorbent regenerability. A 0.32 decrease in ɢ was found after 9 cycles 

which is attributed to the sintering (reduction in surface area) of the sorbent with 

progressive decarbonations at 800 °C. Structural analysis of decarbonated samples 

extracted from the TGA, by XRD, SEM and TEM, highlighted the issue of sorbent 

hydration upon storage, sample preparation and analysis. 

 A TEM based technique has been developed for the structural analysis of 

multicycle CO2 capture using an ex-situ environmental cell (E-cell). This technique 

allows for multicycle capture to be carried out and then analysed in the TEM with 

minimal exposure to the atmosphere, therefore providing a closer microstructural 

match to what occurs in the TGA. Results showed that slow, low-vacuum 

decarbonation (in the E-cell) creates a densified óskeletonô of CaO, consistent with 

the drop in capture capacity observed by TGA.  

 Finally, modifications of CaO sorbents using spacer materials has been carried 

out with the aim of declining the decay in sorbent performance during multiple 

cycles of carbonation and decarbonation in the TGA. Promising results were found 

using CaO sorbents modified a commercial YSZ powder and also with 

CaZrO3/ZrO2. 
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Chapter 1. Introduction  

There is a significant push for the synthesis of nanoparticles with highly 

desirable properties that can be utilised in increasing applications, from biomedical 

materials through to industrial processes such as carbon capture and storage (CCS). 

In order to optimise the performance of nanoparticles it is important to develop 

commercially viable particle synthesis routes for producing a range of pure or 

chemically modified nanoscale materials. It is also therefore essential to develop 

careful characterisation protocols with which the chemical and physical properties of 

nanomaterials can be fully understood, both at the bulk and particle levels.  

1.1. Aims 

 The overall aim of this project is to explore methods of nanoparticle 

characterisation. The first part of this project investigates two techniques for the 

synthesis of nanoparticulate hydroxyapatite (HA); hydrothermal and sol-gel 

synthesis. The aim of this study is to develop a protocol for the careful 

characterisation of the HA nanoparticles both in bulk and at the individual 

nanoparticle level. The latter achieved by developing a novel low-fluence analytical 

technique in the TEM that allows for the critical determination of particle 

composition (Ca/P ratio) without damaging the material by electron irradiation. Two 

phase pure and near-stoichiometric composition HA samples (Ca/P ratio = 1.67), 

prepared by the hydrothermal synthesis route, were subsequently exposed to in-vitro 

cell lines to measure their impact on cell viability (for potential biomedical 

applications).  
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The second part of this project is focussed on the development of CaO based 

nanoparticulate sorbents for the capture of CO2 gas. The principle aim of this part of 

the study is to utilise various bulk and particle level analytical techniques to fully 

understand the thermal decomposition of calcium acetate hydrate, and also the 

carbonation and decarbonation processes of the resulting CaO. Firstly, the thermal 

decomposition of calcium acetate hydrate for the preparation of nanoparticulate CaO 

sorbents is assessed and understood. The multicycle carbonation-decarbonation 

performance of the decomposed CaAc was then measured and the products 

analysed. Finally the use of secondary particulate spacer-materials was utilised to 

modify the CaO powder sorbents with the aim of improving sorbent regenerability, 

by reducing sorbent sintering, upon multiple cycles of carbonation and 

decarbonation. For nanoscale analysis, a TEM technique will be developed utilising 

a self contained ex-situ environmental cell (óE-cellô) that allows for multicycle CO2 

capture to be analysed on the same particle areas.  

1.2. Objectives 

¶ To prepare hydroxyapatite powders following hydrothermal and sol-

gel synthesis routes. 

¶ To characterise the HA powders prepared in-house using bulk and 

particle level techniques, and compare to a commercially available HA 

powder.  

¶ To develop a new low fluence EDX technique for the representative 

compositional analysis of HA in the TEM. 

¶ To examine HA powders prepared by the hydrothermal method for 

potential cytotoxicity to in-vitro cell lines. 
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¶ To analyse the thermal decomposition of calcium acetate for the 

production of nanoparticulate calcium oxide. 

¶ To analyse the CO2 capture capacity of nanoparticulate calcium oxide 

powder sorbents produced by the thermal decomposition of calcium 

acetate, using TGA. 

¶ To examine the performance of nanoparticulate calcium oxide powder 

sorbents for CO2 capture using a multicycle carbonation/decarbonation 

method by TGA.  

¶ To develop an ex-situ TEM based technique (using an environmental 

cell) for the direct observation of the structural changes of a 

nanoparticulate calcium oxide powder sorbent during multicycle 

carbonation and decarbonation. 

¶ To improve sorbent regenerability during the multicycle CO2 capture 

process by modifying nanoparticulate calcium oxide powder sorbents 

with second phase, particle spacer, materials.  

 

1.3. Chapter overview 

This thesis presents a total of six Chapters. Chapter 1 provides an introduction 

to the work, with a subsequent outline of the project objectives. Chapter 2 presents a 

detailed review of previous work reporting the properties, synthesis techniques, 

characterisation and toxicity of nanoparticulate hydroxyapatite. This is followed by 

an overview of carbon capture and storage, and a review of the production and 

performance of current nanoparticulate CaO sorbents. The synthesis methods of 

both nanoparticulate hydroxyapatite and CaO sorbents are explained in Chapter 3, 
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along with the background science of the key characterisation techniques to be 

employed. Chapter 4 presents and discusses the results of the synthesis and 

characterisation of the hydroxyapatite powders produced in-house, and compares 

these to a commercial hydroxyapatite powder. The appendix of Chapter 4 presents 

and discusses results of nanotoxicity analysis performed on two hydrothermally 

synthesised hydroxyapatite powders exposed to in-vitro cell lines. The assays we 

undertaken by an undergraduate research group in the Faculty of Biological 

Sciences here at Leeds. Chapter 5 presents and discusses results of the production of 

nanoparticulate CaO powder sorbents used for the capture of CO2. The recyclability 

of CaO powder sorbents during multicycle CO2 capture is the discussed and sorbent-

modifications are carried out with the aim of improving overall CO2 capture 

performance. Additional research into the effects of hydration of nanoparticulate 

CaO is also discussed. Final conclusions and potential future work for this research 

are presented in Chapter 6. 
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2. Chapter 2. Literature review 

2.1. Hydroxyapatite 

2.1.1. Properties of hydroxyapatite  

Hydroxyapatite (HA), Ca10(PO4)6(OH)2, is a form of calcium phosphate which 

most commonly exists, in a chemically modified form, as the main mineral found 

within bone and tooth enamel. Bone is typically composed of a combination of 

various apatitic materials, of which HA constitutes to about 70% in weight [1]. 

Additional components of bone include ions of carbonate (CO3
2-

), 

hydrogenophosphate (HPO4
2-

), sodium (Na
+
), potassium (K

+
), magnesium fluoride 

(MgF2) and chloride (Cl
-
) [1, 2]. 

 Stoichiometric HA has a composition of 39.68 wt% Ca, 18.45 wt% P with a 

Ca/P weight ratio of 2.15 and Ca/P atomic ratio of 1.67, and within a pH range of 

4.2 - 12.0 it exhibits a greater stability in aqueous media and at ambient 

temperatures compared to other calcium phosphate ceramics [3, 4]. Table 2.1 

displays Ca/P ratios for alternative calcium phosphates compounds [4, 5]. 

Amorphous calcium phosphate (ACP, Cax(PO4)y nH2O) is missing from the table as 

it is regarded as a microcrystalline mixture of other calcium phosphate compounds, 

and it has been suggested to be the initial phase formed in the early stages of HA 

mineralisation [2]. Amorphous calcium phosphate can most commonly exist in the 

form Ca9(PO4)6 where the Ca/P ratio is 1.50 [6], however varying Ca/P ratios for 

ACP have been reported in the range 1.20 - 2.20 [4, 5]. 
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Table 2.1: Ca/P ratios for various calcium phosphate compounds 

Compound name Molecular formula  Ca/P ratio 

Monohydrate calcium phosphate (MCPH) Ca(H2PO4)2·H2O 0.50 

Monocalcium phosphate (MCP) Ca(H2PO4)2 0.50 

Dicalcium phosphate dihydrate (DCPD) Ca(HPO4)·2H2O 1.00 

Dicalcium phosphate anhydrate (DCPA) Ca(HPO4) 1.00 

Octacalcium phosphate (OCP) Ca8H2(PO4)6·5H2O 1.33 

Tricalcium phosphate (TCP) Ŭ- and ɓ- Ca3(PO4)2
* 

1.50 

Hydroxyapatite (HA) Ca10(PO4)6(OH)2 1.67 

 *
Ŭ-TCP = monoclinic form, ɓ-TCP = rhombohedral form 

 

The compositional similarities with bone provide HA with excellent 

biocompatibility properties and therefore it is utilised in many biomedical 

applications related to bone substitution and repair, however the mechanical 

properties of sintered HA, as displayed in Table 2.2, render the material unsuitable 

for load bearing applications: the fracture toughness (KIc) of HA does not exceed of 

1.0 MPa m
½
, whereas human bone = 2 ï 12 MPa m

½
. Additionally, the Weibull 

modulus (n) is low in wet environments (n = 5 ï 12) which indicates a low reliability 

of HA implants [3]. A low Weibull modulus indicates a greater variability in the 

strength across seemingly identically produced samples mechanically tested under 

fixed conditions (i.e. there is increased likelihood of flaws and defects within the 

material) [7]. Therefore, HA is primarily utilised in non-load bearing applications, 

such as bioactive coatings or as materials for the development of scaffolds for bone 

tissue engineering [3, 8, 9].  
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Table 2.2: Mechanical properties of hydroxyapatite [3, 5, 10]. 

 

 

 

 

 

 

 

 

 

 

 

  

Property Typical Values 

Density (g cm
-3

) 3.15 

Youngôs modulus (GPa) 85-90 

Knoop Hardness (MPa) 3450 

Tensile Strength (MPa m
-2

) 120 

Poisson Coefficient 0.3 

Thermal Expansion 11 

Melting Point (°C) 1660 

Specific Heat (cal g
-1

 K
-1

) 0.15 

Thermal Conductivity (W cm
-1

 K
-1

) 0.01 

Fracture Toughness (MPa m
½
) < 1.0 

Weibull Modulus 5.0 - 12.0 
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The interest in the use of HA as a material for bone implantation increased in 

the 1980ôs and 1990ôs, leading HA to be utilised in various areas including spinal 

fusion, craniomaxillofacial reconstruction, treatment of bone defects, fracture 

treatment, total joint replacement (bone augmentation) and revision surgery [11-16]. 

More recent applications of HA include tissue scaffolds [17-19], tubule infiltration 

in dentine [20, 21], enamel and dentine remineralisation [22], dental and orthopaedic 

implants and coatings [3, 23] and as matrices for controlled drug release [24, 25]. 

Hydroxyapatite is also utilised in many non-biomedical applications such as packing 

media for column chromatography, gas sensors, catalysis and as host materials for 

lasers [26, 27].  

Many applications of synthetic HA require careful control of the particle size, 

shape and phase. The use of nano-scale HA allows for better tissue integration and 

heightened biocompatibility with bone which itself contains nano-scale HA crystals 

ordered within a collagen fibre matrix [28].  

Global interest in HA synthesis and itôs applications, most notably with 

regards to biomedical uses, has significantly increased in recent years as shown from 

the rising numbers of HA-based papers currently being published per year (Figure 

2.1); since 2008 over 4,000 papers have been published per year, in comparison to < 

2,000 papers per year from 2000 to 2008, and < 1000 papers per year prior. 
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Figure 2.1: Approximate number of papers published per year on hydroxyapatite from 1970 to 2011. 

Data collected from Thomson Reuters Web of Knowledge, keyword: ñhydroxyapatiteò. 
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2.1.2. The structure of hydroxyapatite 

In 1926, de Jong was the first to report the similarities between the X-ray 

diffraction patterns of bone mineral and the calcium phosphate compound, 

hydroxyapatite [29].  

The crystallographic structure of HA was first identified in the 1930ôs, with the 

structure shown to comprise of units of Ca
2+

, (PO4)
3-

 and OH
-
 [30-32]. Further 

refinement of the HA structure was carried out in the 1950ôs and 1960ôs where it 

was found that the presence of carbonate in bone and tooth mineral and HA can be 

observed directly using infrared spectroscopy and indirectly using X-ray diffraction 

[11, 33-36]. Figure 2.2 displays the powder X-ray diffraction reference (ICDD) file 

for hydroxyapatite as reported by Sudarsanan and Young in 1969 [37].  

Figure 2.2: XRD peak data for hydroxyapatite from ICDD ref: 01-074-0566 [37]. 
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Hydroxyapatite exhibits a hexagonal space group P63/m where a = b Í c (a = 

0.943 nm and c = 0.688 nm), Ŭ = ɓ = 90° and ɔ = 120° [34, 36]. Figure 2.3 displays 

the hexagonal nature of hydroxyapatite as produced using the CrystalMaker 

software [36, 38]. One distinctive feature of the HA structure are columns of OH, 

which occur parallel to the c axis at the edges of the unit cell [36]. These columns 

pass through the centres of alternating Ca atoms with 3-fold trigonal planar 

coordination, at z = ¼ and ¾, and successive rotations of 60° observed about the c 

axis, see Figure 2.3b. The repetition of this pattern leads an OH-channel where the 

building unit is formed by two monopyramidal polyhedra; each with a triangular 

base (labelled i and ii  in Figure 2.3b) and occupied by three Ca atoms and one OH 

[38]. These equivalent Ca atoms are termed Ca(I) in Figure 2.3, with 6 Ca(I) atoms 

found per unit cell [27, 38].  

Additional Ca atoms (termed Ca(II)) are equivalent at z = 0 an ½. These Ca(II) 

atoms form columns which pass through the centre of alternating triangles of O 

atoms (termed O(I) and O(II) atoms), see Figure 2.3c. In total, crystalline HA has 10 

cation (Ca
2+

) sites arranged in two non-equivalent positions within the unit cell, six 

Ca(I) atoms and four Ca(II) atoms [38]. The Ca(II) and OH columns within the 

hexagonal symmetry subsequently give rise to a honeycomb structure centred 

around the OH-columns as visible in Figure 2.3a [38].  

Another notable feature of the HA structure is the tetrahedral form of 

phosphate (PO4
3-

), see Figure 2.3a. These tetrahedra form basic structural units that 

do not corner share oxygen atoms, they are held together, instead, by the bridging 

Ca(II) atoms [34, 39, 40]. The HA unit cell comprises of six PO4 tetrahedrons, with 

the central P atoms found at z = ¼ and ¾, see Figure 2.3a [27, 38].  
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Figure 2.3: Pure HA structural model: (a) plan view with unit cell highlighted by red line, (b) 

amplified side view of adjacent (i and ii ) Ca(I)- hydroxyl monopyramidal polyhedra with fractional 

heights of atoms labelled, and (c) amplified plan and side view of Ca(II) column, with fractional 

heights of atoms labelled. Data modified using CrystalMaker® from [36, 38]. 
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One of the main structural characteristics of HA is its ability to allow a large 

amount of isomorphic substitutions whilst always maintaining its hexagonal space 

group [41]. The Ca
2+

, OH
-
 and (PO4)

3-
 ions within the HA structure can be 

substituted for divalent cations including Zn
2+

, Fe
2+

, Cu
2+

, Mg
2+

, Ni
2+

, Cr
2+

, Mn
2+

, 

Co
2+

, Sr
2+

, Pb
2+

 and Cd
2+

, and anions including F
-
, Cl

-
, CO3

2-
 and VO4

3- 
[38]. Such 

substitutions modify the thermal stability, the solubility, textural properties and the 

surface reactivity of HA [38]. Table 2.3 highlights some other possible substitutions, 

with respect to the following general formula:  

Me10(XO4)6(Y)2 (2.1) 

Imbalances in charge of the substituting ion can generate disorder within the HA and 

require a change in total anionic charge to maintain charge balance [11, 42]. 

Table 2.3: Some examples of substitutional ions in the HA structure [11, 38, 42, 43] 

Me XO4 Y 

REE
3+

 Ca
2+

 Na
+
 SiO4

4-
 PO4

3-
 SO4

2-
 CO3

2-
 OH

-
 O2

-
 

 Sr
2+

 K
+ 

 AsO4
3-
 HPO4

2-
 S2

2-
 F

-
 H2O 

 Pb
2+

   CO3F
3-
 CO3

2-
 O

2-
 Cl

-
 N2 

 Mg
2+

   VO4
3-
   I

-
  

 Ba
2+

      Br
-
  

 

Mn
2+ 

Zn
2+ 

Fe
2+ 

Cu
2+ 

Ni
2+ 

Cr
2+ 

Co
2+ 

Pb
2+ 

Cd
2+
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2.2. Hydroxyapatite synthesis  

There are two principal methods for the synthesis of hydroxyapatite: solid-

state synthesis and wet chemical methods. Well crystallised powders are often 

produced via solid-state [44, 45] reactions however these require high temperatures 

(typically 1000 °C or higher) and long heat treatment times (> 24 hours). Wet-

chemical methods offer lower temperature synthesis reactions from component 

oxides/carbonates, these include: precipitation [46-48], hydrothermal synthesis [49-

58] and solution-gelation (sol-gel) [1, 26, 59-73]. Hydrothermal and sol-gel 

techniques will be discussed further in Sections 2.2.1 and 2.2.2 respectively. 

Low temperature precipitation techniques (typically < 100 °C) can provide 

nanoparticulate HA of various morphology (blade, rods, needles or equiaxed shaped 

particles) however the Ca/P ratio and crystallinity of these powders is highly 

dependent on the preparation conditions, with most cases reporting Ca/P ratioôs 

lower than the stoichiometric target (1.67) [3, 46-48].  

Alternate preparation techniques include electro-crystallisation, spray-

pyrolysis, freeze-drying [74], microwave irradiation [75, 76], mechano-chemical 

methods and emulsion processing [3]. 

 

2.2.1. Hydrothermal synthesis 

Hydrothermal synthesis describes a nano-particle preparation route which 

utilises heat and pressure to instigate a reaction between reagents dissolved in water, 

or solvent (solvothermal), often carried out within a sealed hydrothermal pressure 

vessel [52, 53]. These conditions open up reaction chemistry not accessible under 

ambient conditions, and crystalline HA can be produced without the requirement for 
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post reaction calcination. The technique is beneficial due to its low running cost and 

simple operation, and is attractive for HA synthesis as it produces regular nanosized 

particles with minimal or no agglomeration [49]. 

 Hydrothermal pressure vessels are typically thick-walled steel cylinders 

designed to operate at mild reaction temperatures and high pressure, and are Teflon 

lined to work inertly with respect to water and solvents. A typical general purpose 

Parr produced hydrothermal reactor has a maximum working temperature of 350 °C, 

and maximum working pressure of 200 bar [77].  

A high degree of crystallinity and stoichiometry in HA can be obtained 

through hydrothermal methods [3]. Needle or blade shaped HA particles are often 

reported ranging from the nano to the micrometer scale in size [3, 49-58]. Particle 

size is controlled by the low temperature (often < 100 °C) hydrolysis of the 

phosphate precursor during preparation and it is often found that stoichiometry is 

inconsistent after hydrolysis, with Ca/P ratios ranging from 1.50 to 1.71 [3]. 

Increasing the pH of the starting suspensions has demonstrated more controlled 

growth of smaller crystalline HA particles, with improved stoichiometry [56, 57]. 

Particle morphology is considered more controllable by the hydrothermal route in 

comparison to alternate methods, such as solid-state and wet-chemical processes, 

with greater particle homogeneity often achieved [52]. 

Typical hydrothermal routes for HA synthesis utilise preparation temperatures 

between 100 and 200 °C and pressures between 1 and 2 MPa; these conditions 

produce HA with rod, needle or whisker morphologies ranging in lengths from < 

100 nm to > 1 ɛm [49-58]. The technique offers high particle crystallinity and a 

Ca/P ratio close to the stoichiometric target (1.67) [49, 78].  
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2.2.2. Solution-gelation synthesis  

Solution-gelation (sol-gel) chemistry describes the process of metal alkoxides 

converted to amorphous gels of metal oxides via hydrolysis and condensation 

reactions [79]. The sol-gel process was first identified by Ebelman in 1846 [80] and 

has since been utilised for the production of ceramic powders, coatings and also bulk 

materials such as glasses [81]. 

 Hydroxyapatite can be typically produced via a widely used sol-gel method 

whereby chemical reactions take place between calcium and phosphorus ions under 

a controlled pH and solution temperature [26]. Many calcium and phosphorus 

precursors have been used for HA synthesis all of which vary in chemical activity 

(hydrolysis, polycondensation etc); most commonly these include calcium 

diethoxide, calcium acetate and calcium nitrate, and triethyl phosphate, triethyl 

phosphite and ammonium dihydrogen phosphate [26, 60-62]. It is recognised that 

the temperature required to develop the apatitic structure is dependent on the 

chemical activity of the precursors used in the sol, with reports of a typical gel 

calcination temperature range of 300 - 1100 °C to produce a crystalline 

stoichiometric (Ca/P = 1.67) apatitic structure, depending on the precursors used [1, 

26, 60-66, 68-71]. 

Deviations from stoichiometry in the final product can often occur through fast 

titration of the phosphate solution, and Ca-deficient HA can often form in low pH (< 

9) solutions [26]. However, this can prove advantageous as Ca-deficient materials, 

such as TCP (Ca/P = 1.50), are more resorbable by bone than HA and have 

displayed beneficial properties with regards to the promotion of bone regrowth [67]. 
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Phosphorous alkoxides are popular precursors for sol-gel HA preparations, 

with triethyl phosphite (C6H15PO3) [26, 65-69] and triethyl phosphate (C6H15PO4) 

[1, 60] most commonly utilised. Triethyl phosphite is often preferred over triethyl 

phosphate due to its higher hydrolysis activity and a shorter time period needed to 

develop the HA phase [26]. Development of the HA phase during sol-gel synthesis 

methods is promoted by solution aging, for example phosphorus-31 nuclear 

magnetic resonance (31P NMR) spectroscopy has shown a valence transition from P 

(III) to P (V) upon aging a solution of triethyl phosphite and calcium diethoxide, at 

the formation of HA after 24 hours [68]. This suggests a nucleophilic addition of 

negatively charged OH
-
 groups to the positively charged metal P that subsequently 

leads to an increased coordination number of the phosphorus atom, and is indicative 

of a polymerisation reaction [26, 68].  

Sol-gel synthesis can involve either an ethanol-based or aqueous-based 

preparation route. Ethanol based synthesis has been shown to provide a thermally 

stable HA phase, whereas aqueous-based preparation can result in a calcium-

deficient material [26]. A typical aqueous-based synthesis route is described in [69]. 

Triethyl phosphite is firstly diluted in a fixed amount of water and stirred vigorously 

until completion of hydrolysis. A stoichiometric amount of calcium nitrate is diluted 

in 25 ml of water and subsequently added drop-wise into the phosphite sol with 

continuous stirring for a further 4 min and then statically aged at 50 °C for 125 

minutes. Further treatment at ~85 °C results in a dry white gel which can be ground 

with a pestle and mortar and subsequently calcined in a furnace at desired 

temperatures. Similarly, HA has also been prepared using triethyl phosphate and 

calcium acetate precursors [79].  

Sol-gel synthesis offers a greater flexibility over solid state reaction, 

hydrothermal and wet precipitation techniques with respect to molecular level 
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mixing of the calcium and phosphorus precursors, which allows for improved 

homogeneity of the resulting HA to a significant extent [26]. Sol-gel methods are 

often preferred for the production of HA used for prosthesis coatings as the 

technique allows for the production of crystalline and phase pure coatings with good 

adhesive properties and which are thin enough (typically < 1 ɛm) to avoid 

complications such as cracking and delamination [68, 81]. Furthermore, sol-gel 

offers a lower temperature preparation route (typically < 800 °C) for HA coatings 

than alternative methods such as thermal spraying (typically > 1000 °C) [81-83], 

avoiding complications with structural instability which HA experiences at higher 

temperatures [68].  

The thermal spraying method for preparing HA coatings utilises a plasma or 

ionised gas (typically argon) to partially melt and carry hydroxyapatite particulates 

in a high-temperature plasma-gas stream. This gas-stream is then accelerated 

towards the substrate; creating a coating which typically contains a mixture of 

crystalline HA, amorphous HA and tricalcium phosphate phases to a thickness of 

between 50 and 200 ɛm [81, 84, 85]. Several disadvantages of the technique include 

poor adhesion, non-uniform thickness, poor crystallinity, poor integrity, uneven 

resorption, mechanical failure and increased prosthesis wear [5]. 

2.3. Hydroxyapatite characterisation  

Various bulk and particle level analysis techniques have been utilised for HA 

characterisation; bulk compositional characterisation methods include X-ray 

diffraction (XRD), X-ray fluorescence (XRF), Fourier transform infrared 

spectroscopy (FTIR) and laser ablation inductively coupled plasma mass 

spectrometry (LA-ICP-MS). X-ray diffraction provides details of the crystal phases 

present in a sample (phase purity) and also the materials crystallinity [86]. Fourier 
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transform infrared spectroscopy typically identifies functional groups present within 

a sample, and it is often used for the identification of carbonate within apatitic 

materials [87, 88]. X-ray fluorescence and ICP-MS are typically employed in HA 

characterisation for the determination of the bulk Ca/P ratio [89, 90].  

At a particle level, scanning electron microscopy (SEM) and transmission 

electron microscopy (TEM) techniques are employed for direct nanoparticle 

imaging, providing details of particle size, shape and atomic configuration (in the 

TEM) [91, 92]. Spectroscopic techniques such as energy dispersive X-ray analysis 

(EDX) in the SEM and TEM can provide estimates of a samples elemental 

composition. Electron diffraction in the TEM provides a useful tool for the 

confirmation of a materials structure and crystallinity [93]. Analysis by TEM offers 

a greater resolution (~0.1 nm) than in the SEM (~10 nm) and, with a smaller 

interaction volume of the electron beam with the sample, TEM-EDX can allow for 

the analysis of individual nanoparticles, enabling structural and compositional 

variability that may not be detected by SEM or the bulk characterisation techniques 

such as XRD, XRF, FTIR and LA-ICP-MS, to be identified.  

The principles of these characterisation methods are discussed in more detail in 

Chapter 3. 

  

2.3.1. Electron fluence 

Electron fluence can be defined as the number of electrons per unit area 

(electrons nm
-2

) which, in a TEM, can be controlled using a condenser aperture, spot 

size and exposure time. With respect to many materials, including HA, exposure 

using a high energy (typically > 5 keV) electron beam can induce damage in terms 

of changes in structure (e.g. atomic displacement) and composition [93-95]. Work 
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by Eddisford et al (2008) investigated the effects of electron fluence on the Ca/P 

atomic ratio in HA, and showed that a fluence above 100 x 10
6
 electrons nm

-2
 at 200 

keV induces a radiolytic damage process involving phosphorus and oxygen loss, 

amorphisation and eventual re-crystallisation to calcium oxide (CaO) [94]. The 

damage is the result of ions in the HA structure, excited by electrons, not returning 

to their original electronic state upon de-excitation i.e. crystallinity is lost beyond a 

recoverable limit due to the extensive movement of the atoms once chemical bonds 

have been broken by the excitation. The bond breaking subsequently results in mass 

loss, particularly amongst lighter atoms such as hydrogen, oxygen, and even 

phosphorus [95]. 

Results collected by Eddisford are shown in Figure 2.4 and display the Ca/P 

ratio of HA as a function of cumulative fluence for current densities varying 

between 0.2 A/cm
2
 and 24 A/cm

2
, measured on a high density field emission gun 

(FEG-) TEM (FEI CM200). The change in Ca/P ratio is observed as relatively 

constant up to a electron fluence of 100 x 10
6
 electrons nm

-2
, beyond this óthresholdô 

the Ca/P ratio can be seen to rapidly increase from the expected stoichiometric HA 

baseline (~1.67) as radiolytic damage accelerates [94]. 
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Figure 2.4: EDX Ca/P ratio in HA plotted as a function of cumulative electron fluence [47]. 
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2.4. Nanoparticle toxicity 

There have always been nanoparticles in the environment that provide risk to 

human health, these include airborne salts, sands, soils and also pollens, and it has 

long been recognised that exposure to dusts can lead to ill health and lung disease, 

most notably for those involved in mining [96]. Growing scientific interest is now 

leading to the increasing production of a broad range of óengineered nanoparticlesô, 

examples include carbon based nanoparticles (e.g. carbon black, graphite, graphene, 

carbon nanotubes and buckyballs), metals (e.g. Al, Fe, Co, and Ag), metal oxides 

(e.g. TiO2, ZnO, SiO, Fe2O3, and Al2O3), clays (e.g. Mg3Al 2(SiO4)3) and quantum 

dots (e.g. Au and Si), and it is well recognised that exposure to these can lead to 

detrimental effects to human health, however these are currently being examined on 

a case-by-case basis [97-100]. 

The production of nanoparticles is projected to rise from an estimated 2,300 

tonnes in 2008 to 58,000 tonnes in 2020 [101], and with ever increasing biomedical 

applications there is an essential need to understand the nature of nanoparticle 

toxicology on a cellular level [102, 103]. It is recognised that nanoparticles can 

display toxicity despite the material in bulk being considered more inert; this effect 

is likely to be caused by a higher surface area to volume ratio of particles as a 

greater proportion of ósurfaceô atoms change the surface chemistry of the material, 

tending to make it more chemically reactive [96, 102-104]. In the chemical industry 

this principle provides the basis for the production of heterogeneous nano-catalysts 

(e.g. platinum catalysts) [96]. An example of particle size dependent toxicity has 

been demonstrated by Donaldson et al (1999) where 14 nm sized carbon black 

particles were approximately 3 times more toxic than 50 nm sized carbon black 
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particles and 10 times more toxic than 250 nm sized carbon black particles [96, 

105]. 

Nanoparticles can enter the human body by various means: inhalation 

(respiratory tract), ingestion (gastrointestinal tract), injection (blood circulation) and 

dermally (skin), which can cause problems including adverse respiratory effects 

(e.g. pulmonary inflammation), fibrosis and oxidative stress [102, 104].  

Nano- (and micro-) particles of HA are known proinflammatoryôs in a number 

of pathological conditions such as vascular calcification and HA deposition disease; 

and these particles can typically enter the body as wear debris from coated implants 

[103]. Research by Motskin et al (2009) suggests that toxicity of HA nanoparticles 

varies with method of synthesis, with HA prepared by a gel method showing the 

greatest toxic effects at concentrations between 31 - 500 ɛg ml
-1

, with a co-

precipitated HA showing toxic effects only at high doses > 250 ɛg ml
-1 

[103]. The 

amount of particle uptake was shown to correlate directly with cytotoxicity, however 

no individual particle characteristic was shown to control the degree of uptake [103]. 

Cell viability (MTT) assays carried out using hydroxyapatite (prepared by a 

hydrothermal method) particle doses in the range 10 - 100 ɛg ml
-1 

have shown no 

adverse affect on the viability of a gastric cancer cell line; effects of higher doses 

were unreported [106]. A study by Shi et al (2009) showed that cytotoxicity of 

nanoparticulate HA is dependent on particle size, with larger particles (> 200 nm 

length) producing a higher percentage of apoptosis (death of cells) of MG-63 

(human osteoblast) cells [107]. Hydroxyapatite particles ~20 nm in size were 

observed to pass through the cell membrane, inhibiting apoptosis and also promoting 

cell growth [107]. 
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2.5. Carbon capture and storage (CCS) using calcium based 

particulates 

2.5.1. Preface 

As of 2010, fossil fuels account for 86% of the worlds energy supply [108] and 

the increasing use of fossil fuels to satisfy the worlds growing energy needs has led 

to higher emissions of CO2 and other pollutants (e.g. NOx and SOx) [109]. Carbon 

dioxide is considered the most important of these anthropogenic gases, accounting 

for up to 64% of an enhanced greenhouse effect [108]. Current energy solutions 

involve coupling current fossil-fuel energy systems with economical capture, 

transport and safe storage schemes of CO2 gas emissions with longer term strategies 

for low or zero carbon-emission technologies including nuclear power, hydrogen 

generation and renewable sources (e.g. solar, hydro, wind, biomass and geothermal) 

[108]. Carbon capture and storage (CCS) technologies have gained significant 

interest due to the recognised effects of global warming caused by emissions of CO2 

and other greenhouse gases; such effects have led to the 1997 Kyoto Protocol which 

set a target for 37 industrialised countries, and the European community, to reduce 

greenhouse gas emissions by an average of 5% (against 1990 levels) over the five-

year period 2008 - 2012 [110]. The concentration of CO2 in the atmosphere has risen 

from about 280 ppm before the industrial revolution, to 355 ppm in 1990, and 380 

ppm in 2010 [108, 109, 111]. At the current carbon emission growth rate, the 

concentration of CO2 in the atmosphere is predicted to reach 580 ppm within 50 

years [108] and consequently the G8 nations have set a minimum worldwide target 

of a 50% reduction in CO2 emissions (against 1990 levels) by the year 2050 for 

which CCS will play a pivotal role in helping to achieve this [112, 113].  
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The concept of CCS is not new [114] but there is a recent acceptance to drive 

towards cost-reductions and provide more energy efficient improvements in CCS 

systems [115, 116]. Strategies include capturing CO2 from flue gases as well as 

developing renewable energy sources, of which hydrogen is regarded as a promising 

environmentally friendly energy carrier [117]. A proposed technique for H2 

production is steam gasification of methane or biomass; feedstock undergoes a 

reforming and catalysed water-gas-shift reaction at elevated temperatures, giving H2 

and CO2 as products. The ability to remove CO2 using a powder sorbent shifts the 

reaction to more favourable thermodynamics, thereby increasing the efficiency of 

hydrogen production [117, 118].  

The technique currently considered the most commercially viable for CO2 

capture is amine scrubbing; which was first developed in 1930 and was successfully 

trialled on gas and coal power stations on a small scale in the early 1980ôs [119]. 

This technique utilises an aqueous solution of amine that can absorb CO2 gas at near 

ambient temperatures. The amine is then regenerated by steam at ~100 °C to 120 °C 

and then condensed to leave pure CO2 which can be compressed and geologically 

stored [108, 119]. However, due to various operational (e.g. corrosion) and 

environmental disadvantages, there is a drive to develop greener and more cost-

effective methods [120]. Alternate technologies include absorption with soluble 

carbonate, adsorption with activated carbon and capture using an ionic liquid [121, 

122], but these are not easily applied at temperatures above 500 °C, which would be 

necessary for incorporation into coal power plants where temperature conditions for 

coal combustion (and therefore CO2 emission) are typically in the range 550 ï 750 

°C [108, 122-124]. 
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2.5.2. Calcium oxide & CO2 sequestration  

Metal-oxide based sorbents (particularly calcium oxide, CaO) are well 

recognised materials for effective high-capacity capture and storage of CO2 at a 

higher temperature range (550 ï 950 °C) [125-130]. The concept of using lime based 

slurries for CO2 capture was first applied into two British power plants in 1936; 

however the poor performance, reliability and high capital cost of lime-based CO2 

capture rendered the technology as less beneficial than amine scrubbing [119]. The 

study of limestone for CO2 capture has continued to gain interest, with small scale 

applications trialled in US power plants in the 1980ôs, however these failed to gain 

government support and consequently work on CaO and other metal oxide sorbents 

for CO2 capture has predominantly been pursued in research, with amine scrubbing 

expected to be the dominant technology pursued in industry until at least 2030 [119, 

131]. 

Calcium oxide is a material known to be unstable at ambient and high 

temperature conditions due to its tendency to react with atmospheric moisture and 

CO2 to form more stable compounds, calcium hydroxide (Ca(OH)2) or calcium 

carbonate (CaCO3) [132]. This high surface activity of CaO makes it suitable for a 

range of applications including as a catalyst for the production of biodiesels, and as 

a key component in cement manufacture [132]. Further owing to its high reactivity, 

calcium oxide can be utilised for the sequestration (capture and storage) of CO2. 

Calcium oxide based precursors (e.g. limestone, CaCO3) can be found naturally and 

in great quantity, and when decomposed to CaO they are considered ideal candidates 

as sorbent materials for CO2 capture due to a high CO2 sorption capacity [133]. 

 Calcium oxide is known to absorb CO2 in a flue gas to produce calcium 

carbonate, CaCO3 (carbonation); a process which is reversible. Once the metal oxide 
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has reached its ultimate conversion, thermal regeneration can be utilised whereby 

CaCO3 is heated beyond its calcination temperature (~750 °C) to reform CaO and 

CO2 gas [109, 134-136].  

CaO (s) + CO2 (g) ź CaCO3 (s) (2.2) 

æH1023 K
Á = -168.5 kJ mol-1 

The gas-solid reaction, between CO2 and CaO, is most commonly carried out 

at temperatures between ~550 - 700 °C, with a temperature of 650 °C considered as 

the most effective for the highest carbonation conversion of a CaO sorbent produced 

by the thermal decomposition of precipitated calcium carbonate (PCC) [108, 109]. 

The kinetics of carbonation are well recognised to occur firstly by a rapid, linear 

reaction at the particle surface [136-139]. This progresses to slower diffusion-

controlled phase as a product layer of CaCO3 develops on the outer region of the 

CaO particle; subsequent carbonation then occurs by the diffusion of the reacting 

species (CO2) through the CaCO3 product layer, gradually slowing down the overall 

reaction rate due to limitations in solid-state diffusivity [140]. This leads to an 

incomplete conversion of CaO, with reported figures suggesting an ultimate 

conversion of up to 90% [109]. Regeneration of CaO from CaCO3 typically occurs 

at temperatures > 800 °C. 

A study by Lu et al (2006) compared the CO2 uptake of four CaO sorbents 

formed by the decomposition calcium acetate monohydrate, CaAc 

(Ca(CH3COO)2·H2O), calcium carbonate (CaCO3) calcium hydroxide (Ca(OH2)) 

and calcium nitrate tetrahydrate (Ca(NO3)2·4H2O). Each CaO sorbent was subject to 

carbonation at 600 °C in CO2 (20 ml min
-1

) and it was found that the CaO formed 

from calcium acetate decomposition exhibited a carbonation conversion rate of 97% 

from CaO to CaCO3. This result was attributed to a high surface area and large pore 
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volume of the CaO sorbent. The CaO produced from the decomposition of calcium 

nitrate exhibited only a 2.5% conversion and those from calcium hydroxide and 

calcium carbonate displaying 63% and 66% conversion respectively [128]. 

The low CO2 uptake of CaO formed by the decomposition of calcium nitrate is 

reported to be caused by melting since calcium nitrate melts at just 45°C. This 

melting causes the formation of a solid solution during calcination, instead of a 

powder, a process which prevents the formation of pores upon the decomposition to 

CaO [128]. This in turn creates a very small surface area of the particles in 

comparison to the other sorbents, making subsequent CO2 uptake difficult [128]. 

The decomposition of each calcium precursor was carried out in a helium 

atmosphere so as to prevent a reaction with airborne CO2, which would likely form 

an intermediate phase of CaCO3 [128]. The study by Lu et al (2006) concluded that 

superior CO2 capture performance was obtained using a CaO sorbent produced by 

the decomposition of calcium acetate [128]. Therefore, in this study, calcium acetate 

will be sourced commercially (Acros Organics, 99%, extra pure) and will be utilised 

here for the production of CaO powder sorbents. Calcium acetate hydrate is 

synthesised by the reaction of calcium carbonate and acetic acid, however complete 

details of the reaction procedure are not disclosed by the supplier*. The following 

reaction is proposed for the production of calcium acetate monohydrate: 

CaCO3 + 2(CH3COOH) Ÿ Ca(CH3COO)2·H2O + CO2 (2.3) 

It should be emphasised here that this research will focus on exploring the CO2 

uptake capabilities of nanoparticulate CaO sorbents, rather than proposing a specific 

route for their preparation.   

                                                 

* From discussion with Kate Jackman, Thermo Fisher Scientific (parent company for 

Acros Organics). 
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Using thermogravimetric analysis (TGA), Niu et al (2010) investigated the 

decomposition of CaAc in air and found that a temperature of ~750 °C is required to 

decompose this phase to complete CaO. Figure 2.5 shows the TGA and DTG 

(differential thermogravimetry) results of this study [141].  

 

 

 

 

 

 

 

 

Figure 2.5: TGA and DTG (differential thermogravimetry) curves for the three step thermal 

decomposition of calcium acetate [141]. 

 

The thermal decomposition of CaAc occurs in three stages: 

1) at 500 K ï dehydration; 

2) at 650 K ï CaCO3 formation; 

3) at 1000 K ï CaO formation. 
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2.5.2.1. Multicycle operations 

For industrial carbon capture operations, it is required that CaO sorbents be 

used repeatedly in a continuous looping system of carbonation and decarbonation 

cycles; this allows for the regeneration of CaO by thermal decomposition of CaCO3 

and could offer significant cost reductions in CO2 capture applications [109, 136, 

142-144]. It is however widely accepted that perfect reversibility, with regards to 

recarbonation, is not possible due to structural property changes created during the 

cycling process [125, 136, 142, 145-150]. Figure 2.6 highlights the typical decay in 

overall CO2 capture capability of a typical CaO sorbent precursor (produced by the 

thermal decomposition of CaCO3) with multiple carbonation and decarbonation 

cycles, with the largest decrease in the carbonation of CaO, observed after the initial 

reaction [151]. 

 

Figure 2.6: Temperature program and weight change in a typical TGA CO2 multicycle process [151]. 
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Maximum conversion (CO2 diffusivity) of the CaO sorbent decreases per cycle 

due to densification of the material upon decarbonation and therefore a decrease in 

particle surface area available for the subsequent carbonation reaction [136]. It is 

acknowledged that the maximum carbonation capacity is strictly a function of the 

number of calcination/carbonation cycles [147]. This trend is typically replicated by 

various experiments on cyclic CO2 capture using different CaO and natural 

limestones as sorbents [126, 138, 147, 152, 153]. A simple schematic that highlights 

the behaviour of a limestone-based sorbent during the multicycle process has been 

presented by Lysikov et al [151], and is shown here in Figure 2.7. This diagram 

shows that upon the first decomposition a highly porous and dispersed CaO sorbent 

is produced. Upon the first recarbonation, conversion is observed to be incomplete, 

which is likely due to blocking of pores, and potentially small amounts of sintering 

[151, 154]. Progressive recarbonations show an overall decline in CaO conversion, 

and this has been attributed to some of these pores occluding and not re-opening 

upon decarbonation. Coupled with progressive sintering, the sorbent surface area 

continually decreases with progressive cycles until an eventual interconnected 

óskeletonô of CaO has formed [151, 154]. 

 

Figure 2.7: The multicycle CO2 capture process on the textural transformation of the CaO sorbent. 

The CaCO3 phase is shown by dark grey, and CaO is shown by light grey [151, 154]. 
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2.5.3. Particle Spacers  

 There have been numerous attempts to improve the overall CO2 capture 

capacity over multiple cycles by sorbent modification, with promising results 

currently being shown by regenerating the sorbent by hydration to Ca(OH)2 with 

each cycle, before decarbonation back to CaO; this is reported to improve sorbent 

porosity and limit progressive sintering [149, 155-157] . 

Alternative approaches utilise inert particle spacer materials that are intimately 

mixed with the CaO sorbent. These include MgO, Al2O3, ZrO2, MgAl2O3 and 

Ca12Al14O33 (mayenite) [130, 158-160]. Particle spacers aim to reduce CaO 

densification by separating the CaO/CaCO3 particles. The volume fraction of the 

inert spacer powder is likely to scale with improved durability of the CaO sorbent; 

however this will be a compromise with the initial uptake capacity of CO2.  

 

2.5.3.1. Yttria stabilised zirconia (YSZ)  

Zirconia (ZrO2) is a material notable for its ability to change its solid crystal 

phase at given temperatures, a phenomenon which is commonly employed to arrest 

the propagation of cracks (transformation toughening) in many ceramic materials 

[161]. Zirconia exhibits a high melting temperature of ~2700 °C, and upon cooling it 

will undergo a series of phase transitions, from an initial cubic phase to a tetragonal 

phase (at 2400 °C) and then to a monoclinic phase (at 1050 °C) [162]. When 

stabilised with yttria (Y2O3), the ability for the retention of the metastable tetragonal 

phase is possible at ambient conditions, rather than the stable monoclinic phase as 

displayed in the ZrO2-YO1.5 phase diagram in Figure 2.8 [162, 163]. For 

transformation toughening, this phase transformation can be triggered by the onset 

of a crack. The phase change creates a volume increase and internal compressive 
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stresses then generate around the crack subsequently restricting its propagation 

[164]. Inducing such local stresses in a CaO-YSZ skeleton similar to that in Figure 

2.7 could produce microcracks that open up the structure of the skeleton and actually 

improve its subsequent CO2 sorption capacity. 

 

 

 

 

 

 

 

 

 

 

 

 

 

Figure 2.8: Phase diagram for the ZrO2-Y2O3 system. C, M and T refer to the cubic, monoclinic and 

tetragonal polymorphs of zirconia, and their solid solutions, ss. Y = yttria, Y2O3 [162].  

 

Various methods for the synthesis of ZrO2 and YSZ have been reported, 

including hydrothermal [165-172], sol-gel [173, 174], spray pyrolysis [175] and 

microwave-based preparation [176, 177], with many reporting particle sizes < 10 

nm. Such nanoparticulate materials with a tetragonal-monoclinic phase transition 

between CaO carbonation and decarbonation temperature could be used to provide 

an active spacer for CaO sorbent powders. 
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Chapter 3. Experimental methods 

3.1. Hydroxyapatite 

3.2. Hydrothermal HA synthesis 

For the hydrothermal method [49, 58], 1.00 M stock solutions of calcium 

nitrate tetrahydrate (Ca(NO3)2Ö4H2O; Fisher Scientific, reagent grade; 11.807 g) and 

di-ammonium hydrogen phosphate ((NH4)2HPO4, Fisher Scientific, analytical 

reagent grade; 6.603 g) were prepared using distilled water (50 ml), and 

subsequently diluted further to create 0.10 M solutions. A precipitate was formed by 

the drop-wise addition of the di-ammonium hydrogen phosphate solution (30 ml) to 

the calcium nitrate tetrahydrate solution (50 ml), with continuous stirring, until a 

nominal Ca/P ratio of 1.67 is reacted in the mixed solution. The pH of the resulting 

suspension was ~5.1, however the drop-wise addition of ammonium hydroxide 

(NH4OH; Sigma-Aldrich, ACS reagent grade) during the mixing phase, allowed the 

pH to be raised to pH = 11.0 (monitored using a Hanna pH Checker). The addition 

of ammonium hydroxide to the synthesis solution allows for the control of pH, but 

also has an added benefit of preventing the formation of carbonate during synthesis 

[178, 179]. An increase of OH
- 
ions in the solution is also known to speed up the 

transformation rate from amorphous calcium phosphate (ACP) to hydroxyapatite, 

via a secondary octacalcium phosphate (OCP) phase [180-182]. 

Vigorous stirring of the resulting solution was carried out for a further 10 

minutes. The solution was then transferred into a 125 ml Teflon-lined hydrothermal 

reactor (Model 4748, Parr Instruments) which was heated at 200 °C for 24 hours, 
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generating a pressure of between 1 and 2 MPa. Once air-cooled to room 

temperature, the particulate product was collected by centrifugation and washed to 

remove unwanted co-products by re-suspending the powder in distilled water, using 

ultrasonic agitation, for 5 min and then sedimenting the particles by means of 

centrifugation at 6000 rpm for 5 min. This process was repeated at least 6 times, 

until the pH of the solution has neutralised to ~7, which suggests the complete 

removal of ammonia. A final wash was carried out using methanol so as to limit 

particle agglomeration in the final dried powder. Drying was carried out in an oven 

at ~50 °C for ~4 hours [49]. 

 

3.3. Solution gelation (sol-gel) HA synthesis 

Sol-gel synthesis of HA [26, 69], involved the hydrolysis of triethyl phosphite 

(C2H5O)3P; Aldrich 98%; 10 ml) in distilled water (60 ml). The mixture is sealed 

immediately with parafilm in a glass beaker and stirred vigorously. After a few 

minutes, the cloudy solution turns clear to signal the completion of hydrolysis. A 

stoichiometric amount (Ca/P ratio = 1.67) of calcium nitrate tetrahydrate (Fisher 

Scientific, reagent grade; 19.683 g) was dissolved in 50 ml anhydrous ethanol, and 

subsequently added drop-wise into the hydrolyzed phosphite solution, followed by 

10 minutes of more vigorous stirring. The resulting solution was clear and 

subsequently aged at room temperature for 16-24 hours before drying. The ageing 

process is crucial in that it allows for the solution system to stabilise such that a 

monophasic HA can be produced; the formation time can vary depending on the 

chemical nature of the precursors used [26]. Insufficient ageing can result in weight 

loss during pyrolysis, due to loss of unreacted phosphite, and the potential for 

undesired phases, such as CaO, to be observed [26, 81].  
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The aged sol was dried using a hot plate: the solvents were driven off at ~60 

°C until a viscous liquid formed, which was further dried in an oven at 100 °C for 12 

hours. The resulting white gel was ground into a powder with a pestle and mortar. 

Two samples were prepared by calcining the gel at 500 and 700 °C respectively, for 

2 hours [26].  

 

3.3.1. Thermogravimetric analysis (TGA) of sol-gel precursors 

 Thermogravimetric analysis (TGA) is a testing procedure which measures the 

change in mass of a sample as a function of temperature and time, under controllable 

atmospheric conditions [183]. It is utilised to monitor processes such as 

decomposition, evaporation, dehydration and gas adsorption [184]. The technique 

provides quantitative information resulting from any processes that may instigate 

detectable changes in mass at controlled temperature; this allows the stoichiometry 

and kinetics of any heat-induced reactions to be followed directly [185].  

TGA analysis has been carried out to measure the decomposition of both 

triethyl phosphite (C2H5O)3P, Aldrich, 98%) and triethyl phosphate ((C2H5O)3PO, 

Aldrich, 99%) using a Stanton and Redcroft TGH-1000 thermo-balance. Samples 

(18.85 ml of triethyl phosphite and 17.16 ml of triethyl phosphate), were placed into 

a platinum crucible and heated, in air, at a rate of 15 °C per minute up to a maximum 

temperature of 900 °C. The percentage weight loss is recorded and plotted as a 

function of time (in seconds) and temperature (°C). 
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3.3.2. Stability of triethyl phosphite 

The atmospheric stability of triethyl phosphite was compared to that of triethyl 

phosphate ((C2H5O)3PO, Aldrich, 99%). An experiment was conducted measuring 

the relative mass change of both chemicals exposed in air at ambient temperature. 

Samples of triethyl phosphate (9.45 ml) and triethyl phosphite (8.95 ml) were placed 

in an evaporating dish on a balance for 15 minutes; mass measurements were 

recorded every 30 seconds. 

3.4. Hydroxyapatite toxicology 

Cytotoxicity (the degree to which a material is toxic to living cells) assays 

have been carried on two HA samples hydrothermally prepared at pH 9 and pH 11 

(following the method outlined in Section 3.2). Bulk compositional analysis was 

performed by XRD (described in Section 3.12.1), and particle level analysis carried 

out using the TEM-EDX method, which is described in Section 3.13.4.  

Cell viability was measured using the MTT assay [186] and has been carried 

out courtesy of Dr Lars Jeuken by undergraduate students Gregory Dyson, Emma 

Horncastle and Jessica Jones in the Faculty of Biological Sciences, University of 

Leeds.  

Toxicity of hydrothermal HA samples prepared at pH 9 and pH 11 was 

investigated using three human (in-vitro) cell lines: Caco-2 (intestine) and A549 

(lungs), and SH-SY5Y (brain). Testing against the Caco-2 and A549 cell lines might 

proxy effects of HA nanoparticles that are ingested or inhaled. Should HA 

nanoparticles pass into the blood-stream, neurological effects may be observed and 

thus effects on the SH-SY5Y cell line have been examined.  
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Media for cell culture was prepared by the addition of 50 ml foetal bovine 

serum (FBS) and 1 ml penicillin-streptomycin antibiotics into 500 ml of Dulbeccoôs 

Modified Eagleôs Medium (DMEM). A 10 ml solution of the media was incubated 

(at 37 °C, 5% CO2) and then seeded into 96 well plates at a density of 10,000 cells 

per 100 ɛL of medium. This was further left to incubate.  

Dispersions of HA (0.1 wt%) were prepared using distilled water and further 

diluted in DMEM at various concentrations between 0 ï 500 ɛg ml
-1

. These 

suspensions were added to the cultured cells and tested for viability, after 24 and 48 

hours, using the yellow MTT (3-(4,5-Dimethylthiazol-2-yl)-2,5-diphenyl 

tetrazolium bromide) colorimetric assay. The MTT solution reduces from a yellow 

tetrazole to purple formazan in the mitochondria of living cells (where reductase 

enzymes are active) and so cell viability is measured by the percentage of light 

absorbance at a certain wavelength (typically between 500 and 600 nm) using a 

spectrometer. Results are calibrated against untreated control wells (without HA 

particles), thus determining the effectiveness of the particles in causing cell death 

[187, 188]. 
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3.5. Calcium oxide & CO2 sequestration 

3.6. Thermal decomposition of calcium acetate by 

thermogravimetric analysis (TGA) and evolved-gas analysis by 

Fourier transform infrared  spectroscopy (FTIR) 

 The thermal decomposition of commercial calcium acetate hydrate, CaAc 

(Ca(CH3COO)2·xH2O, Acros Organics, 99%, extra pure, value of x unreported by 

supplier) was firstly analysed using thermogravimetric analysis (TGA). Samples for 

TGA analysis are loaded into a 6 mm diameter x 2.5 mm alumina cell crucible 

which is placed onto a high precision balance and lowered into a sealed oven 

chamber. The thermal decomposition and evolved-gas analysis of the as received 

CaAc has been analysed by a Stanton Redcroft TGH-1000 TGA instrument 

connected to a Thermo Scientific Nicolet iS10 FTIR spectrometer running OMNIC 

processing software and fitted with an attenuated total reflection (ATR) accessory. 

 A sample of CaAc was heated from ambient temperature to 800 °C at a rate of 

20 °C min
-1

, in N2, using the Stanton Redcroft TGH-1000 TGA thermo-balance 

(changes in mass and temperature are recorded every 1 second; accuracy = 0.001 

mg). Results of thermal decomposition of CaAc by TGA are shown in Section 5.3, 

Figure 5.6, with results of evolved gas analysis by FTIR shown in Figures 5.7 and 

5.8. 

 Detailed analysis of the CaO product, formed upon TGA decomposition of 

CaAc, has been carried out by XRD and TEM (Figure 5.10 and Figure 5.12). To 

observe the intermediate phase during decomposition, an additional sample has also 

been prepared by the TGA decomposition of CaAc at 500 °C (following the 
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previously outlined TGA conditions), and analysed by XRD and TEM (Figure 5.9 

and Figure 5.11). 

 

3.7. Thermal decomposition of calcium acetate by in-situ hot-stage 

XRD  

The development of crystallographic phases during thermal decomposition of 

CaAc was carried out using XRD, with an in-situ, water-cooled heating stage. A 

CaAc sample was analysed with a temperature controlled heating stage (up to 800 

°C) using a Philips PanAnalytical Xôpert Diffractometer with Cu KŬ radiation 

source. Each measurement temperature was reached at a rate of 20 °C min
-1

, and 

then held for 1 hour to allow for X-ray diffraction analysis.  

Samples for TEM were prepared by a slow decomposition of CaAc, in a 

furnace, from ambient temperature to 200, 500 or 800 °C (at 20 °C min
-1

); each held 

at the respective temperatures for 1 hour. Samples were then removed from the 

furnace, and cooled in air.  

3.8. CO2 sequestration 

 Carbon dioxide capture was performed by thermogravimetric analysis (TGA) 

using a Shimadzu TGA-50 thermo-balance. A schematic showing the key 

components of the Shimadzu TGA-50 thermo-balance is shown in Figure 3.1. 

Decomposition was performed at 800 °C under a N2 atmosphere, with a CO2 supply 

pressure of 2 bar controlled by a rotameter to a flow rate of 50 ml min
-1

. For 

carbonation, the chamber temperature was then dropped to 650 °C and the gas 

stream supply switched to CO2, at a 50 ml min
-1 

flow-rate. Gases are interchangeable 
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at a preset time or temperature limit, allowing for automatic valve control. The 

atmosphere within the chamber is purged with desired gases, prior to sample 

loading. 

 

Figure 3.1: Schematic of the Shimadzu TGA-50 thermo-balance [189]. 

 

3.8.1. CO2 uptake of CaAc-CaO 

The CO2 uptake of calcium acetate hydrate decomposed to calcium oxide after 

a fast and slow decomposition rate, were measured by TGA. Samples of CaAc were 

decomposed from room temperature to 800 °C (in N2) at a rate of 20 °C min
-1

. To 

mimic fast and slow decomposition, two samples were prepared; the first was 

decomposed to 800 °C followed by immediate chamber cooling to 650 °C for 

subsequent carbonation, the second was decomposed to 800 °C and held at that 

temperature for 1 hour before the chamber was cooled to 650 °C for carbonation. 

Carbonation conditions were held at 650 °C for 15 minutes. Upon completion, the 

gas stream was switched to N2 and the chamber was cooled to room temperature. 

Results are shown in Figures 5.15 and 5.16. 
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3.8.1.1. CO2 cycles 

Repeat cycles of carbonation and decarbonation were performed by TGA, with 

a looping program prepared using the TA60 acquisition software. A sample of CaAc 

was firstly fully decomposed (in N2, 50 ml min
-1

) from room temperature to 800 °C, 

at a rate of 20 °C min
-1

. Chamber temperature was immediately decreased to 650 °C 

upon which the gas stream was switched to CO2 (50 ml min
-1

). These carbonation 

conditions were held for 5 minutes. After this time the gas stream is switched back 

to N2 and decarbonation takes place from 650 °C to 800 °C. This loop is repeated 10 

times.  

To analyse carbonated and decarbonated samples at given intervals during the 

cycle process, the looping experiment was repeated several times but terminated 

after specific periods of either carbonation or decarbonation. Samples collected have 

been labelled A-H, where: 

A = Initial decomposition of CaAc to 800 °C; 

B = after 1
st
 carbonation cycle at 650 °C; 

C = after 2
nd

 decarbonation at 800 °C; 

D = after 2
nd

 carbonation cycle at 650 °C; 

E = after 3
rd

 decarbonation at 800 °C; 

F = after 3
rd

 carbonation cycle at 650 °C; 

G = after 9
th
 decarbonation at 800 °C; 

H = after 10
th
 carbonation cycle at 650 °C 

Samples were cooled under N2 conditions to room temperature upon 

conclusion of each experiment. Each sample was then analysed by XRD (Figure 

5.25) and SEM and TEM (Figures 5.27 - 5.29). 
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3.8.1.2. Using TEM for the analysis of CO2 cycles 

Analysing the CaO sorbent at various stages during the looping process proved 

to be problematic due to the reactive nature of CaO in air at ambient conditions, 

forming Ca(OH)2 and CaCO3. Exposure to air during standard XRD, TEM and SEM 

sample preparation is unavoidable. Therefore, to examine the microstructural 

changes of the CaO sorbent during the looping process, without risk of hydration, 

novel TEM based techniques have been explored. 

Firstly, a water cooled Gatan Single Tilt Heating Holder with SmartSet 

Hotstage Controller has been utilised with a Philips CM200 FEGTEM with Gatan 

Imaging Filter (GIF 200). The first carbonated sample (Sample B) has been prepared 

following the TGA cycle method and then decomposed, in-situ in the TEM, at 10 °C 

intervals (at ~20 °C min
-1

) and held to allow for imaging. Images at selected 

temperatures taken by hot-stage TEM analysis are shown in Figure 5.30. 

An additional novel technique has been employed that utilises an ex-situ bench 

mounted Gatan Environmental cell (E-cell) heating holder with a FEI Tecnai 

TF20 field emission gun (FEG-) TEM. The E-cell is a sealed unit that allows for a 

TEM sample to be loaded into a gas or vacuum environment, with controllable 

temperature, before being transferred into the TEM without exposure to air, thus 

eliminating potential hydration of, in this case, the nanoparticulate CaO. The 

technique allows for the carbonation and decarbonation of a single sample to be 

carried out, with the ability to analyse the effects of the process on a single area of 

particles by TEM. 

A CaO sorbent has been prepared by decomposition of CaAc at 500 °C in a 

furnace, to produce calcium carbonate (CaCO3). This was ultrasonically dispersed in 

methanol and drop cast onto an electron transparent silicon nitride membrane (Agar 
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Scientific). The grid was then secured on the detachable TEM sample holder of the 

E-cell. Decomposition of the sample to CaO was carried out within the E-cell by 

directly heating, at ~20 °C min
-1

, from room temperature to 800 °C, followed by 

immediate cooling back to room temperature, all under continuous rotary vacuum, 

using an Edwards RV8 vacuum pump (lowest achievable vacuum pressure = ~10
-3

 

Pa). The sample was then vacuum sealed within the detachable TEM sample holder 

and transferred to the TEM for analysis.  

For carbonation, the E-cell chamber temperature was firstly raised to 650 °C 

under vacuum, with CO2 then applied to fill the furnace chamber (controlled by a 

manual valve); carbonation of the sorbent then took place at 650 °C for 5 minutes 

before the gas supply was closed off and the vacuum pump reapplied during cooling 

to room temperature. Replicating the carbonation conditions from TGA (CO2 

pressure of 2 bar with rotameter controlled flow rate of 50 ml min
-1

) was 

unachievable here as the pressure could not be supported by the holding seal of the 

chamber, and therefore the chamber was filled to a lower, 0.5 bar pressure of CO2 

during carbonation. Figure 3.2 displays a schematic of the decarbonation and 

carbonation process as carried out using the E-cell, where Figure 3.2a displays the 

sample (2) being loaded into the furnace chamber (3) which, along with the guide 

tube (5) and vacuum chamber (7), is kept under continuous vacuum by the pump 

connected at 1. Sample release and decarbonation conditions are shown in Figure 

3.2b where the sample is released by the retractable specimen holder (8) and then 

contained in the furnace chamber and heated under vacuum from room temperature 

to 800 °C prior to cooling. The connection tap for the interchangeable vacuum pump 

and CO2 input supply is shown at 1. Temperature is controlled by an external heater 

and thermocouple connected to the furnace chamber, and chamber cooling is 
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maintained by a continuous water flow which is connected from a cold-tap to pipes 

shown at 4. 

Sample carbonation is shown by Figure 3.2c where the sealed furnace chamber 

is firstly heated (under vacuum) to 650 °C and then filled with CO2 (0.5 bar 

pressure); these conditions are maintained for 5 minutes prior to removal of the CO2 

supply, and the furnace chamber is then re-pumped to vacuum. Collection of the 

sample by the retractable specimen holder is shown by Figure 3.2d. The removal of 

the sample from the furnace chamber is shown by Figure 3.2e, where the sample is 

firstly withdrawn into the vacuum chamber (7) and sealed using the cell valve (6); 

the guide tube and vacuum chamber can then be detached from the furnace chamber, 

and can then be attached directly to the TEM goniometer, and the sample passed 

into the microscope whilst under rotary vacuum (at worst).   
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1 = Tap for connection of vacuum pump & CO2 supply. 2 = Sample. 3 = Furnace chamber. 4 = 

Cooling water. 5 = Guide tube. 6 = Cell valve. 7 = Vacuum chamber. 8 = retractable specimen 

holder.  

Figure 3.2: Schematic of the E-cell operation. Where (a) displays sample loading, (b) sample release 

for decarbonation and (c) carbonation, (d) sample collection and (e) sample removal and sealing prior 

to transfer to TEM. 
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3.9. Particle spacers 

3.9.1. Yttria stabilised zirconia  

Commercial zirconia, stabilised with 5.4 wt% yttria (YSZ), was purchased 

from Goodfellow, Cambridge. The phase content of the commercial YSZ was 

analysed by XRD, with particle morphology and size analysis by SEM and TEM. 

3.9.2. CaO-YSZ preparation 

A large sample (~20 g) of commercial 5.4%-YSZ powder (Goodfellow) was 

firstly vibro-milled, for 30 min in isopropyl alcohol using a McCrone Micronising 

Mill, to reduce agglomeration.  

A small amount of the vibro-milled YSZ was then mixed with CaAc allowing 

for 70/30 wt% of CaO:YSZ in the final product when decomposed at 800 °C. 

Mixing was carried out using a small amount of ethanol, with the mixture ground 

with a pestle and mortar for 30 min. The powder (> 1 g) was then oven dried for 1 

hour at 50 °C. A sample of the CaAc-YSZ blend was subjected to furnace 

decomposition at 800 °C for 10 minutes and analysed by XRD. 

3.9.3. CaO-Zirconia preparation  

Two samples of Zr-doped CaO (70/30 wt%), were prepared by solution 

precipitation of CaAc with zirconyl (IV) nitrate (Zr(NO3)2, 99.5% Fisher Scientific), 

and also calcium hydroxide (Ca(OH)2, Alfa Aesar, ACS 95%) with Zr(NO3)2: 

¶ For the CaAc/(Zr(NO3)2 solution; CaAc (4.95 g) was firstly dissolved in 100 ml 

of ethanol. A stock ammonium hydroxide (NH4OH; Sigma-Aldrich, ACS 

reagent grade) solution was prepared (pH 10) in distilled water, and 100 ml was 

added to the CaAc solution drop wise via a burette, under continuous stirring. 
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A second solution was prepared by dissolving Zr(NO3)2 (2.64 g) in 100 ml 

ethanol, with 100 ml of pH 10 ammonium hydroxide solution subsequently 

added drop wise via a burette with continuous stirring. 

Finally, 50 ml of the Zr(NO3)2/ NH4OH sol was added drop wise into 100 ml of 

the CaAc/NH4OH sol, producing a cloudy solution with final pH = 6.9. Stirring 

continued for 1 hour after titration before a small amount of solution was placed 

into an evaporating dish and dried overnight in an 80 °C oven. A fine white 

powder was then collected and ground. 

¶ The Ca(OH)2/(Zr(NO3)2 solution was prepared under the same conditions as the 

CaAc/(Zr(NO3)2 powder; using Ca(OH)2 (2.31 g) diluted in 100 ml ethanol with 

further drop wise addition of 100 ml of pH 10 ammonium hydroxide. Drop wise 

addition of 50 ml of the Zr(NO3)2/NH4OH produced a milky solution with final 

pH = 11.9. A sample was collected and dried overnight at 80 °C, forming a fine 

white powder. 

Samples of each powder were decomposed at 800 °C for 10 minutes and analysed 

for phase content by XRD. 
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3.9.4. Hydrothermal synthesis of YSZ with zirconia (IV) nitrate hydrate 

and yttrium (III) nitrate hexahydrate  

Yttria-stabilised zirconia (YSZ) has been synthesised according to the route 

outlined by Guiot et al [169]À. Zirconia (IV) nitrate hydrate (ZrO(NO3)2·xH2O, 

99.5% Acros organics) and yttrium (III) nitrate hexahydrate (Y(NO3)3·6H2O, 99.9% 

Acros organics) is dissolved in 50ml of distilled water with the concentrations: 

[Zr
(IV)

] = 0.1 M and [Y
3+

] = 0.05 M. Acetylacetone, Acac (Aldrich, 99%+) is added 

with the molar ratio Zr:Acac = 1:1. Guiotôs original study suggests a solution pH of 

7 proved optimal for a stable solution and prevents the rapid precipitation of the 

solid and so, in this preparation, ammonium hydroxide (Sigma-Aldrich, ACS 

reagent grade) was added drop wise to achieve this from an initially acidic solution. 

The solution was magnetically stirred for a further 5 minutes and then transferred to 

a 125 lm Teflon liner and hydrothermal reactor (model 4748, Parr Instruments) 

where it was heated to 160 °C for 72 hours. Figure 3.3 displays a basic schematic of 

the process [169].  

  

 

                                                 

À Guiot explains that the hydrothermal conditions allow for the formation of YSZ 

nanoparticles within a gel, which contracts upon expulsion from the liquid in a 

process known as syneresis. Cooling to room temperature creates a cylindrical 

macroscopic aggregate of YSZ within a clear supernatant. 
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Figure 3.3: Guiot et alôs hydrothermal synthesis of YSZ [169]. 

 

 

The powder-aggregate was collected and washed by re-suspension in distilled 

water, under ultrasonic agitation, for 5 min and then the particles were sedimented 

by means of centrifugation at 6000 rpm for 5 min. This process was repeated 6 times 

with a final wash carried out using methanol so as to limit agglomeration in the final 

dried powder. The solution was then dried in an oven at ~50 °C and the resultant 

white cake ground to a powder using a pestle and mortar. This synthesis method 

produces 9 mol% Y2O3-ZrO2 powder, equivalent to 15.6 wt% yttria in zirconia 

[169]. Guiot reports the formation of cubic YSZ following this synthesis route [169]. 

Analysis of the hydrothermal (h-) YSZ powder was carried out by XRD and TEM.  

A sample of CaAc containing hydrothermally synthesized YSZ (hYSZ) was 

prepared by dry mixing in ethanol using a pestle and mortar, allowing for 70/30 wt% 

of CaO:hYSZ in the final product when decomposed at 800 °C. Phase analysis of 

the CaO:hYSZ was carried out by XRD. 
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3.9.5. CaO-Mayenite preparation 

A 75:25 wt% blend of CaO:Ca12Al 14O33 has been provided courtesy of 

postgraduate student Dr Roger Molinder of the Energy Research Institute, 

University of Leeds. Synthesis closely follows a sol-gel route outlined in [190]. 

Preparation involves the dilution of 26.2 g CaO and 28.4 g Al(NO3)3 into 760 ml of 

pre-heated distilled water (75 °C) and 130 ml of 2-propanol. The resulting solution 

is kept at 75 °C and stirred for 1 hour, before being placed into a 120 °C oven 

overnight to evaporate water from the sol. The resulting cake is ground into a 

powder with a pestle and mortar before being placed into a furnace. The powder is 

heated from ambient temperature to 500 °C (at 20 °C min
-1

) and held for 3 hours. 

The sample is again ground, and subject to further heat treatment from ambient 

temperature to 120 °C for 2 hours. A final cycle involves grinding followed by heat 

treatment in a pre-heated furnace at 900 °C, for 1.5 hours. Upon cooling, the sample 

is collected and parafilm sealed in a glass container [190]. Phase analysis of the as 

received CaO:Mayenite powder blend has been carried out by XRD. 

3.10. CO2 sequestration of particle spacer materials 

It is well recognised that CaO experiences a loss of CO2 capture capacity 

within increasing cycles in the carbonation-decarbonation looping system [126, 147, 

191]. This is attributed to particle densification and sintering producing smaller CaO 

particle surface area for pickup [136].  

The CaO-zirconia materials synthesised in-house have been tested under the 

carbonation-decarbonation cycle conditions outlined in Section 3.8.1.1, using TGA. 

The following were tested: 

¶ CaO-YSZ (from CaAc precursor and Goodfellow 5.4%YSZ) 
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¶ CaO-CaZrO3 (from CaAc precursor) 

¶ CaO-CaZrO3 (from Ca(OH)2 precursor) 

¶ CaO-hYSZ (from CaAc precursor and hydrothermal YSZ) 

¶ CaO-Mayenite (75/25 wt%)  

Each mixture was synthesised to allow for 70/30 wt% CaO/spacer in the final 

decomposed product, unless otherwise stated. Results of the multicycle capture by 

TGA, with molar conversion data for each sample, are shown in Figure 5.43 and 

Table 5.8. 

 The CaO:YSZ powder blend was subsequently selected for analysis using the 

E-cell TEM technique previously described in Section 3.8.1.2. This blend was 

selected as results from multicycle capture (Figure 5.43) show the most promising 

effects with regards to reducing the decay in sorbent CO2 capture. Results of this E-

cell experiment are shown in Figures 5.44 - 5.46. 

3.11. Material characterisation techniques 

Bulk compositional and phase analysis has been performed by: (a) powder X-

ray diffraction (XRD), (b) X-ray fluorescence (XRF), (c) Fourier-transform infrared 

(FTIR) spectroscopy and (d) laser ablation inductively coupled plasma mass 

spectrometry (LA-ICP-MS).  

Scanning electron microscopy (SEM) has been used for the observation of 

larger particle agglomerates and aggregates. Individual particle size distribution and 

compositional analysis was carried out by transmission electron microscopy with 

energy-dispersive X-ray spectroscopy (TEM-EDX).  
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The size distribution profile, for HA samples dispersed in Dulbecco's Modified 

Eagle Medium (DMEM) and analysed for cytotoxicity, has been carried out by 

dynamic light scattering (DLS).  

3.12. Bulk analysis techniques 

3.12.1.  X-ray diffraction  

X-ray diffraction (XRD) is an effective, non-destructive tool that allows for the 

determination of atomic arrangement within a material, giving the crystalline phases 

from the atomic spacingôs and symmetry. Developed on the basis of Braggôs law, 

the presence of lattice planes in a crystalline material are sought by the diffraction of 

X-rays, of a known wavelength e.g. Cu-KŬ (wavelength. ɚ = 1.5416 Å), at specific 

angles between the X-ray source and detector, Figure 3.4. Each lattice plane of 

atoms in a material will cause constructive interference of diffracted X-rays at a 

certain angle of incidence, ɗ, known as the Bragg angle. The lattice spacing, d, can 

be identified by rearrangement of Braggôs Law:  

ὲ‗ ςὨίὭὲ—  (3.1) 

Where n denotes an integer. 
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Figure 3.4: Schematic of X-ray diffraction from a set of crystal planes [86]. 

 

The determination of a materialôs crystal structure using XRD is accomplished 

using the scattering angles, and relative intensities of the diffracted X-rays. The 

measured scattering angles are used to obtain the crystal system of the material (i.e. 

size and shape of the unit cell) and the relative intensities of the diffracted beams are 

then used to determine the atomic positions within the unit cell [86, 192]. 

For powder XRD, identification of phases present, in the XRD pattern, is 

carried out by comparison to known reference patterns using powder diffraction files 

(PDF), held by the International Centre for Diffraction Data (ICDD), formerly 

JCPDS (Joint Committee for Powder Diffraction Standards). With PDFôs, peak 

positions (2ɗ) and intensities can be comprehensively matched to identify single or 

multiple phases; and with careful (calibrated) measurement the precise d-spacingôs 

of lattice planes (hkl) and unit cell parameters (abc) can be obtained. For a sample 

that contains sub-micrometer crystalline particles, the mean crystallite size, Ű (of a 

specific crystal plane, hkl), can be obtained from the broadening of the diffraction 

peaks using the Scherrer equation:  

d

Diffracted x-raysIncident x-rays

ɗ

ɗɗ

2ɗ
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†    (3.2) 

Where K represents the shape factor (this is dimensionless and has a typical 

value of 0.9 or 1 for equiaxed crystals, but varies with crystallite shape), ɚ is the X-

ray wavelength, ɓ denotes the full width of the diffraction peak at half the maximum 

intensity (FWHM) in radians, and ɗ is the Bragg angle for the reflection [86, 193].  

 Characterisation by XRD has been carried out here using a 

Philips/PANalytical Xôpert Diffractometer with Cu KŬ radiation (ɚ = 1.5418 Å). 

Phase identification and crystallographic information were obtained using the 

PANalytical HighScore software. Sample analysis was carried out across the 2ɗ 

range of 10 ï 80° for most samples; a starting angle of 5° 2ɗ was utilised for the 

analysis of calcium acetate hydrate where there are several high intensity peaks at 

low angles. High resolution scans were obtained using a step size of 0.017°, and 

scan speed of 0.018° s
-1

, providing a total acquisition time of ~1 hour.  

 

3.12.2.   X-ray fluorescence 

X-ray fluorescence (XRF) is a bulk elemental analysis technique first 

demonstrated by Glocker and Schreiber in 1928 [194]. Elemental composition is 

determined by the fluorescent emission of X-rays from the sample caused by the 

stimulation with an incident primary X-ray beam. When a primary X-ray is emitted 

from a tube or radioactive source and strikes a sample it can either be absorbed by 

the atoms in the material or scattered through. The óphotoelectric effectô describes 

the process whereby an X-ray is fully absorbed by a material and its energy is 

transferred entirely to an inner-shell electron. The energy of the incident X-ray 

instigates the ejection of the electron from the inner shell, generating a vacancy, in 

turn creating instability within the atom, see Figure 3.5. The atom regains stability as 
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electrons from the outer-shells transfer to lower energy states to fill the vacancies. 

With each transferring electron, X-rays of energies, E, characteristic of individual 

elements are emitted and can be detected so as to provide compositional data of the 

material [192, 195].  

X-ray fluorescence analysis here has been carried out by a commercial 

laboratory at the University of Leicester, using a PANalytical Axios-Advanced XRF 

spectrometer with a 4kW Rhodium (Rh) anode end window, super sharp ceramic 

technology X-ray tube. Sample preparation involves dissolving the powder in a 

lithium tetraborate flux at high temperatures (> 1000 °C) which is cast then in a 

platinum/gold crucible to form a 32 mm homogenous fused bead. Fusion at this 

temperature causes the HA samples to breakdown and dissolve into the flux with the 

elements present in the sample subsequently becoming capturedÿ. Beads are loaded 

from a 96 position sample changer. Quantitative elemental analysis was carried out 

using PANalytical SuperQ system with IQ+, WROXI and ProTrace extensions. 

Calibrations are obtained by using values published on the GeoREM database which 

utilises the Philips based Fundamental parameters correction technique. This 

approach has replaced calibration using 70-75 International standard reference 

materials measured under the same experimental conditions and regressing the 

measured count ratios against recommended concentrations [196-199]. 

 

 

                                                 

ÿ From discussion with XRF specialist Mr Steve Davies of PANalytical Ltd.  
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Figure 3.5: Schematic of the XRF process. Incident X-ray knocks out an inner shell electron from A 

to B. This vacancy is then filled by a higher shell electron, C, which releases excess energy, E, in the 

form of an X-ray photon, D. The energy of the emitted X-ray is characteristic of the host element. 

Modified from [200]. 

 

 

3.12.3.  Fourier transform infrared spectroscopy 

Fourier transform infrared spectroscopy (FTIR) is a chemical analysis 

technique utilised for the identification of chemical compounds and substituent 

groups through the absorption of infrared light [201]. As a sample is exposed to 

different wavelengths of infrared light, transitions between vibrational energy levels 

(modes) of different chemical bonds are detected, allowing for the functional groups 

within molecules in the sample to be identified (e.g. carbonates, C-O).  

For FTIR, infrared wavelength, ɚ, is commonly presented as wavenumberȟὺӶ; 

this is expressed as the inverse of wavelength, in cm
-1

. 

ὺ   (3.3) 
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 The mid IR wavenumber range (most commonly utilised in standard FTIR 

analysis) is 4000 - 400 cm
-1

, where an increase in wavenumber is related to a greater 

energy, E: 

Ὁ ὬὧὺӶ  (3.4) 

Where h = Planckôs constant (6.6 x 10
-34

 J s
-1

), and c = the speed of light (3 x 

10
10 

cm s
-1

. 

Fourier transform infrared spectroscopy has been carried out using a Thermo 

Scientific Nicolet iS10 FTIR spectrometer running OMNIC processing software and 

fitted with an attenuated total reflection (ATR) accessory. The ATR accessory 

utilises a diamond crystal to internally reflect the IR beam, allowing for transmission 

up to typically 0.5 - 5 ɛm into the sample. Energy is absorbed by the sample, 

attenuating the IR beam which then passes to a detector, generating an IR spectrum. 

Samples do not require pre-preparation; solid powders are placed in direct contact 

with the diamond crystal. A weight is placed over the sample, applying a pressure 

that encourages maximum contact with the crystal surface. 

Characterisation of spectra is carried out by correlation against previous 

recorded reference data (using digital spectra databases or against reputable 

research), with peaks assigned to the vibration of specific functional groups. 

 

3.12.4.  Laser ablation inductively coupled plasma mass 

spectrometry 

Laser ablation inductively coupled plasma mass spectrometry (LA-ICP-MS) 

has become an important analytical technique, most commonly applied for trace 

elemental analysis in geological samples [202]. The technique works by 



59  

 

decomposing (ionising) the sample into neutral elements using a high temperature 

argon plasma, these are then analysed, according to their mass to charge ratio using 

mass spectrometry [203].  

Samples are firstly converted to aerosols by way of laser ablation. The aerosol 

is then passed into a torch body and mixed with heated argon gas (typical 

temperature = 10,000 °C), producing an argon plasma flame. This causes 

atomisation and ionisation of the sample. Ions are transferred into a pumped vacuum 

system through a quadrapole mass filter and to a mass spectrometer, with a typical 

detection limit of 0.1 ɛg
-1

. A quadrapole mass filter uses variable voltages over four 

metal rods to allow for only specific ions (with specific mass/charge ratio) to pass 

through to the detector.  

 Laser ablation inductively coupled plasma mass spectrometry (LA-ICP-MS) 

has been carried out at the School of Earth and Environment, University of Leeds. 

Samples were prepared as 10 mm pressed pellets and were analysed using a Geolas 

Q Plus laser ablation system, with a 193 nm excimer laser, coupled to an Agilent 

7500c ICP-MS. 

3.13. Particle analysis techniques 

 Analysis of powder samples at the nanoscale level has been carried out using 

both Scanning and Transmission electron microscopy techniques, SEM and TEM. 

Hydroxyapatite nanoparticles for toxicology assays have also been analysed for their 

size distribution in solution using dynamic light scattering (DLS). 
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3.13.1.  Scanning electron microscopy 

Scanning electron microscopy (SEM) utilises the scanning of the surface of a 

sample by a focussed electron beam (typical energy = 3 - 30 kV), providing detailed 

morphological and micro-structural information via secondary (SE) and back-

scattered electrons (BSE) at a resolution down to ~10 nm. Secondary electrons are 

low energy (< 50 eV) electrons that are ejected from inner shell orbitalôs of the 

atoms within the sample, and because they are readily reabsorbed they are utilised to 

provide topographical and micro-structural information of the sample surface. A 

basic schematic showing the key components of an SEM is shown in Figure 3.6. 

Back-scattered electrons are high energy electrons that originate from the 

incident beam and are reflected from the sample through elastic scattering. The 

degree of electron backscatter is probabilistic in nature and is related to the 

composition and topography of the specimen. Atoms of a higher atomic number 

typically provide a larger degree of electron backscatter than lighter elements, and 

so the contrast in backscattered electron images, particularly for flat polished 

specimens can give an indication of the relative composition of a material.  

To enable imaging, the sample surface must be of sufficient size and of a 

conductive nature to avoid accumulation of surface charge. Sample preparation here 

involves small amounts of powder dropped onto an aluminium support stub with an 

adhesive carbon leit-tab (Agar Scientific Ltd) fixed on top. Excess powder is 

removed with an air-jet and the sample is subsequently coated using an Agar High 

Resolution Pt/Pd Sputter Coater (thickness = 5 nm) to provide a conductive surface. 

Sample imaging was carried out, in high vacuum, using a LEO 1530 Gemini 

FEGSEM operated at 5 kV, at a 5 mm working distance and using an in-lens 
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detector. Sample analysis and image acquisition was performed using Zeiss 

SmartSEMÊ software.  

 

Figure 3.6: Schematic of typical SEM. Modified from [204]. 
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3.13.2.  Transmission electron microscopy 

Transmission electron microscopy (TEM) analysis can provide information on 

powder morphology and internal microstructure utilising a variety of imaging and 

spectroscopic methods. High-resolution (HR) imaging, selected area electron 

diffraction (SAED) and spectroscopic techniques (e.g. energy dispersive X-ray 

(EDX) analysis) allow for a comprehensive analysis of a sample at the nanoparticle 

level.  

A standard TEM instrument produces an electron beam using a tungsten 

filament (electron gun), which is typically accelerated at 50 - 200 kV. The 

wavelength of the electrons, ɚ is related to the accelerating voltage, V  by 

 (3.5) 

Where m and e represent the mass and charge of an electron, and h is Planckôs 

constant [162]. 

The generated electron beam passes through a series of electromagnetic lenses, 

with firstly condenser lenses which focus a parallel beam onto the specimen. 

Objective and projector lenses subsequently produce a magnified image of the 

specimen onto a fluorescent viewing screen. TEMs can offer a resolution down to 

~0.1 nm. Figure 3.7 displays a schematic of the key components of a TEM [93, 

205]. 

Sample preparation for TEM requires the specimen to be thin enough to 

transmit a high energy electron beam (ideally < 100 nm thick), to provide imaging 

through mass thickness contrast, diffraction contrast (if crystalline) or phase contrast 

at high-resolution, providing the sample is thin enough. The sample preparation for 

nano-powders involves ultrasonically dispersing the powder in a suitable dispersant 

‗= Ὤ(2άὩὠ)
1

2   
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(e.g. methanol) and drop casting onto a holey carbon support film (Agar Scientific 

Ltd). 

Powder sample imaging was acquired using; (a) a FEI Tecnai TF20 field 

emission gun (FEG-) TEM operated at 200 kV and fitted with a Gatan Orius 

SC600A CCD camera and fitted with an Oxford Instruments ultra thin window EDX 

spectrometer running INCA processing software, and (b) a Philips 

CM200 FEGTEM operated at 197 kV and fitted with a Gatan Imaging Filter (GIF 

200) and an Oxford Instruments ultra thin window EDX spectrometer running ISIS 

processing software. Particle sizes, of 50 particles per sample, were measured using 

Gatanôs Digital Micrograph software. 
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Figure 3.7: Schematic of typical TEM. Modified from [205]. 
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3.13.3.  Energy dispersive X-ray spectroscopy 

Energy dispersive X-ray (EDX) spectroscopy is a method first developed in 

the 1960ôs, initially for nuclear applications [206]. The first EDX detectors were 

successfully applied to SEMôs in about 1970, and were commonly adapted for both 

SEM and TEM by 1980 [206]. The technique utilises electrons focussed on a sample 

to trigger the release of X-ray photons (similarly to XRF, Section 3.12.2) that have 

energies characteristic of the elements of the specimen; allowing for the quantitative 

analysis of composition of the material to be obtained [93, 207]. 

 The technique can also be utilised to track changes in composition of a 

material during exposure to a focussed high energy electron beam. Williams and 

Carter [93] discuss the EDX system as three key components:  

¶ The detector receives the X-ray photon signal and generates a charge 

pulse proportional to the energy of the X-ray;  

¶ Processing electronics convert the charge pulse into a voltage, which 

is isolated from other pulses, amplified and recorded as a digital signal 

specific to an X-ray of specific energy; 

¶ The computer stores the signals assigned to that energy, presenting it 

in an element-compositional spectrum of energy (eV) against intensity 

(%) using analysis software. The computer ultimately controls the 

detector, processing electronics and the display [93]. 

Figure 3.8 displays a basic schematic of this process. 
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Figure 3.8: Schematic of the principles of EDX [93]. 

 

Due to detector materials absorbing low energy X-rays, most EDX systems 

have limited detectability of elements with a low atomic number (Z) [93, 208]. 

Typical EDX systems utilises a Si(Li) crystal detector or, more recently, silicon drift 

detectors (SDD), which offer greater energy resolution particularly at lower X-ray 

energies (typically 140 eV). Detectors can be capped with either a beryllium 

window, an ultra-thin window (UTW) or be left windowless. Beryllium windows 

are generally not preferred as they absorb low energy KŬ X-rays, preventing 

detection of elements where Z < 11 [93]. Ultra-thin windows are more 

commonplace and provide low-energy X-ray absorption, with some UTWôs 

allowing for the analysis of Be KŬ X-rays [93]. They can comprise of < 100 nm 

polymer films, diamond, boron nitride or silicon nitride. Windowless detectors are 

more common in ultra-high vacuum (UHV) instruments and can routinely detect Be 

KŬ X-rays [93]. 

For the TEM-EDX analysis here, samples were examined using a Philips 

CM200 FEGTEM operating at 197 kV and fitted with an Oxford Instruments ultra 

thin window ISIS energy dispersive X-ray (EDX) spectrometer. The Ca and P 

content of HA samples was measured in the TEM by quantification of a stationary 
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focused probe, (typically 500 nm diameter); the Ca/P ratio, as determined from the 

Oxford ISIS processing software using virtual standards for the Ca and P KŬ X-ray 

peaks, was monitored, at a take-off angle of 20° and a specimen tilt angle of 15°.  

3.13.4.  Electron fluence analysis 

Previous experiments demonstrating the beam sensitivity of hydroxyapatite 

have been carried out by Eddisford et al [94] and were based on the assumption that 

electron beam damage of inorganic materials is a function of cumulative fluence 

(total number of electrons per unit area) and fluence rate (number of electrons per 

unit area per second) at a given beam energy [95]. This information, regarding the 

effects of electron beam energy, has been identified by tracking the changes in the 

Ca/P ratio over time by exposing single particles to a fine focussed electron beam 

and measuring the Ca/P ratio with EDX [94]. 

Following these TEM conditions, the beam current at a fixed illumination 

(spot size 8 and largest, 200 ɛm, condenser aperture) was estimated by using an FEI 

calibration curve based on the measured brightness (i.e. exposure time) on the 

(large) fluorescent viewing screen of the TEM: current (in nA) = 4.875/(Exposure 

time for an emulsion setting of 2.0). Beam currents were then converted to electron 

fluence rates and fluence by measuring the area of illumination and the total 

exposure time respectively.  

 The TEM-EDX method allows compositional analysis to be carried out on 

small clusters of particles, providing valuable information on fine-scale 

compositional homogeneity within a sample. However it is important to ensure that 

the sample is not subjected to an electron beam so intense that damage occurs and 

erroneous levels of Ca and P are detected. Therefore, a series of prior experiments 

were undertaken to establish the optimal electron fluence for obtaining reliable data. 
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The electron fluence can be controlled in the microscope using a condenser aperture, 

spot size and exposure time. These experiments will be described in Section 4.3.4 of 

the Chapter 4. 

3.13.5.  Dynamic light scattering 

For the measurement of nanoparticle size and size distribution within an 

aqueous environment, dynamic light scattering (DLS) can be utilised [209]. This 

technique provides a quantitative assessment of particle size distribution and can 

complement the primary particle size measurements from TEM; however it is 

limited by the inability to differentiate between particle shape and is reliant on a 

high quality dispersion of particles. This quality is also dependent upon the 

polydispersity, which is the relative number of primary (single) particles in 

comparison to agglomerates (bound clusters of particles held together by weak inter-

particle forces) or aggregates (chemically bound clusters of particles) [210]. 

Accuracy of particle size measurement is also reliant on knowing the refractive 

index of the nanoparticles as well as the refractive index and viscosity of the 

suspending solution [209, 211, 212]. The refractive index for HA is reported in the 

range ɖ = 1.63 ï 1.64 [213], and for DMEM ɖ = 1.33 (water = 1.33). 

 Dynamic light scattering uses a coherent light source (typically a red laser) 

focused through a particle suspension where particles scatter light in all directions as 

they undergo Brownian motion (random movement of particles within a 

suspension). Scattering causes light intensity fluctuations which is collected by a 

detector positioned at a specific angle to the incident ray (typically 90 °). These 

signals are converted into electrical pulses and correlated to particle diameter by 

monitoring the time-dependent variation in the scattering intensity. A schematic of 

the process is shown in Figure 3.9 [214].  



69  

 

 

Figure 3.9: Schematic of the DLS process [214]. 

 

To replicate the conditions utilised in the toxicity assays, stock suspensions of 

0.1% w/v pH 9 and pH 11 hydrothermal HA were prepared in distilled water. These 

were further prepared as 10 and 50% v/v suspensions in Dulbecco's modified Eagle's 

medium (DMEM) and measured using a Malvern Zetasizer Nano DLS instrument, 

operating with red laser light source (wavelength = ~633 nm). Data manipulation 

was carried out using Zetasizer software (version 5.02). Sample measurements were 

repeated 5 times, with the overall average mean size distribution and óz-average 

diameterô (cumulant average particle diameter) results presented.  
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Chapter 4. Results & discussion - Hydroxyapatite 

Preface 

Hydroxyapatite is a material commonly used in various biomedical 

applications due to its excellent properties such as biocompatibility, bioactivity and 

osteoconductivity, closely matching that of natural bone. The specific application of 

HA, at the nanoscale, is strongly dependent on the properties of the nanoparticles 

such as crystallinity, morphology and stoichiometry, all of which are controlled by 

the method of synthesis [90, 215].  

Work in this Chapter aims to firstly prepare nanoparticulate hydroxyapatite 

powders following two established methods of synthesis, hydrothermal and sol-gel. 

The nanoparticle morphology and chemical composition of these powders will be 

carefully analysed using a variety of bulk (FTIR, LA-ICP-MS, XRD and XRF) and 

particle level (SEM and TEM) characterisation techniques, and compared to a 

commercially available HA powder purchased from Sigma-Aldrich. A novel, low-

fluence analytical technique will be developed in the TEM that allows for the safe 

characterisation of the chemical composition of HA nanoparticles without risk of 

irradiation damage by electron beam. 

Two phase-pure and near stoichiometric composition (Ca/P = 1.67) HA 

powders are to be subsequently prepared by the hydrothermal method, and analysed 

for nano-cytotoxicity. 

  



71  

 

4.1. Preliminary analysis of phosphorus-based precursors for sol-

gel HA synthesis 

Preliminary experiments have been carried out to examine the stability of 

triethyl phosphite on exposure to air, in comparison to the more stable triethyl 

phosphate. Figure 4.1 displays the chemical formulae and molecular structures of (a) 

triethyl phosphite and (b) triethyl phosphate: 

 

Triethyl phosphite: C6H15PO3 

Boiling temperature = 156 °C 

 

Triethyl phosphate: C6H15PO4  

Boiling temperaturre = 215 °C 

 

 

Figure 4.1: Chemical formula and molecular structure for (a) triethyl phosphite and (b) triethyl 

phosphate. 

 

It is reported that triethyl phosphate has a relatively low reactivity for 

hydrolysis towards the formation of HA, and so long aging times and high solution 

temperatures are required; therefore, due to a higher reactivity for hydrolysis, and 

despite its less stable nature, triethyl phosphite is often preferred as a precursor for 

HA synthesis [26, 62, 216]. Figure 4.2 displays the change of mass of triethyl 

phosphite and triethyl phosphate with increasing temperature by decomposition in 

air, using a TGA (temperature gradient = 20 °C min
-1

). It is observed that the triethyl 

phosphite has fully evaporated by ~125 °C, and the triethyl phosphate by ~170 °C. 
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Most notably, the onset of mass loss of triethyl phosphite is seen to begin almost 

immediately, suggesting instability at ambient conditions. However, the onset of 

evaporation of the triethyl phosphate does not occur until ~50 °C. The mass loss of 

these two precursors, at ambient conditions, is further analysed in Figure 4.3. Figure 

4.3 displays the relative change of mass of triethyl phosphate and triethyl phosphite 

when placed into an evaportating dish, on a balance, and exposed to ambient room 

conditions (~20 °C) for 15 minutes. The volatile nature of triethyl phosphite is 

clearly apparent with an observed mass loss rate of ~0.2 wt% min
-1

. The triethyl 

phosphate remains relatively stable, but is observed to gradually gain mass at a rate 

of ~0.03 wt% min
-1
. This mass gain may be attributable to hydrolysis with air. To 

observe whether potential drifting of the balance has an effect here, an empty control 

dish was analysed under the same conditions and itôs mass is seen, in Figure 4.3, to 

remain near- constant for the 15 minute period, with a standard deviation of ± 

0.003%. This discards any significant effect on the results by drifting of the balance. 

The mass loss of triethyl phosphite, observed here, can be attributed to its 

readiness to evaporate when exposed to air at atmospheric pressure [217]. 

Conversely, triethyl phosphate does not readily undergo similar evaporation [218]. 

As a vapour, triethyl phosphite will subsequently oxidise, in air, producing the more 

stable vapour of triethyl phosphate [219, 220].  

For sol-gel HA synthesis here, triethyl phosphite was utilised due to its 

superior reactivity for hydrolysis, however these preliminary experiments highlight 

the significant instability of the precursor when exposed to ambient conditions. To 

prevent loss of precursor by evaporation during HA synthesis, certain measures to 

minimise exposure to air must be employed and therefore prompt parafilm sealing of 

all glassware has been utilised during all sol-gel HA preparations.
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Figure 4.2: Decomposition of triethyl phosphate and triethyl phosphate by heating by TGA. Heating 

rate = 20 °C min
-1

. Starting volume = 17.16 ml of triethyl phosphate and 18.85 ml of triethyl 

phosphite. 

 

 

Figure 4.3: Percentage mass change of triethyl phosphate (9.45 ml) and triethyl phosphite (8.95 ml) 

when exposed to air. Measurements were taken every 30 seconds for 15 minutes using a balance. An 

empty control dish was also measured to observe potential drifting of balance (blue data points). 

0 

20 

40 

60 

80 

100 

20 40 60 80 100 120 140 160 180 200 

M
a

s
s
 (

%
) 

Temperature (ÁC) 

Triethyl Phosphate 

Triethyl Phosphite 

96.5 

97 

97.5 

98 

98.5 

99 

99.5 

100 

100.5 

0 200 400 600 800 

W
e
ig

h
t 
(%

) 

Time (s) 

Triethyl Phosphate 
Triethyl Phosphite 
Control  



74  

 

4.2. Hydroxyapatite characterisation 

Hydroxyapatite (Ca10(PO4)6(OH)2) powders have been produced by sol-gel 

and hydrothermal methods. Elemental and compositional characterisation of these 

powders has been carried out at the bulk and particle level utilising a variety of 

analytical techniques with results compared to a commercial HA powder purchased 

from Sigma-Aldrich. 

Two further HA samples, prepared via hydrothermal method, have also been 

examined for cytotoxicity by an undergraduate research group led by Dr Lars Jeuken 

at the Leeds Faculty of Biological Sciences.  

Table 4.1 summarises all the synthesis conditions of the six HA samples that 

are to be analysed in this Chapter. 

Table 4.1: Summary of all HA samples to be characterised. 

Sample 

Number 

Hydroxyapatite 

sample 
Preparation conditions 

1 Sigma-Aldrich HA 
Synthesis method unreported by supplier 

despite request 

2 Hydrothermal HA Produced with starting suspension pH 11 

3 Sol-gel HA Calcined at 500 °C 

4 Sol-gel HA Calcined at 700 °C 

5 Hydrothermal HA Produced with starting suspension pH 9§ 

6 Hydrothermal HA Produced with starting suspension pH 11
§
 

 

 

                                                 

§ Synthesised for cytotoxicity analysis. 
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4.2.1. Bulk analysis 

4.2.2.1. X-ray diffraction (XRD)  

X-ray powder diffraction patterns for samples 1-4 are shown in Figures 4.4 - 

4.7 with corresponding peak list data shown in the appendix, Tables A2 - A5. The 

Sigma-Aldrich powder (Figure 4.4) and the pH 11 hydrothermal powder (Figure 

4.5) showed only diffraction peaks due to hydroxyapatite (ICDD ref: 01-074-0566 

[37]); peaks were sharper for the hydrothermal powder which is consistent with a 

larger particle size and good degree of crystallinity as noted by TEM imaging and by 

selected area electron diffraction (SAED) in TEM (Figures 4.20 - 4.23).  

The sol-gel derived HA, calcined at 500 °C (Figure 4.6), showed HA 

reflections plus a faint extra peak at 2ɗ = 29.4°, indicating a minor amount of 

second-phase calcium carbonate (CaCO3, ócalciteô, ICDD ref: 00-005-0586 [221]). 

The presence of carbonate in the 500 °C sol-gel HA could be attributed to 

evaporative losses of the phosphite precursor reagent during synthesis, or 

alternatively could be the result of CO2 pickup from the air during handling [222].  

Increasing the calcination temperature to 700 °C resulted in significant levels 

of other secondary phases (Figure 4.7); ɓ-tricalcium phosphate, ɓ-TCP (Ca3(PO4)2, 

ICDD ref: 04-008-8714 [223, 224]), along with small amounts of dicalcium 

phosphate anhydrate, DCPA (CaHPO4, ICDD ref: 01-070-0360 [225]) and calcium 

oxide (CaO, ICDD ref: 04-003-7161 [226]).  

Whilst evaporation of un-reacted triethyl phosphite from the sol or gel could 

contribute to a net excess of Ca, leading to CaCO3 formation in the 500 °C sample 

for example, the other secondary phases observed after heating a gel to 700 °C may 

be a result of thermal decomposition of HA. Previous studies suggest HA may 

decompose above temperatures as low as 600 °C [227]. Increasing the calcination 
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temperature to 700 ÁC and above, causes the decomposition of HA into ɓ-TCP and 

CaO, following the proposed reaction [227, 228]: 

Ca10(PO4)6(OH)2 Ÿ 3Ca3(PO4)2 + CaO + H2O  (4.1) 

To confirm this, the Sigma-Aldrich powder was subject to calcination for 1 

hour at both 700 °C and 800 °C. X-ray powder diffraction patterns for these samples 

are shown in Figure 4.8, and it is noted that the onset of decomposition, of HA to ɓ-

TCP, began at 700 ÁC, with a greater amount of ɓ-TCP formed at 800 °C. 

The decomposition temperature of HA may be strongly dependent on the 

particle characteristics and synthesis route for the HA powder [228, 229].  

In the present work, the calcium carbonate phase observed in the 500 °C sol-

gel sample, which could be due to evaporative losses of the phosphite precursor 

reagent (see Figure 4.3), would be expected to decompose to calcium oxide at 700 

°C. However carbonated apatite has been shown to decompose at temperatures as 

low as 400 °C [230] . This could explain the absence of CaCO3, and presence of 

CaO, in the 700 °C sol-gel powder [231].  

 


























































































































































































































































































































































































