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Abstract: Polymer clay nanocomposites (NCs) show remarkable potential in the field of 
drug delivery due to their enhanced barrier properties. It is hypothesised that well dispersed 
clay particles within the polymer matrix create a tortuous pathway for diffusing therapeutic 
molecules, thereby resulting in more sustained release of the drug. As coatings for medical 
devices, these materials can simultaneously modulate drug release and improve the 
mechanical performance of an existing polymer system without introducing additional 
materials with new chemistries that can lead to regulatory concerns. In this study, 
polyurethane organosilicate nanocomposites (PUNCs) coated onto stainless steel wires 
were evaluated for their feasibility as blood compatible coatings and as drug delivery 
systems. Heparin was selected as the model drug to examine the impact of silicate loading 
and modifier chain length in modulating release. Findings revealed that better dispersion 
was achieved from samples with lower clay loadings and longer alkyl chains. The blood 
compatibility of PUNCs as assessed by thrombin generation assays showed that the 
addition of silicate particles did not significantly decrease the thrombin generation lag time 
(TGT, p = 0.659) or the peak thrombin (p = 0.999) of polyurethane (PU). PUNC coatings 
fabricated in this research were not cytotoxic as examined by the cell growth inhibition 
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assay and were uniformly intact, but had slightly higher growth inhibition compared to PU 
possibly due to the presence of organic modifiers (OM). The addition of heparin into 
PUNCs prolonged the TGT, indicating that heparin was still active after the coating 
process. Cumulative heparin release profiles showed that the majority of heparin released 
was from loosely attached residues on the surface of coils. The addition of heparin further 
prolonged the TGT as compared to coatings without added heparin, but a slight decrease in 
heparin activity was observed in the NCs. This was thought to be from competitive 
interactions between clay-heparin that influenced the formation of the ternary complex 
between heparin, ATIII thrombin. In summary, the feasibility of using PUNC as drug 
delivery coatings was shown by the good uniformity in the coating, absence of by-products 
from the coating process, and the release of active molecules without significantly 
interfering with their activity. 

Keywords: Polyurethane; nanocomposite; coatings; heparin; drug delivery 
  

1. Introduction  

Oral or intravenous administration of aggressive anticoagulants and anti-thrombotics is a typical 
approach to prevent device failure in blood related applications and to improve surgical outcomes. In 
the case of coronary stents, warfarin, aspirin and clopidogrel are commonly used peri-operatively and 
for at least 1 year post-operatively [1]. Using anti-thrombotics for long periods of time may introduce 
bleeding and surgical complications as well as longer hospital stays and higher costs [2]. Some of the 
strategies used to improve blood compatibility of polymers and reduce requirements for systemic 
administration of drug therapy are the surface modification of polymers through covalent or  
non-covalent immobilisation with either anti-thrombotic agents, introduce hydrophilic polymer  
chains, or incorporation and release of anti-thrombotic agents directly from the bulk material [3,4]. 
Heparin, a potent anticoagulant drug, interacts strongly with antithrombin III (ATIII) in preventing  
the formation of a fibrin clot and is commonly chosen as a preferred agent in the aforementioned 
device modifications. 

Extensive research has been conducted on the development and evaluation of immobilised heparin 
on polymer surfaces. This has been achieved through a variety of techniques including covalent  
linking via a spacer [5–8], layer-by-layer deposition [9–11], photochemical coupling [12], physical 
adsorption [13], or in the form of block copolymers [14,15]. Conversely, it has been reported that 
heparin can be released from polymers through both ion-exchange mechanisms and via diffusion [16]. 
Control of drug release from polymers can be achieved by a number of approaches, such as modifying 
the composition or morphology of the polymer to decrease the mobility of the drug or the pore size of 
the polymer [17], adding an additional layer or coating to increase the diffusion pathway [18,19], or 
modulating drug distribution to overcome the diminishing release rate [20]. These approaches 
however, involve extra processing steps and introduction of additional materials that may increase both 
the cost and time.  
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In theory, by adjusting the filler content and the dispersion of nanofillers, nanocomposites (NCs) 
could control drug release without the need for chemical modification, additional coatings or extra 
processing steps. This is based on the tortuous pathway model where drugs are released through 
diffusion but are forced to follow a longer path due to the presence of impermeable nanoparticles. 
Interestingly, reports in literature on polymer NCs for blood applications have focused more on the 
development of a blood compatible surface rather than achieving compatibility through controlled 
release of anti-thrombotic molecules [21–23]. In addition, among the NCs reported for blood 
applications, carbon nanotubes were often selected as the nanofiller rather than clay [21,23,24], and 
there have been no reports in using polyurethane organosilicate nanocomposites (PUNCs) for blood 
contacting devices. In the majority of studies cited, materials were also fabricated as films rather than 
as coatings, and are typically not focused on anti-thrombotic applications [25,26].  

Coating polymer clay NCs on metallic surfaces could be extremely useful for devices that have 
good physical properties but poor blood compatibility. In particular, using polyurethane as the matrix 
could provide the coating with elasticity, strength, and good baseline blood compatibility [27]. 
Therefore, the aims of this study were to assess the comparative blood compatibility of PU and PUNCs 
coatings, and explore the potential of using a NC system as a drug delivery system by examining the 
impact of silicate loading and modifier chain length in modulating heparin release. 

2. Results and Discussion  

2.1. Silicate Dispersion 

Transmission electron microscopy (TEM) and X-ray Diffraction (XRD) were used to study the NC 
morphologies achieved in the materials. The spacings determined by XRD for PUNCs at varying clay 
concentrations and different modifier lengths are shown in Table 1. In general, it can be seen that 
samples with higher clay loadings show more clay aggregation than samples with lower clay loadings. 
An increase in spacing was also observed with the use of longer alkyl chain modifiers which is in 
agreement with findings in the literature [28]. There was an absence of peaks for 1 wt % loading in 
both modifier types implying a partially exfoliated or fully exfoliated morphology.  

Table 1. X-ray Diffraction (XRD) results for materials investigated in this study. 

Material 2θ Silicate spacing (nm) 
PU - - 

P12C-1 - - 
P12C-5 3.47 2.55 
P16C-1 - - 
P16C-5 2.71 3.26 

Representative TEM images of both 1 and 5 wt % loading for P12 and P16 taken is displayed in 
Figure 1. The increase in clay content resulted in an increased tendency to form clumps and the use of 
longer chain OM tended to result in smaller clumps, especially between P12C-1 and P16C-1. This was 
consistent with the XRD findings where increased clay loading decreases the silicate spacing and the 
use of longer chain length OM resulted in better dispersion. 
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Figure 1. Representative TEM images of polyurethane organosilicate nanocomposites 
taken at magnifications of 5000× (scale bar = 2 µm) and 100,000× (scale bar = 0.2 µm) for 
1 wt % NCs (a–d) and 5 wt % NCs (e-h). 
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At higher magnifications, both P12 and P16 at 1 wt % loadings showed distinguishable individual 
silicate layers, but still contained regions where clay was not fully exfoliated. However, the XRD 
analysis for both of these NCs did not display a peak for an intercalated morphology. Therefore, by 
combining the results of both TEM and XRD, the structure for NCs modified with 1 wt % loadings 
were classified as partially exfoliated and the absence of peaks from XRD could be due to the distance 
between silicate layers exceeding the detection limit of this particular X-ray diffractometer. Future 
studies could involve the use of small angle x-ray scattering (SAXS) to identify the peaks in the  
1 wt % loaded samples. Moving onto the 5 wt % loadings, the increase in number of dark regions 
confirmed the higher tendency of those samples to form clay aggregates and a well ordered multilayer 
morphology (intercalated) was apparent.  

Based on XRD results, the use of longer chain modifiers appeared to improve dispersion within a 
PUNC system. However, the difference between P12C-1 and P16C-1 shown in Figure 1 did not 
indicate a substantial difference in clay separation. Given that TEM focuses on a small section at very 
high magnification, the images obtained may not represent the general dispersion in the bulk of the 
sample. As indicated previously, although longer chains disperse better, the structure at high clay 
loadings are still intercalated from both XRD and TEM analysis.  

2.2. SEM 

Representative SEM images of PUNC coated coils are shown in Figure 2. Under SEM, the coated 
coils with and without heparin showed similar features and therefore only the coils without heparin 
were displayed. Notably, wires coated with PU showed a smoother surface with minor debris, while 
NCs showed a rougher surface which could be due to impurities during silicate preparation and 
modification. The surface features between 1 wt % and 5 wt % loading were quite similar and the 
differences between P12s and P16s were not obvious. 

Figure 2. Representative SEM images of coated coils taken at 50× (scale bar is 1 mm). 

  

 

  

PU
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Figure 2. Cont. 

  

  

2.3. Cell Growth Inhibition (CGI) 

The biological response between PUNCs and mammalian cell lines was investigated using a cell 
growth inhibition assay. An arbitrary value of 0.7 was used as an indicator in this assay for assessing 
the “acceptable level” of cell inhibition [29,30]. A comparison between PU and PUNCs fabricated 
either as films or coatings is shown in Figure 3. PUNCs at 1 wt % clay loading in both cases produced 
similar levels of inhibition and were not significantly different (p = 0.535). On the other hand, the level 
of inhibition appeared to be lower for PU fabricated as coatings, but were not significantly different  
(p = 0.130) to the films. The similarity in CGI ratio from both fabrication methods suggested that PU 
and PUNCs can be processed by the automated coating system at MCTec BV (Venlo, The 
Netherlands) without introducing by-products or contaminants that can affect the cell viability.  

The CGI assay of coated coils as compared to pristine PU is shown in Figure 4. Both PUNCs 
modified with 16CH3 at 1 wt % and 5 wt % clay loading showed CGI bordering the ‘acceptable limit’ 
of 0.7, but still maintained a high viability of approximately 90%. One of the reasons for cell growth 
inhibition may be the presence of OM in the material extracts. It has been reported in the literature that 
OM during PUNC fabrication could leach out from the material, thus disrupting the cell growth and 
membrane integrity [31]. Since OMs were not bound to silicate surfaces by covalent bonding but 
rather through electrostatic interactions, it is possible that these small molecular weight OM can still 
migrate out of the NC system and impact on the cell growth [31,32]. 
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Figure 3. Comparison of cell growth inhibition of PU and P16C-1 fabricated as films or 
coatings. Data represents a ratio of the number of cells in the test samples against the 
number of cells in the null control (cells in media only). Dotted line defines the threshold 
considered to be an acceptable cell growth inhibition (CGI) level. Mean ± SD (n = 3). 

 

Figure 4. Comparison of cell growth inhibition of PU and PUNCs. Data represents a ratio 
of the number of cells in the test samples against the number of cells in PU control. Dotted 
line defines the threshold considered to be an acceptable CGI level. Mean ± SD (n = 3). 

 

The borderline CGI ratio of these samples however, does not necessarily rule out its use within a 
biological environment. A CGI ratio of 0.7 used in this assay was simply an indicator for assessing the 
cellular growth. Studies have shown that materials exhibiting adverse in vitro behaviour may still show 
appropriate results in vivo [33,34]. The differences between in vitro and in vivo studies may be due to 
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higher localised concentrations of cytotoxic or leachable products in vitro versus a more diluted case in 
an implant [33]. 

2.4. In vitro Heparin Release 

Figure 5 shows the cumulative release profile of heparin from PUNC coils. All samples 
demonstrated a rapid initial burst followed by an early plateau. The total heparin released after 24 or 
48 h is summarized in Table 2, of which PU + H released the most (25% of total heparin) while  
P16C-1 + H released the least (16% of total heparin) after 48 h. There was minor difference in the 
amount of heparin released across all samples between 24 and 48 h as indicated by the plateau in the 
release profile. A slight increase in heparin was observed from P16C-1 + H in Figure 5 after 24 h. 
However, when expressed in terms of percentage released, the increase was only 1–2% over 24 h. This 
showed that the majority of heparin was released from the coils within the first 24 h.  

Although a general trend in the release profile was seen to be related to the clay loading and  
OM chain length, the differences in total heparin released were small. Along with a large burst effect, 
results suggested that the majority of heparin released from the samples may be from loosely attached 
heparin residues on the surface after processing. In addition, the retardation in heparin release with 
increasing clay content was more related to heparin being trapped within the bulk polymer by 
interactions with clay rather than through diffusion.  

Interactions between clay-heparin could actually retard the release if heparin was to follow the 
tortuous pathway model and diffuse out of the polymer. The fact that the release of heparin reached a 
plateau in the early stages, suggested that the trapping of heparin within the bulk polymer could also be 
related to the size of heparin. The conventional heparin used in this study was unfractionated with a 
mean heparin molecular weight of 15,000 Dalton [35]. Future studies involving heparin release could 
use low molecular-weight-heparin (LMWH) with an average molecular weight (MW) of 4500 Dalton 
or other smaller anti-platelet drugs instead [35].  

Table 2. Summary of total heparin released. Mean % ± SD. 

Material 
Total heparin released (% released ± SD) 

24 h 48 h 
PU + H 25 ± 2 25 ± 2 

P12C-1 + H 23 ± 1 24 ± 4 
P12C-5 + H 21 ± 2 21 ± 5 
P16C-1 + H 15 * 16 ± 2 
P16C-5 + H 20 20 ± 2 

* Indicates significant difference compared to PU control (p = 0.0586). 
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Figure 5. Cumulative release of samples incorporated with heparin for 48 h (n = 2). The 
error bars in this figure was neglected for ease of interpretation. There was no significant 
difference in heparin released between 24 to 48 h across all samples. Lines connecting each 
time point were included for a better representation of the trend of the samples. 

 

2.5. Blood Compatibility 

PUNC coated coils were examined for their thrombogenicity as compared to neat PU. Since the 
continuous release of heparin can interfere with the results obtained from the thrombin generation 
assay, a pilot study prior to testing was conducted to examine the effect of washing time on heparin 
activity. The results in Figure 6 suggested that all samples generated similar thrombin generation lag 
times (TGTs) despite the different washing times (p = 0.131). This not only showed that the heparin 
bound on the surface was still active after washing, but a washing time of 24 h prior to experimentation 
was sufficient to remove all loosely attached heparin residues. 

Using coils that were washed for a minimum of 24 h, the average TGT and peak thrombin for the 
coils is illustrated in Figure 7 and 8 respectively. Interestingly, the addition of silicate particles which 
increased the surface roughness and debris on the coating as evidenced by SEM, had no effect on the 
TGTs as compared to neat PU (p = 0.659). This showed that the addition of silicate particles into PU 
did not increase the thrombogenicity of the material and the blood compatibility of PU was still 
maintained. The peak thrombin produced by the NCs without heparin was also similar to the amount 
produced by PU with no significant difference (p = 0.999).  

Despite reports suggesting that the covalent binding of PU with linear alkyl chains (16 carbon chain 
or 18 carbon chain) could reduce the amount of thrombin deposition [36], the results obtained in this 
study showed no observable trends between clay loading and the use of longer OM chains. The 
alkylation of PU surfaces was known to increase the initial adsorption of albumin on the surface which 
reduces platelet and leukocyte adhesion, thereby inhibiting thrombus formation [37,38] It is possible 
that the binding of clay with OM prevented modifiers rising to the surface of the NC, therefore the 
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chances for albumin to interact with free alkyl chains were largely limited. Nevertheless, TGT was 
maintained with the addition of clay, showing that PUNCs can be used in blood related applications. 

In relation to biological activity of the released heparin, coils incorporated with heparin displayed 
significantly longer TGT (p < 0.05) and lower peak thrombin (p < 0.05) than their relative controls. 
This showed that the activity of heparin was preserved and was not lost during the coating process. 
The TGT for PU + H however, was the longest (38.67 min) compared to all heparin loaded samples. It 
is possible that the presence of clay may have an impact on the electrostatic interactions between the 
heparin, ATIII and thrombin, which decreases its activity to inhibit thrombus. The interactions 
between clay-heparin may have neutralised parts of the heparin which in result affected the formation 
of the ternary complex. In physiological conditions, heparin and ATIII were both reported to be 
negatively charged and thrombin being positively charged. The accelerated action of heparin results 
from cooperative electrostatic interaction with thrombin and simultaneous non-ionic with ATIII, where 
tryptophanyl residues in ATIII were regarded as the non-ionic binding sites for heparin [39]. As OMS 
consists of positively charged head groups and regions of negative charges from non-exchanged clay 
surfaces, the interactions between clay-heparin most likely influenced the ability of heparin to  
bind to both ATIII and thrombin. It has been reported that the hydrolysis of a few N-sulfate  
residues (negatively charged) on heparin might be sufficient to terminate the action of heparin in vivo. 
The intra-molecular charge neutralisation after hydrolysis may prevent heparin from adapting a stretch 
out conformation, therefore the interaction sites available with further thrombin is impaired [39]. 

Figure 6. Thrombin generation lag time (TGT) of PU + H and P16C-5 + H under washing 
times of 1 day, 2 days, and 1 week. Data represents mean ± SD. Statistical analysis 
indicated no significant difference between the TGT of samples with respect to  
washing time. 
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Figure 7. TGT for coils with and without heparin conducted with PRP from 2 donors. Data 
represents mean ± SD, n = 3. The TGT of heparin incorporated coils were significantly 
different to coils without heparin (p < 0.05). * Denotes heparin incorporated coils 
significantly different to PU + H. 

 

Figure 8. Peak thrombin of coils with and without heparin conducted with PRP from  
2 donors. Data represents mean ± SD, n = 3. The peak thrombin of heparin incorporated 
coils were significantly different to coils without heparin (p < 0.05). 
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3. Experimental Section  

3.1. Materials 

Polyurethane (PU) was employed in this study as a model elastomer, consisting of 1000 gmol−1 
polytetramethylene oxide (PTMO) soft segment and a 4,4’-methylene diphenyl diisocynate (MDI) and 
1,4-butanediol (BDO) hard segment. The components were combined in the ratio 100:7.5:46.3 
respectively, with 0.003 dibutyltin dilaurate (DBTDL) added as catalyst. The PU was supplied by 
Urethane Compounds (Melbourne, Australia). Unmodified clay Cloisite Na+ natural montmorillonite 
(MMT) with CEC of 92.6 meq/100g clay was obtained from Southern Clay Products. Organic 
modifiers (OM), dodecylamine (12CH3) and hexadecylamine (16CH3) were obtained from  
Sigma-Aldrich Pty Ltd. NMP (1-methyl-2-pyrrolidone) from Acros, USA was used as the solvent. 
Unfractionated heparin (Celsus Laboratories Inc, Cincinnati, OH, USA) was used as received. Heparin 
was present as the sodium salt and the activity was 197 units/mg. 

3.2. Modification of Silicates 

Organically modified silicates (OMS) were produced by cationically exchanging montmorillonite 
with organic modifiers. A 5 wt % solution of NaMMT was prepared in Milli-Q water and left stirring 
at 50 °C for a period of 24 h. Compounds for organic modification were added at 110% of the 
theoretical CEC of MMT and solutions were then stirred vigorously for 24 h at a temperature of 50 °C. 
The OMS was then isolated, dried and passed through a 325-mesh (45 µm) sieve.  

3.3. Nanocomposite Preparation and Coating 

Required amounts of PU and NMP were weighed to achieve 8% w/v PU in NMP suspension and 
stirred for a period of 5 days to ensure that the PU was completely dissolved. PUNC solutions for 
coating were prepared by mixing polymer suspension and modified clay overnight. For PUNCs 
incorporated with heparin, 10 wt % heparin (g heparin/100g PU) dissolved in formamide (Sigma, 
Aldrich, MO, USA) was added to the NC solution. Two types of modifiers were used to prepare NCs: 
dodecylamine and hexadecylamine with prefix labeled as P12 and P16 respectively. A suffix was 
added according to the %OMS and to samples with added heparin (e.g., a NC that contained the OMS 
12CH3MMT at 1% OMS loading + heparin would be identified as P12C-1 + H). PUNCs were labelled 
accordingly as shown in Table 3. 

PU and PUNC were coated on stainless steel wires through an automated coating system at MCTec 
BV (Venlo, The Netherlands). Stainless steel wires (>1000 m, diameter 171 µm) were pulled through 
the polymer solution at 1.1 m/s and guided through a cylindrical oven (maximum temperature 300 °C) 
to evaporate the solvent (NMP). Thickness of the coating was monitored with an in-line continuous 
measurement. Wires used in this study were first coated with 1µm layer of polyether sulphone (PES) 
as a binder. Following that, a second layer consisting of PUNCs (3 µm) with or without heparin was 
coated by the same process.  

The resulting diameter of the coated stainless steel wires was 176 µm. Coated wires were then 
coiled by a speed controllable mandrel and a stainless steel core wire with a diameter of 690 µm was 
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used. Coils of approximately 50 cm in length were made. These coils were used to conduct 
experiments as they allow more surface area with lesser materials. PU and PUNC films were prepared 
by solvent casting. Required amounts of OMS and PU suspension were stirred at 60 °C for 17 h to 
allow polymers to penetrate the clay interlayer. The mixture was then poured into a glass mould  
(220 mm × 70 mm) and the solvent was removed at 60 °C and 400 mbar in a vacuum oven (Binder 
V23) for 48 h. Cast films were stored away from light for 7 days prior to characterisation to allow 
residual solvent to evaporate. 

Table 3. Materials investigated within this study. 

Material ID Tested a OMS 
Loadings (g/100g PU) 
Clay Heparin 

PU F,C - - - 
P12C-1 F,C 12CH3MMT 1 - 
P12C-5 F,C 12CH3MMT 5 - 
P16C-1 F,C 16CH3MMT 1 - 
P16C-5 F,C 16CH3MMT 5 - 
PU + H C - - 10 

P12C-1 + H C 12CH3MMT 1 10 
P12C-5 + H C 12CH3MMT 5 10 
P16C-1 + H C 16CH3MMT 1 10 
P16C-5 + H C 16CH3MMT 5 10 

a Samples fabricated as: F = films; C = coatings. 

3.4. X-ray Diffraction 

XRD is a common technique used to evaluate the spacing between clay layers. The distance 
between the silicate layers (d spacing) was calculated using Bragg’s law (Equation 1), where λ is the 
wavelength of the incident beam, 2θ is the diffraction angle and d is the distance between silicate 
layers. As more polymer penetrates the interlayer, the d-spacing increases and so the diffraction  
angle (θ) decreases. Exfoliation occurs when the spacing is sufficiently large that the reflection  
peaks disappears.  

λ = 2dsinθ (1) 

Samples of ~15 mm × 60 mm were cut into strips selected randomly from the cast sheets. The distance 
between silicate layers in the NC was determined on a Philips PW-1830 X-ray diffractometer with 
CuKα radiation of 0.15406 nm at 40 kV and 40 mA. Strips were scanned from 1.8 to 9° at a rate of 
0.00133°/s and a step size of 0.01°. A 1/12° divergence slit and 1/12° anti-scattering slit was used and 
the data were collected using X’pert Data Collector software. 

3.5. Transmission Electron Microscope (TEM) 

A small section of the cast NC films was cryosectioned using a Leica FC6 Cryo-Ultramicrotome at 
a temperature of −120 °C. Slices were cut at a rate of 0.15–3 mm/s to approximately 90–110 nm in 
thickness and collected onto a 200-mesh copper grid for analysis. Images of the samples were taken 
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using a JEOL 1400 TEM, with an accelerating voltage of 100 kV. Each sample was imaged at multiple 
locations and one representative image of the material was chosen for presentation. 

3.6. Scanning Electron Microscope (SEM) 

The integrity of the coated coils was evaluated using a Hitachi S3400-X SEM. Coils were cut into  
2 cm sections and fixed onto a specimen holder by carbon tape. An accelerating voltage of 10 kV and 
current of 30 mA were used. Each coil was imaged at multiple locations and one representative image 
of the material was chosen for presentation. 

3.7. Cell Growth Inhibition (CGI) Assay 

The model cell lines used to conduct biological assays in this study were L929 mouse fibroblast 
cultured in Eagle’s minimal essential medium (EMEM, Sigma Aldrich) supplemented with 10% foetal 
bovine serum and 1% penicillin/streptomycin (P/S). Cells were seeded at a density of 5 × 104 cells/mL 
(2 mL) into tissue culture dishes (35 mm) and incubated (37 °C, 5% CO2) for 24 h. Coils (4 cm 
sections) or films (punch-cut into 1.5” diameter disc) were sterilised via ethylene oxide (EtO) gas 
(Prince of Wales Hospital, NSW, Australia) and extracted in EMEM media (4 mL) to give  
0.1–0.2 g/mL of extraction vehicle as suggested in AS ISO-10993 [40]. These materials for extraction 
were also incubated for 24 h alongside with the tissue culture dishes. After 24 h, the media were 
removed and replaced with the extraction fluid followed by incubation for a further 48 h. Samples that 
were not exposed to extraction media (null) were replenished with fresh media instead. Following the 
incubation period (48 h), trypsin: osmol (1 mL, 50:50 vol %) was used to detach the cells from the 
dish. The cell number and viability were determined using a Vi-Cell XR Cell viability analyser based 
on trypan blue. Controls used include: EMEM media (null), extraction media, 4% ethanol, 5% ethanol, 
7.5% ethanol.  

CGI was expressed as a ratio of the number of cells in test material to the number of cells in PU 
control. A ratio of 0.7 or higher was considered an ‘acceptable level’ of cell growth inhibition within 
this assay [29,30]. Materials were performed in triplicates and the assay was repeated in triplicates. 

3.8. In vitro Heparin Release 

Heparin released from the coils was measured using the method described by Jaques et al. [41]. The 
method was based on the measurement of the metachromatic activity of heparin with Azure A. Coils 
were cut into 4 smaller sections and released in phosphate buffered saline (PBS, 10 mL) at 37 °C. 
Aliquots (400 µL) were taken at regular intervals and the sink replenished for a total of 24 h. Azure A 
was first dissolved in PBS at 0.1 mg/mL and this solution (60 µL) was added to the sample (150 µL). 
The solution was then mixed and absorbance measured by a spectrofluorometer at 492 nm 
(SpectraMax M2, Molecular Devices, CA, USA). Standards were prepared by a dilution series of 
heparin and PBS. PU coils without heparin was used as a control. The assay was repeated three times, 
where two of the assays were released for a further 24 h (total of 48 h) to determine the point at which 
the drug release profile plateaus.  
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Statistical analysis was performed using a two-way analysis of variance (ANOVA) to assess the 
effects of release time (24 versus 48 h). Individual comparisons between PU and the NCs were made 
with Dunnett’s test. Significant difference was indicated by p < 0.05. 

3.9. Thrombin Generation Assay 

Blood was collected through venipuncture from donors that had not taken aspirin or any 
anticoagulants for at least 2 weeks prior to the experiment. Blood (9 part) was collected in a plastic 
tube containing 0.13 M sodium citrate (1 part). Platelet rich plasma (PRP) was isolated by centrifuging 
whole blood at 200 g for 15 min. 

Each thrombin generation assay was performed with PRP from a single donor to ensure 
consistency. A pilot study was first conducted on samples that have been washed for different periods 
of time. Samples were washed prior to the start of the experiment for 24, 48 h and 7 days. The aim of 
this experiment was to examine if the surface heparin was still active after extensive washing and to 
determine the time required to remove to all residue heparin that could have affected the clotting time. 
Samples tested were PU + H and P16C-1 + H. 

After determining the time required to remove all residue heparin from the pilot study described 
previously, thrombin generation assay was conducted on the coated coils. Two donors on different 
days were tested. Each assay consisted of 4 independent samples and the assay was repeated at least 
three times. The coils were first washed with PBS for at least 24 h (as determined from the pilot study) 
to remove all loosely attached heparin. A fluorogenic substrate for thrombin, Z-Gly-Gly-Arg-AMC 
(Bachem Holding, Bubendorf, Switzerland) was added to PRP to achieve a final concentration of  
400 µM. The PRP was then recalcified by adding CaCl2 (0.5 M stock solution) to a final concentration 
of CaCl2 (20 mM). Recalcified PRP (200 µL) containing the fluorogenic substrate was then quickly 
transferred into 96 well plates that contains the coils. Fluorescence was measured by a 
spectrofluorometer. A kinetic measurement was taken at λex = 368 nm and λem = 460 nm for a total 
duration of 90 min at 30 s interval. Teflon and blank wells were used as a positive and negative  
control respectively.  

The intensity of the readings was then converted into a thrombin concentration in nanomolarity as 
described by Hemker et al. [42]. The resulted thrombin generation curve, as shown in Figure 9 was 
used to determine the thrombin generation lag time (TGT) and peak thrombin. TGT is defined as the 
time at which thrombin rises steeply, marking the start of clotting. The threshold value in this 
experiment is taken at 2 nM and the estimated time between when the blood first contact the material 
to when it rises above 2 nM is the lag time (TGT). Therefore, materials that are more thrombogenic 
have shorter TGTs compared to materials that are less thrombogenic. 

Statistical analysis was performed using a two-way analysis of variance (ANOVA) to assess the 
effects of washing time on TGT. Individual comparisons between PU and NCs were made with 
Dunnett's test. A second two-way analysis (ANOVA) was performed to assess the difference between 
coils with and without heparin. Significant difference was indicated by p < 0.05. 
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Figure 9. Representative thrombin generation curves for: (A) PU and (B) P16C-1. Both 
experiments were simultaneously performed with PRP from a single donor. The time 
between the start of the experiment and the sudden rise in thrombin levels represents the 
thrombin generation lag time (TGT). Notice how the onset of thrombin between the 
controls and samples with heparin differs. 

  

4. Conclusions 

PUNCs were successfully coated onto stainless steel wires with no observable breakage or 
delamination when the wires were coiled. The dispersion of silicates was dependent on both the type of 
modifier and the silicate loading. Better dispersion was achieved with P16C-1 that showed a partially 
exfoliated structure, whereas samples with higher clay loadings and shorter alkyl chains showed an 
intercalated morphology and larger aggregates. The addition of silicate particles resulted in slightly 
lower CGI ratios as compared to pristine PU, but within the acceptable level of inhibition and the cells 
maintained a high viability. Blood compatibility of PUNCs as assessed by thrombin generation assays 
showed that the addition of silicate particles did not significantly decrease the thrombin generation lag 
time or the peak thrombin of PU. Although the addition of heparin in the nanocomposite system 
further improved the thrombin generation lag times, the large burst effect and low amounts of heparin 
released from coils suggested that the release was mainly from loosely attached heparin residues on the 
surface rather than via diffusion from the bulk polymer. This study demonstrated the feasibility of 
using PUNC systems as coatings for blood related applications. The size of the drug, interactions with 
the NC system, and biological activities are all important factors that need to be considered for PUNC 
as a controlled drug delivery system. Future studies will be conducted to assess whether this system 
can provide long term delivery or for dual drug release by selecting drugs that are smaller in molecular 
size and do not exhibit strong charge interactions with the NC system. 
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