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Abbreviation List 

 

ALI = air-liquid interface;  

BEBM = bronchial epithelial basal cell medium;  

BEGM = bronchial epithelial cell growth medium;  

CBF = ciliary beat frequency;  

FP = fluticasone propionate;  

HPLC = high-performance liquid chromatography;  

ICS = inhaled corticosteroid;  

pMDI = pressurised metered dose inhaler; 

NGI = next generation impactor.  
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Abstract 

 

Background. Inhaled corticosteroids are the main prophylactic treatment for asthma and 

diseases including COPD yet the interaction of inhaled corticosteroid particles with the ciliated 

epithelium remains unclear.  

Research question. To investigate the earliest interaction of aerosolised fluticasone propionate 

particles with human ciliated respiratory epithelium. 

Methods. A bespoke system was developed to allow aerosolised fluticasone propionate 

particles to be delivered to ciliated epithelia cultures by nebulisation and from a pMDI via a 

spacer with interactions observed in real time using high-speed video microscopy. Interaction 

with non-respiratory cilia was investigated using steroids on brain ependymal ciliary cultures. 

The dissolution rate of steroid particles was determined.  

Results. Fluticasone propionate particles delivered by aerosol attached to the tips of rapidly 

beating cilia. Within 2 hours, 8.7±1.8% (nebulisation) and 12.1±2.1% (pMDI via spacer) of 

ciliated cells had one or more particles attached to motile cilia. These levels decreased to 

5.8±1.6% (p=0.59; nebulisation) and 5.3±2.2% (p=0.14; pMDI via spacer) at 24 hours. Particle 

attachment did not affect ciliary beat frequency (p>0.05) but significantly (p<0.001) reduced 

ciliary beat amplitude. Steroid particles also attached to the tips of motile  ependymal brain 

cilia and also reduced beat amplitude (24 hours: >2 particles bound p<0.001). Dissolution of 

fluticasone propionate particles was slow with only  22.8 ± 1.3% of nebulised and 12.8 ± 0.5% 

of pMDI delivered drug dissolving by 24 h. 

Conclusions. Fluticasone propionate particles adhere to the tips of rapidly moving cilia with 

significant numbers remaining bound at  24 hours, resisting the shear stress generated by ciliary 

beating. In vivo, this mechanism may predispose to high local drug concentrations and enhance 

respiratory and systemic corticosteroid exposure. 
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Introduction 

 

Inhaled corticosteroids (ICS) are the mainstay prophylactic treatment for asthma and are also 

widely used in other respiratory diseases, including chronic pulmonary obstructive disease 

(COPD). Corticosteroids enter cells through the glucocorticoid NR3C1receptor , supressing 

inflammatory mediators via transcriptional changes in the cell nucleus 1. Whilst suppression of 

inflammation is associated with clinical benefit, inhaled corticosteroid use has been linked to 

adrenal suppression 2. There is also debate as to whether inhaled corticosteroids increase the 

risk of pneumonia 3-6 and apoptosis of cells lining the respiratory epithelium 4, 7-10.  

While much is known about the delivery and action of inhaled corticosteroids, the initial 

interaction of inhaled corticosteroid particles with the ciliated epithelium has not been 

investigated.  

The aim of this study was to provide insight into the earliest interactions of aerosolised steroid 

particles with human ciliated respiratory epithelium. To do this we developed a bespoke system 

that delivered aerosolised drugs to ciliated primary human epithelial cultures under direct 

observation using high-speed video microscopy. We demonstrated for the first time that 

particles of fluticasone propionate bound to the tips of rapidly moving cilia, with many still 

bound 24 hours later. Binding to cilia was independent of the aerosol drug delivery system 

used and did not rely on overlying mucus as similar binding was seen to the tips of motile brain 

ependymal cilia.  
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Methods 

 

Primary cell cultures 

Human respiratory epithelial samples were obtained from three healthy individuals and one 

chronic obstructive pulmonary disease (COPD) patient 11 (Supplementary table 1). Ethical 

approval was obtained through the Living Airway Biobank (REC reference 14/NW/0128) and 

UCL Research Ethics (reference 4735/001). 

Epithelial brushings were grown to a ciliated epithelium at an air-liquid interface (ALI) as 

previously described 11, 12. Experiments were carried out on fully differentiated ciliated cultures 

35 days after exposure at ALI on the day of rinsing. 

Rat brain ependymal cells were cultured as previously described 13. After 7-14 days, a ciliary 

phenotype was observed by using high-speed video microscopy. Experiments were carried out 

in artificial cerebrospinal fluid (aCSF; 10mM HEPES, 140mM NaCl, 4mM KCl, 2mM MgCl2, 

2mM CaCl2,, 10mM D-glucose, pH 7.35).   

 

Aerosol delivery to ciliated cells 

Two different aerosol delivery methods were used to generate aerosol particles of fluticasone 

propionate: a) fluticasone propionate (2mg/2ml Flixotide, GSK, UK) nebulised via a jet 

nebuliser, AeroEclipse XL (Trudell Medical International, UK); b) fluticasone propionate 

(250g/actuation; Evohaler® GSK, UK) administered from a pressurised metered dose inhaler 

(pMDI) via an antistatic spacer device (InspiraChamber®; InspiRx, US). The valve of the 

holding chamber was removed to allow drug to settle directly on to cultures.  

A system was developed that allowed nebulisation directly onto the surface of respiratory 

ciliated cell cultures at ALI (Supplementary Figure 1.A). This allowed the impaction of 

fluticasone particles on the surface of cells and their interaction with cilia to be observed in 

real-time and recorded using high-speed video microscopy (Motion Pro 4x camera (IDT, US); 
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Orca flask 4.0 camera (Hamamatsu, Japan); Nikon Ti Eclipse microscope (Nikon, Japan). 

Aerosol generated from the nebuliser passed via an aluminium tubing to the cultures to negate 

effects of static charge. A series of vents were placed in the aluminium tubing in close 

proximity to the ALI culture surface to reduce the pressure on the surface of the cultures from 

the aerosol-laden air generated by jet nebulisation. To more closely mimic physiological 

conditions the system was enclosed in inner and outer chambers maintained at 37C. 

Fluticasone propionate was nebulised for 30 seconds and aerosol allowed to settle on the 

cultures for a further minute.  

The second delivery method consisted of a pMDI attached to an antistatic spacer, that had the 

valve removed to allow drug to settle on the cultures (Supplementary Figure 1.B). The 

mouthpiece of the spacer was positioned vertically, immediately above the ciliated cell 

cultures. The pMDI was primed by firing a shot to waste, then was shaken and immediately 

actuated into the spacer with the mouthpiece of the spacer sealed with parafilm to prevent the 

direct force of the high velocity on the culture. The parafilm over the mouthpiece was removed 

allowing aerosol to settle onto the culture. To encourage deposition of fluticasone propionate 

the pMDI was removed from the spacer immediately after actuation and replaced with a 50 ml 

syringe. The syringe was discharged slowly creating a flow of approximately 60 ml/min gently 

pushing air-containing aerosol from the spacer onto the culture below. The spacer was left in 

situ for 1 minute and the procedure repeated.  

Cultures were observed using the high-speed video microscopy and videos recorded to 

determine the number of ciliated cells, the attachment of fluticasone particles bound to cilia, 

ciliary beat frequency (CBF) and ciliary beat amplitude. CBF was determined as previously 

described 11, 13.  
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Ciliary beat amplitude was determined by measuring the distance between the beginning and 

the end of the forward stroke. The measured amplitude was calibrated with the corresponding 

objective lenses and converted in µm.  

Statistical analysis was performed in GraphPad Prism 7.0. One- or two-way ANOVA were 

conducted as appropriately, and the significance was presented as * unless specified in the 

figure legends. All results are presented in mean±SEM.  

 

Aerosolised fluticasone propionate analysis  

A next generation impactor (NGI, Copley Scientific, UK)  14  was used at 15 L/min (±0.5 

L/min) to determine the aerodynamic particle size of fluticasone propionate from (A) the 

AeroEclipse XL nebuliser  nebulised for 1 minute, and (B) the pMDI delivered via the spacer.  

The pMDI was shaken before each actuation.  

To the determine the drug dose delivered to the surface of the culture from nebuliser and 

pMDI/spacer  a 13 mm round glass coverslip coated with glycerol was placed in the cell culture 

well. Delivery of drug was performed as described above for the ciliated cultures and coverslips 

then rinsed with 1 ml of methanol.  

Fluticasone propionate collected was analysed by HPLC (Agilent Technologies HPLC 1200 

series, Germany). Chromatography was performed by injecting 20 l of each sample in a 5 µm 

HyPURITY C18 column (250 mm length, 4.6 mm i.d., Thermo Fisher Scientific, UK) in 

methanol: acetonitrile (60:40, v/v), at 25ºC and a flow rate of 1ml/min. A UV wavelength of 

242 nm was used for detection. Calibration solutions were ranged from 1 to 100 µg/ml. Four 

different calibrations were prepared and analysed. 

 

Dissolution rate of fluticasone propionate  
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The respirable particle fraction of fluticasone propionate aerosols was sampled from an 

Evohaler 250 µg/actuation pressurised metered dose inhaler (2 actuations) and a Pari LC Sprint 

jet nebuliser aerosolising fluticasone propionate (Flixotide suspension 0.5 mg/2 mL, 5 min of 

operation). Particles were collected on a 24-well Transwell insert where the polyester 

membrane was replaced with a glass microfibre filter according to the method of 

Rohrschneider et al. 15. The Transwell insert was placed in the second stage of a twin stage 

impinger, as described by Grainger et al.16. Dissolution was initiated by transferring the 

Transwell insert into a well containing 600 µl of dissolution medium (sodium dodecyl sulfate 

0.1% w/v in phosphate buffered saline) with the same solubilising capacity towards fluticasone 

propionate as a biorelevant simulated lung fluid 17, 18. The assay was conducted at 37°C on a 

shaking plate operated at 15 rpm. The dissolution medium was sampled over 24 hours and 

fluticasone propionate concentration determined by HPLC with mass balance used to calculate 

the percentage of fluticasone propionate dissolved at each timepoint. 

The dissolution data were analysed by plotting the cumulative percentage of dissolved FP 

against time and fitting a Korsmeyer-Peppas model 19, 20 to determine the dissolution rate 

constant. 

𝐹 =  𝑘𝐾𝑃 ∙ 𝑡𝑛 

where F is the fraction of drug dissolved in time t, kKP is the dissolution rate constant, n is the 

diffusional exponent indicating the dissolution mechanism 21. 
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Results 1 

 2 

Fluticasone propionate particles bind to motile cilia 3 

 4 

The amount of fluticasone propionate contained in particles of different aerodynamic diameters 5 

following nebulisation or delivery form the spacer is shown in Figure 1. The AeroEclipse XL 6 

produced a higher proportion of larger fluticasone propionate particles (e.g. aerodynamic 7 

diameter >3.3µm 67.5±4.5%: pMDI spacer combination 19.7±8.2%). 8 

The total (meanSEM) amount of fluticasone propionate depositing on the surface of the ALI 9 

culture inserts was 2.47±0.08 µg following 30-second nebulisation (2mg/2ml), and 1.77±0.42 10 

µg following delivery from the pMDI spacer combination (3 actuations, 250 µg/actuation). 11 

The impaction of fluticasone propionate particles onto ciliated cultures was observed in real-12 

time using video microscopy and studied using slow motion replay. Fluticasone propionate 13 

particles impacting on the cultures were immediately propelled by ciliary activity across the 14 

culture (Supplementary video 1.A). Particles of fluticasone propionate were observed to bind 15 

to the tips of rapidly beating cilia with the earliest binding seen within seconds of aerosolization 16 

of the drug by either delivery system onto cultures.  17 

It was possible to discern when one or two particles were attached to the beating cilia on an 18 

individual ciliated cell. However, a significant number of cells had multiple particles attached 19 

to their cilia making it difficult to count the exact number. Results are therefore expressed as 20 

the number of ciliated cells with either no particle or, one, two or multiple fluticasone 21 

propionate particles bound to the tips of motile cilia divided by the total number of ciliated 22 

cells observed. 23 

Multiple areas of each culture were studied and each point on the graphs represents a separate 24 

field of view. Two hours following nebulisation (Figure 2.A) 8.71.8% of the ciliated cells 25 
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observed had either 1, 2 or multiple fluticasone propionate particles attached to their cilia. 1 

There was a significant decrease in particle binding (8.71.8% to 5.8±1.5%: p=0.05) 24 hours 2 

after nebulisation. Following delivery by the pMDI and spacer combination (Figure 2.B), 3 

12.1±2.1% of the ciliated cells had either 1, 2 or multiple fluticasone propionate particles 4 

attached to their cilia after 2 hours. A non-significant reduction (5.3±2.2%: p=0.83) in the 5 

number of ciliated cells with fluticasone propionate particles bound to motile cilia was seen at 6 

24 hours. 7 

 8 

Particle binding reduces ciliary beat amplitude.  9 

 10 

No reduction in ciliary beat frequency was seen following binding of fluticasone propionate 11 

particles delivered by nebulisation or by the pMDI/spacer combination (Figure 3).  12 

However, a reduction in ciliary beat amplitude was seen following fluticasone propionate 13 

binding. A significant decrease in ciliary beat amplitude was observed, following nebulisation, 14 

when 2 fluticasone propionate particles were attached to beating cilia on a cell at 2 hours 15 

(p<0.01), but not at 24 hours (p=0.07) (Figure 4.A). 16 

A significant reduction in ciliary beat amplitude was also detected when 1 or more particles of 17 

fluticasone propionate attached to cilia when observed at 2 and 24 hours after delivery via the 18 

pMDI spacer combination (Figure 4.B). 19 

 20 

Secreted mucus is unnecessary for particle binding 21 

To determine if the mucus layer overlying respiratory cilia is required for fluticasone 22 

propionate binding to cilia, fluticasone propionate particles were nebulised to cultures of rat 23 

brain ependymal that beat in a fluid environment in the absence of an overlying mucus layer 24 
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(Supplementary video 1.B). Twenty different fields of view from ependymal cultures were 1 

examined (Figure 5). 2 

Two hours after nebulisation, binding of single particles of fluticasone propionate to ciliated 3 

cells was observed, but no ciliated cells had two or more particles attached (Figure 5.A).  4 

However, there was a non-significant increase in the proportion of ependymal cells with 5 

fluticasone propionate particles bound to motile cilia at 24 hours (24.5±6.0%, p=0.41) 6 

compared to 2 hours (5.5±2.6%). 7 

The mean ciliary beat frequency in control cultures was 19.71.1Hz at 2 hours and 19.81.0Hz 8 

at 24 hours (Figure 5.B). Binding of fluticasone propionate particles to cilia did not alter ciliary 9 

beat frequency at 2 hours or after 24 hours. 10 

The ependymal ciliary beat amplitude in control wells were 11.90.5m and 12.00.9m at 2 11 

hours and 24 hours respectively (Figure 5.C). A significant reduction in ependymal ciliary beat 12 

amplitude was only observed when multiple particles of fluticasone particles were attached to 13 

cilia on an individual cell at 24 hours (>2 particles 6.60.8m: p<0.01).  14 

 15 

Fluticasone propionate particles dissolve slowly 16 

 17 

We aerosolised fluticasone propionate from the pMDI and nebuliser on to Transwells and 18 

conducted a biorelevant dissolution assay. The amount of fluticasone propionate deposited on 19 

the glass fibre filter in the second stage of a twin stage impinger was established by mass 20 

balance, with 76.09 µg ± 3.01 and 30.82 ± 3.74 µg fluticasone propionate deposited by the 21 

Evohaler (250 mcg/actuation; Evohaler® GSK, UK) and fluticasone propionate suspension 22 

(0.5 mg/2ml, Flixotide, GSK, UK), respectively. After 24 h, 22.75 ± 1.31% of the mass of 23 

fluticasone propionate deposited by nebuliser and 12.77 ± 0.52% of the mass delivered by 24 

pMDI had dissolved. The profiles demonstrated that fluticasone propionate particles are slow 25 
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to dissolve with a dissolution rate constant (kKP) of ~8 %/h for the nebuliser and ~2 %/h for the 1 

pMDI formulation when modelled from with a sigmoidal Korsmeyer-Peppas function (Figure 2 

6).  Further, the diffusional exponent (n) was 0.3 for nebulised drug and 0.6 for pMDI delivered 3 

drug, implying that the drug release mechanisms from the FP particles were Fickian diffusion 4 

and anomalous transport, respectively.  While the drug release via the Fickian model is 5 

governed by solvent transport rate or diffusion, both diffusion and structural relaxation 6 

contribute to the drug release mechanism in non-Fickian or anomalous transport.  Differences 7 

in formulation and/or aerosol generation by nebuliser and pMDI devices may affect the 8 

physicochemical characteristics of the drug particles, leading to the differences observed in the 9 

drug release profiles.  These in vitro dissolution rates indicate that fluticasone is likely to persist 10 

in particulate form continually releasing drug for many hours after delivery to the airways.  The 11 

persistence of solid particles over 24 h in the dissolution assay corresponded with what was 12 

observed in the ciliated respiratory culture experiments.13 
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Discussion 1 

This study provides, for the first time, insight into the earliest interactions of aerosolised steroid 2 

particles with human ciliated respiratory epithelium. Significant numbers of fluticasone 3 

propionate particles, delivered by either nebulisation or from a pMDI via a spacer device, 4 

adhered to the tips of rapidly moving cilia, with many particles remaining bound to ciliary tips 5 

after 24 hours. Although particles bound to the tips of cilia did not have a significant effect on 6 

ciliary beat frequency, they significantly affected ciliary function by reducing ciliary beat 7 

amplitude. Fluticasone propionate particles also bound to the tips of motile brain ependymal 8 

cilia that beat in cerebrospinal fluid in the absence of overlying mucus suggesting binding is 9 

not exclusive to respiratory cilia and that the mucus layer overlying respiratory cilia is not 10 

essential for binding. 11 

 12 

Traditionally, experiments on respiratory epithelial cells have involved addition of solutions or 13 

suspensions of drugs, pollutant particles and pathogens to cultures. While valuable information 14 

has been obtained from such studies, most medicines, particles and microbes that reach the 15 

airway lumen are inhaled as aerosols. In an attempt to more closely mimic the in vivo situation, 16 

we developed bespoke aerosolization systems that allowed direct delivery of fluticasone 17 

propionate to the surface of human ciliated epithelial cells under direct observation using high-18 

speed video microscopy. When fluticasone propionate was delivered by nebulisation high-19 

speed video photography allowed real-time observation of particles impacting on ciliated 20 

cultures and initial particle movement. Although we report measurement of binding at two 21 

hours, initial binding of fluticasone particles to the tips of some rapidly moving cilia was seen 22 

within seconds. Binding of fluticasone propionate delivered by nebulisation or from a pMDI 23 

via a spacer suggests binding is not dependent on the delivery system used.     24 

 25 
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Our pilot experiments (data not shown) using nebulised fluticasone propionate showed it 1 

resulted in ciliary stasis following aerosolization and that ciliary stasis was reversible on rinsing 2 

the surface of cultures with cell culture fluid. These findings are consistent with reports of 3 

ciliary stasis when nasal sprays of budesonide and fluticasone propionate were added to ciliated 4 

cultures 22, 23. Stasis in these studies was linked to preservatives used. Our results support this 5 

in that resuspension of fluticasone propionate particles in cell culture fluid prior to nebulisation 6 

abolished ciliary stasis. We therefore nebulised fluticasone propionate particles suspended in 7 

cell culture fluid for this study.  8 

 9 

As mentioned, binding of fluticasone propionate particles to the tips of cilia did not affect 10 

ciliary beat frequency but significantly affected ciliary function by reducing ciliary beat 11 

amplitude. We have previously shown ciliary beat frequency to be maintained despite marked 12 

effects on ciliary beat pattern in certain phenotypes of primary ciliary dyskinesia and following 13 

viral infection 24-26 suggesting ciliary beat frequency alone is a poor measure of ciliary function. 14 

Our fluticasone propionate results strongly imply that studies where only ciliary beat frequency 15 

are used to assess ciliary function may have missed significant alterations in ciliary function 16 

and should be interpreted with caution 27. 17 

 18 

To help determine if mucus overlying respiratory cilia was involved in particle binding, we 19 

repeated experiments using ciliated cultures of the brain ependymal layer, where cilia beat in 20 

cerebrospinal fluid in the absence of overlying mucus. The attachment of fluticasone particles 21 

to the tips of rapidly beating ependymal cilia confirmed our hypothesis that the presence of 22 

mucus is not critical to binding. As with respiratory cilia, binding of particles to the tips of 23 

ependymal cilia did not affect ciliary beat frequency but significantly reduced ciliary beat 24 

amplitude. 25 
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 1 

Fluticasone Propionate is not thought to be metabolised in the lungs with the fraction of drug 2 

inhaled contributing significantly to systemic availability 28, 29. Indeed, absorption via the 3 

gastrointestinal tract is so low that systemic effects are thought to arise from drug absorbed 4 

from the lung 30, 31. As fluticasone propionate is absorbed almost exclusively by the lung, the 5 

high terminal half-life values of ten hours reported after inhalation indicate relatively long 6 

residence times 32, 33. The long half-life identified from plasma pharmacokinetic studies is 7 

supported by Esmailpour and colleagues (1997) who showed fluticasone propionate is retained 8 

in the lung tissue of patients for a long time, with drug detectable in lung tissue up to 21 hours 9 

after inhalation 34. Although particles of fluticasone propionate trapped in mucus, following 10 

inhalation, would release drug during mucociliary transport out of the lungs it is likely that a 11 

proportion exit the lung prior to full dissolution. It is possible however, that prolonged binding 12 

of poorly soluble fluticasone propionate particles to ciliary tips may result in prolonged and 13 

increased release of drug with enhanced systemic absorption. It is likely that binding also 14 

results in a high local tissue dose. Thorsson and colleagues (1997) showed that the average 15 

plasma concentration of fluticasone propionate is approximately 1.7 times higher after multiple 16 

inhalations from a Diskhaler than after a single dose 35. The authors speculated that extensive 17 

distribution into tissues might have been the cause of the delayed elimination seen in plasma 18 

concentrations. Our results suggest it is possible that binding of drug particles to cilia may 19 

result in a previously unrecognised ‘depot’ dose that may help to explain these findings. 20 

 21 

Particle persistence for greater that twenty-four hours was demonstrated in the dissolution 22 

assay. Systemic absorption of fluticasone propionate from aerosol particles depositing in 23 

ciliated central lung region can be dissolution rate-limited due to non-sink conditions that arise 24 

as a result of slow drug permeation of the airway epithelium. In contrast, the aerosol fraction 25 
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depositing in the alveolar region comprises finer sized particles that will dissolve more readily, 1 

particularly under sink conditions provided by the large alveolar surface area and rapid 2 

absorption of solubilised fluticasone propionate from the alveolar fluid lining to blood. For the 3 

slowly dissolving particles deposited in the airways, binding to cilia will be important in 4 

avoiding clearance of fluticasone propionate from the lungs with mucus.  The dissolution assay 5 

mimics the environment in the airways in that the membrane restricts transfer of solubilised 6 

fluticasone propionate away from the deposited aerosol particle surface resulting in an initial 7 

faster dissolution rate followed by a prolonged slower phase. A number of factors influence 8 

dissolution rate including (i) particle deposition density, which was greater in the dissolution 9 

assay than would be found at the airway mucosal surface and probably accounted for the slower 10 

dissolution rate of the pMDI-derived particles compared to the nebulised particles despite their 11 

smaller particle size (geometric diameter was not measured, but is likely to vary in the same 12 

dimension as the aerodynamic particle size), (ii) binding of multiple particles by individual 13 

cilia, which may reduce dissolution rate due to particles’ proximity to each other, and (iii) rapid 14 

beating of cilia, which provides a stirring mechanism that might promote dissolution.   15 

 16 

In summary, aerosolised particles of fluticasone propionate adhere to rapidly moving 17 

respiratory cilia, some remain bound after 24 hours, and this binding reduces ciliary beat 18 

amplitude.  This binding may result in a ‘depot’ dose with prolonged release of fluticasone 19 

propionate affecting plasma levels and exposing local tissue to high concentrations of steroid.   20 

 21 

Acknowledgement.  22 

 23 

Funding information. This research is supported by the NIHR GOSH BRC and the Living 24 

Airway Biobank. The views expressed are those of the authors and not necessarily those of the 25 

NHS, the NIHR or the Department of Health.  26 



Lee 18 

Authour contributions. COC had full access to all of the data in the study and takes 1 

responsibility for the integrity of the data and the accuracy of the data analysis, including and 2 

especially any adverse effects. COC, SS and BF conceived and designed the study. DDHL, 3 

WT, AS, PR and JC designed and performed the experiments. DDHL, DC, WT, JC, CMS, SS, 4 

BF, COC contributed substantially in data analysis, interpretation and the writing of the 5 

manuscript. Finally, we would like to pay tribute to the generosity, kindness and warm nature 6 

of Acom Sornsute who passed away on 17/11/2019.  7 

Author Disclosure Statement. Prof. Christopher O’Callaghan receives project research 8 

funding from InspiRx and from GlaxoSmithKline (GSK). Jonathan Coppel is a director and 9 

shareholder of a startup medical device company, Panthair Ltd. The company aims to develop 10 

a new valved holding chamber for use in low resource settings. The company has generated no 11 

revenue to date and the work of this manuscript does not directly relate to the work of the 12 

company. All the other authors declare that there is not potential conflict of interest 13 

Role of sponsors: The sponsor had no role in the design of the study, the collection and 14 

analysis of the data, or the preparation of the manuscript. 15 

 16 



Lee 19 

References 

 

1. Holgate ST and Polosao R. Treatment strategies for allergy and asthma. Nat Rev 
Immunol. 2008;8:218-230. 

2. Todd GRG, Acerini CL, Ross-Russell R, Zahra S, Warner JT, and McCance D. Survey of 
adrenal crisis associated with inhaled corticosteroids in the United Kingdom. Arch Dis 
Child. 2002;87:457-461. 

3. Barnes PJ. Inhaled Corticosteroids in COPD: A Controversy. Respiration. 2010;80:89-
95. 

4. Dorscheid DR, Wojcik KR, Sun S, Marroquin B, and White SR. Apoptosis of airway 
epithelial cells induced by corticosteroids. Am J Resp Crit Care. 2001;164:1939-1947. 

5. Finney L, Berry M, Singanayagam A, Elkin SL, Johnston SL, and Mallia P. Inhaled 
corticosteroids and pneumonia in chronic obstructive pulmonary disease. Lancet Resp 
Med. 2014;2:919-932. 

6. Suissa S, Coulombe J, and Ernst P. Discontinuation of Inhaled Corticosteroids in COPD 
and the Risk Reduction of Pneumonia. Chest. 2015;148:1177-1183. 

7. Janson C, Stratelis G, Miller-Larsson A, Harrison TW, and Larsson K. Scientific rationale 
for the possible inhaled corticosteroid intraclass difference in the risk of pneumonia 
in COPD. Int J Chron Obstruct Pulmon Dis. 2017;12:3055-3064. 

8. MacRedmond RE, Singhera GK, Wadsworth SJ, Attridge S, Bahzad M, Williams K, 
Coxson HO, White SR, and Dorscheid DR. Fluticasone Induces Epithelial Injury and 
Alters Barrier Function in Normal Subjects. J Steroids Horm Sci. 2014;5. 

9. Morjaria JB, Rigby A, and Morice AH. Inhaled Corticosteroid use and the Risk of 
Pneumonia and COPD Exacerbations in the UPLIFT Study. Lung. 2017;195:281-288. 

10. White SR and Dorscheid DR. Corticosteroid-induced apoptosis of airway epithelium - 
A potential mechanism for chronic airway epithelial damage in asthma. Chest. 
2002;122:278s-284s. 

11. Hirst RA, Jackson CL, Coles JL, Williams G, Rutman A, Goggin PM, Adam EC, Page A, 
Evans HJ, Lackie PM, O'Callaghan C, and Lucas JS. Culture of Primary Ciliary Dyskinesia 
Epithelial Cells at Air-Liquid Interface Can Alter Ciliary Phenotype but Remains a 
Robust and Informative Diagnostic Aid. Plos One. 2014;9. 

12. Butler CR, Hynds RE, Gowers KHC, Lee DDH, Brown JM, Crowley C, Teixeira VH, Smith 
CM, Urbani L, Hamilton NJ, Thakrar RM, Booth HL, Birchall MA, De Coppi P, Giangreco 
A, O'Callaghan C, and Janes SM. Rapid Expansion of Human Epithelial Stem Cells 
Suitable for Airway Tissue Engineering. Am J Resp Crit Care. 2016;194:156-168. 

13. Hirst RA, Rutman A, and O'Callaghan C. Hydrogen peroxide at a concentration used 
during neurosurgery disrupts ciliary function and causes extensive damage to the 
ciliated ependyma of the brain. Child Nerv Syst. 2009;25:559-561. 

14. Barry PW and O'Callaghan C. The output of budesonide from nebulizers. J Allergy Clin 
Immun. 1998;102:321-322. 

15. Rohrschneider M, Bhagwat S, Krampe R, Michler V, Breitkreutz J, and Hochhaus G. 
Evaluation of the Transwell System for Characterization of Dissolution Behavior of 
Inhalation Drugs: Effects of Membrane and Surfactant. Mol Pharm. 2015;12:2618-
2624. 



Lee 20 

16. Grainger CI, Saunders M, Buttini F, Telford R, Merolla LL, Martin GP, Jones SA, and 
Forbes B. Critical Characteristics for Corticosteroid Solution Metered Dose Inhaler 
Bioequivalence. Mol Pharmaceut. 2012;9:563-569. 

17. Hassoun M, Royall PG., Parry M., Harvey RD., Forbes B. Specification of a synthetic 
human lung fluid simulant. Journal of Drug Delivery Science and Technology. 
2018;467:485-491. 

18. Kumar A, Terakosolphan W, Hassoun M, Vandera KK, Novicky A, Harvey R, Royall PG, 
Bicer EM, Eriksson J, Edwards K, Valkenborg D, Nelissen I, Hassall D, Mudway IS, and 
Forbes B. A Biocompatible Synthetic Lung Fluid Based on Human Respiratory Tract 
Lining Fluid Composition. Pharm Res. 2017;34:2454-2465. 

19. Dash S, Murthy PN, Nath L, and Chowdhury P. Kinetic Modeling on Drug Release from 
Controlled Drug Delivery Systems. Acta Pol Pharm. 2010;67:217-223. 

20. Korsmeyer RW, Gurny R, Doelker E, Buri P, and Peppas NA. Mechanisms of Solute 
Release from Porous Hydrophilic Polymers. Int J Pharm. 1983;15:25-35. 

21. Zhang Y, Huo MR, Zhou JP, Zou AF, Li WZ, Yao CL, and Xie SF. DDSolver: An Add-In 
Program for Modeling and Comparison of Drug Dissolution Profiles. Aaps J. 
2010;12:263-271. 

22. Hofmann T, Gugatschga M, and Koidl B. Influence of preservatives and topical steroids 
on ciliary beat frequency in vitro. Arch Otolaryngol. 2004;130:440-445. 

23. Jiao J, Meng N, and Zhang L. The Effect of Topical Corticosteroids, Topical 
Antihistamines, and Preservatives on Human Ciliary Beat Frequency. Orl J Oto-Rhino-
Lary. 2014;76:127-136. 

24. Chilvers MA, McKean M, Rutman A, Myint BS, Silverman M, and O'Callaghan C. The 
effects of coronavirus on human nasal ciliated respiratory epithelium. Eur Respir J. 
2001;18:965-970. 

25. Smith CM, Kulkarni H, Radhakrishnan P, Rutman A, Bankart MJ, Williams G, Hirst RA, 
Easton AJ, Andrew PW, and O'Callaghan C. Ciliary dyskinesia is an early feature of 
respiratory syncytial virus infection. Eur Respir J. 2014;43:485-496. 

26. Stannard W, Rutman A, Wallis C, and O'Callaghan C. Central microtubular agenesis 
causing primary ciliary dyskinesia. Am J Resp Crit Care. 2004;169:634-637. 

27. Smith CM, Djakow J, Free RC, Djakow P, Lonnen R, Williams G, Pohunek P, Hirst RA, 
Easton AJ, Andrew PW, and O'Callaghan C. ciliaFA: a research tool for automated, 
high-throughput measurement of ciliary beat frequency using freely available 
software. Cilia. 2012;1:14. 

28. Fabbri L, Burge PS, Croonenborgh L, Warlies F, Weeke B, Ciaccia A, and Parker C. 
Comparison of Fluticasone Propionate with Beclomethasone Dipropionate in 
Moderate to Severe Asthma Treated for One-Year. Thorax. 1993;48:817-823. 

29. Lawrence M, Wolfe J, Webb DR, Chervinsky P, Kellerman D, Schaumberg JP, and Shah 
T. Efficacy of inhaled fluticasone propionate in asthma results from topical and not 
from systemic activity. Am J Resp Crit Care. 1997;156:744-751. 

30. Harding SM. The Human Pharmacology of Fluticasone Propionate. Resp Med. 
1990;84:25-29. 

31. Kunka R, Andrews S, Pimazzoni M, Callejas S, Ziviani L, Squassante L, and Daley-Yates 
PT. Dose proportionality of fluticasone propionate from hydrofluoroalkane 
pressurized metered dose inhalers (pMDIs) and comparability with 
chlorofluorocarbon pMDIs. Resp Med. 2000;94:S10-S16. 



Lee 21 

32. Derendorf H. Pharmacokinetic and pharmacodynamic properties of inhaled 
corticosteroids in relation to efficacy and safety. Resp Med. 1997;91:22-28. 

33. Kirjavainen M, Mattila L, Vahteristo M, Korhonen J, and Lahelma S. Pharmacokinetics 
of Salmeterol and Fluticasone Propionate Delivered in Combination via Easyhaler and 
Diskus Dry Powder Inhalers in Healthy Subjects. J Aerosol Med Pulm D. 2018;31:290-
297. 

34. Esmailpour N, Hogger P, Rabe KF, Heitmann U, Nakashima M, and Rohdewald P. 
Distribution of inhaled fluticasone propionate between human lung tissue and serum 
in vivo. Eur Respir J. 1997;10:1496-1499. 

35. Thorsson L, Dahlstrom K, Edsbacker S, Kallen A, Paulson J, and Wiren JE. 
Pharmacokinetics and systemic effects of inhaled fluticasone propionate in healthy 
subjects. Brit J Clin Pharmaco. 1997;43:155-161. 

 

  



Lee 22 

Figures legends 

 

Figure 1. Amount of fluticasone propionate contained in particles of different 

aerodynamic size.  Fluticasone propionate was delivered by (A) nebulisation (2 mg/2 ml); or 

from (B) the pMDI spacer combination (250 g/actuation). Aerolised FP aerodynamic particles 

size was determined using a Next Generation Impactor (NGI): stage 1 (≥14.10µm), stage 2 

(≥8.61µm), stage 3 (≥5.39µm), stage 4 (≥3.3µm), stage 5 (≥2.08µm), stage 6 (≥1.36µm), 

stage 7 (≥0.98µm), and stage 8 (≥0.70µm). Bars represent mean±SEM (n=4). 

 

Figure 2. Interaction of fluticasone propionate (FP) particles and ciliated epithelium. The 

graph shows the number of fluticasone propionate particles attached to ciliated cells divided 

by the total number of ciliated cells observed when delivered by (A) nebulisation or via the 

pMDI spacer combination (B). Binding of particles is shown 2 and 24 hours after 

administration. Results from the nebuliser study represent observation of 57 fields of view of 

cultures from three different subjects. Results from the pMDI spacer combination represents 

observation of 30 fields of view of cultures from three different subjects. The lines in the graph 

represent the mean±SEM values. 

Figure 3. Attachment of fluticasone propionate (FP) particles to cilia and effect on ciliary 

beat frequency (CBF). CBF of cilia on ciliated cells with different numbers of fluticasone 

propionate particles attached following (A) nebulisation and (B) pMDI spacer delivery. Bars 

in the graph represent ciliated cells with different levels of fluticasone propionate binding. For 

each study 3 healthy matching individuals were used. Results are expressed as mean±SEM in 

Hertz (Hz). N/A = not seen 
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Figure 4. Effect of attachment of fluticasone propionate (FP) particles on ciliary beat 

amplitude.  Ciliary beat amplitude of cilia on ciliated cells with different numbers of FP 

particles attached following delivery of fluticasone propionate: (A) nebulisation and (B) pMDI 

spacer delivery. Bars in the graph represent ciliated cells with different levels of fluticasone 

propionate binding. Results are shown as mean±SEM in µm. 

 

Figure 5. Attachment of fluticasone propionate to brain ependymal cilia and effect on 

ciliary function. Fluticasone propionate (FP) particles were nebulised onto submerged cultures 

of brain ependymal cilia. The number of ciliated cells with one or more FP particles attached, 

divided by the total number of ciliated cells, is shown in (A), 2 and 24 hours after delivery. 

Ciliary beat frequency (B) and ciliary beat amplitude (C) of cilia with different numbers of 

particles attached following delivery of FP is shown after 2 and 24 hours. Bars in the graph 

represent ciliated cells with different levels of fluticasone propionate binding. Results are 

shown as (B) mean ± SEM in Hz and (C) mean ± SEM in µm. 

 

Figure 6. Dissolution profile for fluticasone propionate in aerosol particles emitted from 

the nebuliser suspension and pressurised metered dose inhaler (pMDI). The respirable 

fraction of the aerosols was sampled in the second stage of a twin stage Impinger and the 

percentage of drug released from the particles was measured using a Transwell apparatus 

adapted for evaluating the dissolution of orally inhaled drug products. The data points are from 

three dissolution profiles and were fitted with a sigmoidal Korsmeyer-Peppas function. 
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Supplementary material figure and video legends 

 

Supplementary Figure 1. A schematic diagram of the aerosol drug delivery using the jet 

nebuliser. The system developed allow nebulisation directly onto the surface of respiratory 

ciliated cell cultures at ALI. The impaction of fluticasone propionate particles on the surface 

of cells and their interaction with cilia is monitored in real-time and recorded using high-speed 

video microscopy. Aerosol generated from the nebuliser passes to the cultures via an 

aluminium tubing that negates effects of static charge. A series of vents are placed in the 

aluminium tubing in close proximity to the ALI culture surface to reduce the pressure on the 

surface of the cultures from the aerosol-laden air generated by jet nebulisation. The system is 

enclosed in inner and outer chambers maintained at 37oC. B. A schematic diagram of the 

aerosol drug delivery using the pMDI and spacer. (1) The pMDI is actuated through the spacer 

which the filter valve is in absent, and (2) generate an air flow by the cut opened syringe fitted 

into the pMDI holder to deliver the fluticasone particles land onto the ciliated culture on the 

bottom. The artificial air flow is followed by each actuation and then left for a minute before 

next actuation.   

 

Supplementary video 1 (A) Video of the ciliated cell culture with particles of fluticasone 

propionate (arrowed) bound to moving cilia 30 minutes after delivery by nebulisation. 

(B) Video of ciliated rat brain ependymal cultures with particles of fluticasone propionate 

(arrowed) bound to moving cilia 30 minutes after delivery by nebulisation. Videos were 

recorded at 250 frame per second and playing at 25 frames per second. The scale bars represent 

10µm.  
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Supplementary Table 1. Patient and participant information 

Patient / 

Participant 
Disease Airway Gender 

Age group 

(years) 
Smoking History 

Healthy 01 

(GOSH25) 
Healthy Nasal Male 0-9 NA 

Healthy 02 

(BS08) 
Healthy Nasal Male 20-29 NA 

Healthy 04 

(67B) 
Healthy Bronchial Female 0-9 NA 

COPD 01 

(JW0302) 
COPD Nasal Female 80-89 Ex-smoker 

 

Supplementary Table 2. Kinetic parameters from Korsmeyer-Peppas function fitting of 

dissolved FP as a function of time. Data represent mean ± standard deviation, n=3. 

Formulation R2 
Dissolved FP at 

24 h (%) 
kKP (h-1) Exponent, n 

Flixotide nebuliser 0.9826 21.01 ± 1.82 7.99 ± 1.65 0.31 ± 0.05 

Evohaler pMDI 0.9907 12.12 ± 0.98 2.06 ± 0.13 0.56 ± 0.05 
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