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Abstract

Respiratory syncytial virus (RSV) infects most individuals by the age of two years old with
reinfections occurring throughout life. RSV causes a wide spectrum of disease, contributing to
high rates of morbidity and mortality in very young, elderly, and immunocompromised
individuals. Severe RSV infections have been linked to an excessive and deleterious host
immune response that can lead to pulmonary complications such as bronchiolitis. There are
currently no established vaccines against RSV, and new treatments for infection are still in

development and not established in routine practice.

Membrane microdomains (MM) are specialised regions of host cell membranes that play
crucial roles in inflammatory cell signalling and are utilised as platforms for the adsorption and
infection of enveloped viruses such as RSV. Previous studies have reported that a naturally
occurring phosphatidylserine lipid species, SAPS, can perturb MM and the associated
proinflammatory response induced by rhinovirus. | hypothesised that SAPS may be used to
disrupt MM, modulating the immune response and the life cycle of RSV in airway epithelial
cells (AEC)s. | further hypothesised that SAPS inhibitory effects may also prevent subsequent

bacterial co-infection in RSV-infected cells.

AECs were infected with RSV and incubated with SAPS either during infection or at a range
of times post-infection. RSV infected AECs co-incubated with SAPS exhibited significantly
decreased release of CXCL8 and CCL5 up to 48 hours when compared to untreated cells
alone or RSV infected cells co-incubated with the comparative liposome PAPC. Furthermore,
AECs infected with RSV in the presence of SAPS had significantly reduced numbers of
infected cells and subsequent viral replication in comparison to controls. Preliminary data has
also demonstrated that SAPS can significantly reduce the adhesion of Streptococcus

pneumoniae to AECs directly and inhibit subsequent adhesion in RSV-infected cells.



These data demonstrate that SAPS may have potential therapeutic value as a prophylactic

treatment to modulate both RSV infection of AECs and the ensuing inflammatory response.






Acknowledgements

| would like to start by thanking Dr Lisa Parker for giving me the opportunity to work on such
an exciting project for my PhD and the help and support provided over these last few years. |
would also like to say a huge thank you to Professor lan Sabroe who has helped me develop
as a scientist and who made me realise that it is ok to ask for help in difficult times. lan vowed
to see me through to the end of this project despite retirement and | am very grateful! | would
also like to thank Professor Colin Bingle who stepped up to help supervise me during the
COVID-19 pandemic and who has always been there for a chat during both my MSc and PhD.
In addition, thank you to my MSc supervisor Dr Clare Stokes who taught me so much in the

lab alongside Dr Grace Manley.

Thank you to the University of Sheffield, the British Lung Foundation, and The Children’s

Hospital Charity for generously funding me and this work.

| would also like to acknowledge ‘Team Lung’, a terrible nickname for an amazing group of
people who started their PhD journeys with me and who made some of the hardest days more
bearable. A special thank you goes to Dr Kirsty Leigh Bradley whom without her support |
would not have made it through these last 4 years. You have been there through the toughest
times, not only for the PhD, but also outside of work and | am forever grateful. | am so proud

of your amazing achievements so far and you truly deserve it.

Lastly, a huge thank you goes to my mum who is always there no matter what and whose
strength and determination never fails to amaze me, you are incredible. This thesis is
dedicated to you and in loving memory of dad, who manged to keep smiling even in the hardest

of times.






Abbreviation List

A549
AEC
ALI
ATCC
ATP
BEAS-2B
BHI
BPE
c-BD1
CCL5
CD14
CDK
cDNA
CFU
CbpA
COPD
CPE
CTxB
CXCL8
CXR
CX3CL1
CX3CR1
DAB
DAPI
DRM
dsRNA
E. coli
ELISA
F

FBS
FFU
FRET

Adenocarcinomic human alveolar basal epithelial cell
Airway epithelial cell

Air-liquid interface

American Type Culture Collection
Adenosine triphosphate

Bronchial airway epithelial cells

Brain heart infusion (broth)

Bovine pituitary extract

Chinchilla B-defensin 1

Chemokine (C-C motif) ligand 5 (also known as RANTES)
Cluster of differentiation 14
Cyclin-dependent kinase
Complimentary DNA

Colony-forming units

Choline-binding protein A

Chronic obstructive pulmonary disease
Cytopathic effect

Cholera toxin

Chemokine (C-X-C) motif ligand 8 (also known as IL-8)
Carboxy-X-rhodamine

Chemokine (C-X3-C) motif ligand 1
Chemokine (C-X3-C) motif receptor 1
3,3’-Diamino-benzidine

4’ 6-diamidino-2-phenylindole
Detergent resistant membranes
double stranded RNA

Escherichia coli

Enzyme-linked immunosorbent assay
RSV fusion glycoprotein

Foetal bovine serum

Focus forming units

Fluorescence resonance energy transfer

Vi



G
GA-1000
GP

GPI
GPMV
h
HBEC3-KT
HEp-2
HIV
HMPV
HRP
hTERT
1AV
ICAM-1
IFN
IFN-A
IL-1B
IRF
ISG

L

LB

Ld

Lo

LPS
LRT
LRTI

M®
MBCD
MD-2
MDA-5
MDBK
MFI
MM

RSV attachment glycoprotein
Gentamicin sulfate-amphotericin 1000
General practitioner
Glycosylphosphatidylinisotol

Giant plasma membrane vesicles
Hour

Human bronchial epithelial cell
Human epithelial type 2

Human immunodeficiency deficiency virus
Human metapneumovirus
Horseradish peroxidase

Human telomerase reverse transcriptase
Influenza A virus

Intercellular Adhesion Molecule 1
Interferon

Interferon lambda

Interleukin 1 beta

Interferon regulatory factor
Interferon-stimulated gene

Large polymerase protein
Luria-Bertani

Liquid disordered

Liquid ordered

Lipopolysaccharide

Lower respiratory tract

Lower respiratory tract infection
Matrix protein

Macrophage

Methyl-beta-cyclodextrin

Myeloid differentiation factor 2
Melanoma differentiation-associated protein 5
Madin-Darby bovine kidney

Mean fluorescent intensity

Membrane microdomain

Vi



MOI
MTT
MyD88

NK
NADPH
NF-kB
NHBE
NTHi
NOD2
NS
NTHi
OM

PA
PAF-R
PAMP
PAPC
PBMC
PBPla
PC
PCR
PE
PFA
PFU
PG

Pl
PICU
PRR
PS
RIG-I
RLR
RNA
RNP

Multiplicity of infection
3-(4,5-Dimethylthiazol-2-yl)-2,5-diphenyltetrazolium bromide
Myeloid differentiation primary response 88
Nucleoprotein

Natural killer (cell)

Nicotinamide adenine dinucleotide phosphate

Nuclear factor kappa-light-chain-enhancer of activated B cells
Normal human bronchial epithelial

Non-typeable Haemophilus influenzae

Nucleotide binding oligomerisation domain containing 2
Non-structural

Non-typeable Haemophilus influenzae

Otitis media

Phosphoprotein

Phosphatidic acid

Platelet-activating factor receptor

Pathogen associated molecular pattern
1-palmitoyl-2-arachidonoyl-sn-glycero-3-phosphocholine
Peripheral blood mononuclear cell

penicillin binding protein 1a

Phosphocholine

Polymerase chain reaction

Phosphatidylethanolamine

Paraformaldehyde

Plague forming unit

Phosphatidylglycerol

Phosphatidylinositol

Paediatric intensive care unit

Pattern recognition receptor

Phosphatidylserine

Retinoic acid-inducible gene-I

RIG-I-like receptor

Ribonucleic acid

Ribonucleoprotein

viii



RSV

RT gPCR
RV

S

SAPS
SARS-CoV
SEM

SH

SP-A

Spn
SSRNA
Thl/ Th2
TLR

TNFa

TNS

TRIF

URT

URTI
WD-PAEC

Respiratory syncytial virus

Real time quantitative polymerase chain reaction
Rhinovirus

Staurosporine
1-stearoyl-2-arachidonoyl-sn-glycero-3-phospho-L-serine
Severe acute respiratory syndrome-coronavirus
Standard error of the mean

Small hydrophobic

Surfactant protein A

Streptococcus pneumoniae

Single-stranded RNA

T helper cell type 1/ 2

Toll-like receptor

Tumor necrosis factor-alpha

Trypsin neutralisation solution
TIR-domain-containing adapter-inducing interferon-f3
Upper respiratory tract

Upper respiratory tract infection

Well-differentiated primary paediatric airway epithelial cells






Table of Contents

Y 01 1 = V! SRS [
YN (g 0N/ [=To [o =T 0 g T=T | (S iv
WY o] o] =2V = 1T o TN ] SRS Vi
Table Of CONIENIS.....co e Xi
[ o) o U | =T PP PPPPPPPPPPPP XVi
LISt Of TADIES ..ceeeiiiiiiiiiiieieeeeeeee ettt XiX
Chapter L: INtrOAUCTION. ... e 1
1.1 Respiratory SYNCYLAl VIFUS .......couviiiiii it e e e e e eaaa s 1
1.1, RSV IIfE CYCIE e 3
1.2 ImmuNe respPonSES t0 RSV ... 6
1.2.1 Airway ePItNElIUM ..o e e 6
1.2.2 Innate and adaptive immunity t0 RSV ...........uuuiiiiiiiiiiiiiiiiiiiiiieeeeees 7
1.3 Health burden of respiratory syncytial VirUS .........ccccooeiiiiiiiiiiiiiiececeiee e, 12
1.3.1 RSV disease in infants and the elderly...............cccooiiiiiiiiis 13
1.3.4 Bacterial CO-INTECLIONS. ... ...uuuiiiiiiiiiiiiiiiii bbb snnnnnnnsansnnnne 16
1.3.4.1 Destruction of the epithelial cell barrier............ccccovvvviiiiiiiiiii 19
1.3.4.2 Modulation of immune signalling .........ccccooeiiiiiiiiiiiii e, 19
1.3.4.3 The use of antibiotics for viral-bacterial co-infections .................ccccevvvviiieneeen. 21
1.3.4.4 The need for new anti-virals for RSV ..........ccovvviiiiiiiiiiiiiiiiiiiiieeeeeee 22
1.4 Membrane MiCrOdOMEINS ........cccvieuuieiiiii e e et e e e et e e e e e e et e e e e e e e eeeeaennnns 22
1.4.1 Membrane microdomain CONtIOVEISY ..........cuuuuiiiieeeiiieeiiieee e e e e e e e e e e e e eeraans 25
1.4.2 The role of membrane microdomains in viral infection ............cccccccvvieiei e, 26
1.4.3 Modulating membrane microdomains using SAPS — project hypothesis................. 29
Chapter 2: Materials and Methods ........coooiiiiiie 31
N V= (= 4 = VLR 31
2.1.1 Cell culture media reagentS. .......ccooiiiiiiiei e 31
Table 2.1 Cell culture media and reagents (alphabetical) ..........ccccccvviiiiiiiiiiiiiinnnn. 31
2.1.2 BUffers and SUDSITALES ........iiiie et e e 32
Table 2.2 Buffers and substrates for ELISA, plaque assay, confocal and MTT cell
1= 1 PSR 32
P R B B L= (=Tt 1[0 g T =T Vo (=] PRSP 33
Table 2.3 Detection reagents for ELISA, plaque assay, cell viability ......................... 33
2.1.4 Detection antiDOAIES..........uuiiiiiiii e 34
Table 2.4 Antibodies and dyes for imaging (prepared according to manufacturer’s
1S (B ox o] o TR 34
2.1.5 COMMEICIAL KIS, ... uueuitiiiiiiiiiiiiiiiiiiiii bbb benennnnnes 35

Table 2.5 Commercial kits used for RNA extraction, cDNA synthesis and RT-qPCR 35

Xi



2.1.6 PrIMEI-PIODES .....eiiiiiiiiiiiiiiieiee ettt nnnnnes 36

Table 2.6 Quantitative RT-qPCR primer probes ............cccooeeeiiiiiiiiiiiiie e, 36
2.1.7 Experimental iPOSOMES .........uuuuiiiiiiiiiiiiiiiiiiiiiiiieiie e eneennnnnnnnne 37
Table 2.7 SAPS/ PAPC LIPOSOMES ......coeeiiiiiiiiiie et e e et e e e e e e eanaaaas 37

A V=1 o o R 38
2.2.1 BEAS-2B CEIl CUIUIE ... .uuiiiiiiiiiiiiiiiiiiiitiiitiiiiiib bbb ebsassssnsssbessannnnnnes 38
2.2.2 HEP-2 CEllI CUIUIE ...t nnnennne 38
2.2.3 HBECS3-KT Cell CURUIE ... 39
2.2.4 NHBE CEIl CUIUIE ... ettt bensaennnnnes 39
2.2.4.1 Arrival of new donor cells in 1ab.........coooiiiiiriiiii e 39
2.2.4.2 Subculture of NHBE cells from liquid Nitrogen ..........cccovviiiiiiii e, 41
2.2.4.3 Passaging Of NHBE CelIS ..........uuuiiiiiiiiiiiiiiiiiiiiiiiiiiii e 41
2.2.5 MyCoplasma tESHING .....couuiiiiiiii e e e e 42
2.2.6 RespIratory SYNCYLAl VIFUS..........uuuuuuuuiiiiiiiiiiiiiiiiiiiiiiiieeeieeeeseseeeeneeeeeeeeeenenennee 42
2.2.6.1 Growing Viral STOCKS .......uuuiiiiieiiiiiiiiie e e e e e e 42
T o VA 111 = 1[0 43
2.2.7 RSV experimental infection of airway epithelial cells...........ccccoeeiiiiiiiiiiiin . 44
2.3 Sample collection and Preparation..............ccveviiiiiiiiiiiiiiii e 45
2.3. L SUPBINATANTS. ... ettt e e aaan 45
2.3 2 RN A L e e 45
2.4 Cell VIADIIItY ASSAY ..vvvuuiiiiieeiiiiiiiiee st e e e et a e e e 46
2.4.1 MTT Cell VIability @SSAY ...evvuueiiieeeiiiiiiiiee e e e 46
2.4.2 Cell TIEEI-GlO® @SSAY ....uvvuuueuurrunnninnninnutiuiiaiaieaetaebaaeaeebbeeaeebeseeesebbeebessesneeeeennennennes 46
2.5 Quantitative real-time PCR (RT g-PCR)......uuiiiiieiiiieciee i 47
2.5.1.1 RNA extraction of BEAS-2B CEIIS .......ccooeeeiiiiiieiiie e 47
2.5.1.2 RNA purification of BEAS-2B CElIS .....cccooeiiiiiiiiii e 47
2.5.2 RNA extraction of HBEC3-KT and NHBE CellS........c.ccooviiiiiiiiiiii e, 48
2.5.3 CDNA SYNINESIS. ... 49
2.5.4 Absolute quantification RT-gPCR ..........uuuuuiiiiiiiiiiiiiiiiiiiiiieiie e 49
2.5.4.1 Plasmid Preparation ..........ooo oo e e et e e 49
2.5.4.1a Transformation of Escherichia coli (E. COlI)............uuuuiiiiiiiiiiiiiiiiiiiiiiiiiiiiiiiiiens 49
2.5.4.1b Growing up transformed E. coli StOCKS ............uiiiiiiiiii 50
2.5.4.1c Isolation and purification Of Plasmid.................uuuuiiiiiiiiiiiiiiiii. 50

B T = I o | 5 50
2.6 Enzyme—Linked Immunosorbent Assay (ELISA)..........uiiiiiiiiiiii e 51
2.7 Plague assay for viral iNfeCLION ...........ccoviiiiiiiiii 52
2.8 Liposome preparation SAPS/ PAPC .. ... e 53
2.8.1 Lipid NYAration.....cccce e 53
2.8.2 Characterisation of SAPS and PAPC ... 54

Xii



2.8.3 Peripheral blood mononuclear cells (PBMC) ............uuuiiiiiiiiiiiiiiiiiiiiiiiiiiiiiieiinneenes 54

2.9 CoNfOCAl MICTOSCOPY ..uuuieeeiiieeiiieie e e e e e ettt e e e e e e e et e e e e e e e e et et a e e e e aeaeeenttaaaaaeaas 54
2.9.1 COVEISIIP PrEPATALION ... ..uuuieieeiiieieieteieitieeaesesese bbb sebesssssnsnnnnnnnnnne 54
2.9.2 INTECHION OF CIIS ....utiiiiiiiiiiiiiiit ittt benennnnnes 55
2.9.2.1 RSV infection for optimisation of anti-RSV fusion (F) antibody ......................... 55
2.9.2.2 RSV infection of HBEC3-KT cells at different temperatures for distinguishing
binding and fusion eVeNnts Of RSV ..o e 55
2.9.3 FIXING CEIIS ...ttt 56
2.9.4 Primary antibody StaiNiNg ..........ccoiiiiiiiiiii e 56
2.9.5 Secondary antibody staining and mounting of COVErslipsS .............cccccvviiiiiiieninnnns 56
e B A ox 1] I = 1T 1T o TSR 57
2.9.7 CONTOCAI MICTOSCOPY ...ttt seensnnnennnes 57

2.10 Bacterial CURUIE.........oooiiieeeeeceeeee e 57
2.10.1 Streptococcus pneumoniae (Spn) stock preparation ..................eeveveeeeieiiiiininnnns 57
2.10.2 Preparation of pHrodo-stained SPN ..........ccooiiiiiiiiiiiii e 61
2.10.2.1 Imaging pHrodo-stained Spn in RSV-infected HBEC3-KT cells...................... 61
2.10.3 Miles Misra viable bacterial COUNL.............ccovviiiiiiiiii e 62

2.11 RSV-bacterial co-Infections of HBEC3-KT CellS.........cccvvviiiiiiiiiiiiiiiiiiiiiiiieeee 63
2.11.1 Optimisation of Spn infections of HBEC3-KT CellS..............uuviiiiiiiiiiiiiiiiiiiiiiiinnes 63
2.11.2 Bacterial challenge With SAPS ... 63
2.11.3 Co-infected cells: Bacterial adNerenCe aSSay .............uuuueerurmmmmmmmmmminiininiiniinnnnnnns 64
2.11.4 Co-infected cells: Bacterial iNVaSION .............uuuueiiiiiiiiiiiiiiiiiiiiiieiiiieeneneeenennennenees 65
2.11.4.1 Bacterial invasion via floW CYIOMEIY ............uuuuuuimiiiiiiiiiiiiiiiiiiiiiiiiiiiieiieninnneenes 65
2.11.4.2 Bacterial invasion Via CONFOCAI ..........uuuuuuumuiiiiiiiiiiiiiiiiiiiiieiinenennnnennnnnnnnnnennnennes 66

2.12 Data ANAIYSIS.......cooiiiiiiiiie e 67

Chapter 3: Results — Investigating the Ability of SAPS Treatment to Modulate the Response
of Airway Epithelial Cells to0 RSV INfECHON ........cooviiiiiii e, 68

3.1 HYpPOthesis and @iMS ........cooiiiiiiiiiiiiiii e 68

3.2 Confirming the activity of SAPS and PAPC to modulate inflammatory signalling in

PBIMCS ...ttt e —— e e e e e e e e e —————aaee e e e e e b ———aaaaeeeaaaaa—raaaaaaeas 69

3.3 Modulation of inflammatory signalling in RSV-infected BEAS-2B cells using

SAPS/PAPC ...ttt e e e e e ————aae e e e e e —————ataaaeaaaa it raraaaaaaeaaaans 73
3.3.1 SAPS significantly reduces the production of CXCL8 and CCL5 from RSV-infected
2] ST = o | O SPPR 74

3.3.2 SAPS does not reduce BEAS-2B cell viability or impact RSV-induced cell death 79
3.4 Optimisation of RSV infection of normal human bronchial epithelial (NHBE) and

(2 @ L I o= | 82
3.4.1 Optimisation of NHBE and HBEC3-KT cell CURRUIES .............uuviiiiiiiiiniiiiiiiiiiiiiinns 82
3.4.1.1 Identification of contaminant in RSV StOCKS.............ooiiiiiii s 85
3.4.2 RSV induces CXCL8 and CCLS5 release in an MOI-dependent manner with limited
effects on cell VIaDility ... 87

Xiii



3.4.3 RSV moderately reduces cell viability of HBEC3-KT and NHBE cells.................. 87
3.4.4 SAPS significantly reduces CXCL8 and CCL5 release from RSV-infected NHBE

0] 91
3.4.5 SAPS significantly reduces CXCL8 and CCLS5 release from RSV-infected HBEC3-
L o3| PP PPPPPPPPPP 97
3.5 The efficacy of SAPS as a post-treatment ..............ooovviiiiiiiiiiiiiiieeeeeeee 99
3.5.1 Exploring the immunomodulatory effects of SAPS when applied after an
established RSV INFECHION ........uuuiiiiiiiiiiiiiiiiiiii bbb eenenenenes 99
3.5.2 Investigating the effect of multiple SAPS post-treatments in HBEC3-KT cells and
(Y (0] 1 TSR (=1 (Y= TS SRR 103
3.5.3 Investigating the effect of multiple SAPS post-treatments on HBEC3-KT cell
AV = o 1] 2 PSP 108
3.5.4 Exploring the effect of 100 pg/ml of SAPS/PAPC on cytokine release from
HBECS-KT CEIIS ...ttt ettt e e e e ea e s 113
3.5.5 Exploring the effect of 100 pg/ml of SAPS/PAPC on HBEC3-KT cell viability .... 118
3.6 Chapter SUMIMAIY ......cooiiiiiiiiiiiiiee ettt 123
Chapter 4: Results — SAPS Modulates the Life Cycle of RSV in Airway Epithelial Cell
(O 10 =TT 124
4.1 HYPOTNESIS @NG AIMS ...ttt e st esssseensnnnnnnes 124
4.2 SAPS significantly reduces RSV infection of NHBE cells..........ccccooeiiiiiiiiiiiiiennnee, 125
4.2.1 Viral plague assay optimisation in NHBE cells ..., 125
4.2.2 SAPS significantly reduces the number of NHBE cells infected with RSV ......... 129
4.3 SAPS may modulate RSV infection of, and subsequent viral replication within, airway
EPItNEHAI CEIIS ... e e e e 131
4.3.1 Viral replication in BEAS-2B CellS.......cooooiiiieeeeeee 131
4.3.2 SAPS significantly reduces viral RNA from RSV-infected NHBE cells................ 133
4.3.3 SAPS significantly reduces viral RNA in RSV-infected HBEC3-KT cells............ 135
4.3.4 SAPS does not impact viral replication in HBEC3-KT cells when applied as a post-
U2 10 1] o S TP UP PP PUPPRPT 137
4.4 Confocal microscopy for visualising RSV iNfeCtioN...............uuuiiiiiiiiiiiiiiiiiiiiiiiiiiiiinnns 139
4.4.1 Optimisation of RSV anti-fusion (F) antibody in BEAS-2B ..........cccccceeeiiiiiiiinnnn, 139
4.4.2 Optimisation of RSV F antibody staining in NHBE Cells.............cccooeveiiiiiennennn. 143
4.4.3 Phalloidin staining in HBEC3-KT cells to visualise the interaction of RSV at
filament rich MICrOdOMAINS ......cooiii e 146
4.4.4 SAPS visibly reduces levels of viral infection in HBEC3-KT cells ...................... 149
R SRS Y=Tox (o) o YU 1 0] . F= T Y 2P 160
4.6 Exploring the efficacy of SAPS to perturb bacterial co-infections in RSV-infected cells
...................................................................................................................................... 161
4.6.1 HBEC3-KT infections with Streptococcus pneumoniae ...........coeeeeeeeeeeeeeeeeeeenn, 161
4.6.2 Optimising Streptococcus pneumoniae infection of HBEC3-KT cells................. 162
4.6.3 SAPS significantly reduces the number of viable Spn after 1 h incubation ........ 165

4.6.4 Adherence of Streptococcus pneumoniae is upregulated in RSV-infected HBEC3-
KT cells but significantly inhibited with SAPS ..o 167

Xiv



4.6.5 Exploring if RSV infection predisposes to increased rates of bacterial invasion with

Streptococcus pneumoniae in HBEC3-KT Cells.........iiiiiiiiiiiiie e, 169
4.6.5.1 Optimisation of techniques to investigate pHrodo-labelled Spn invasion in
(] = L@ S I o= | PP 169
4.6.5.2 Investigating flow cytometry techniques to quantify Spn uptake in HBEC3-KT
o7 ]| £ 174
4.6.5.3 Increased incubation periods of Spn on HBEC3-KT cells does not increase
L1725 [ o PP PPPPPPPPPP 175
4.6.5.4 Investigating the occurrence of bacterial invasion in RSV-infected HBEC3-KT
cells using confocal MICTOSCOPY ......ieeeiiieiiiiei e e e e 177
4.6.5.5 Investigating the effect of SAPS treatment on bacterial invasion in HBEC3-KT
cells uSing CONTOCAl MICTOSCOPY ....vvvvvrrunnrinriniiiiiiiiiitieitaetbeeeeebeeeee bbb eeeeeeeenneeeenennne 181
4.7 Chapter SUMIMAIY ...uuuiieeiieciiiieee e e e e et e e e e e e e e e e et a s e e e e e e e e sttt e s eeeaeeeassttaaaaaeeaes 185
CAPTET 5. DISCUSSION ... e e e e e e e e e e e e e e e e e e e e e e e e e aaens 186
5.1 Airway epithelial Cell MOUEIS........cooi i 186
5.2 Mechanism of SAPS when co-incubated during RSV infection............ccccccvvvvvvvnnen. 194
5.2.1 SAPS possible mechanism on chemokine production ............cccceeeieeiiiiiiiiienneeenn, 197
5.2.2 Viral infection and repliCation..................uuueeuueuuieiiiiiiiiiiiiieiiee e 201
5.3 Mechanism of SAPS when applied post RSV infection...........ccccceeeiiiiiiiiiiiiiennee, 204
5.4 SAPS interactions with cell receptors and Virus ..o 209
5.5 RSV-bacterial co-iNfECHIONS.........ccovviiiiiiiii e 214
5.6 Limitations and future WOrK............ooooiiiiiiiiiie 219
LI A o o3 1§13 o o TS 222
S =] 1= o LS PP 225
Y o] o 1= o [ PP PPPPPPPPPPPPPPPP 248
Appendix 1: Troubleshooting bacterial contaminated RSV Stocks ............ccccceeeeieeerieennns 248

XV



List of Figures

Figure 1.1 (A) Structure of Respiratory Syncytial Virus & (B) Life Cycle of RSV....... 5
Figure 1.2 Innate Immune Cell Signalling in Response to RSV Infection................ 11

Figure 1.3 Schematic Diagram lllustrating how RSV can cause Tissue Damage and

Severe Pathology in the Airway Epithelium.............oo e, 18
Figure 1.4 (A) Membrane Microdomain & (B) The Role of MM During RSV Infection
............................................................................................................. 24
Figure 2.1 NHBE Donor Cell CharacteristiCS. .........ccovviiiiiiiiiiiiei e 40
Figure 2.2 Growth Curve of Streptococcus pneumoniae FP22........................... 60
Figure 3.1 SAPS Inhibits CXCL8 Release from PBMCs Stimulated with LPS but not
I PP 72
Figure 3.2 Summary Timeline Indicating the Times at which Cells are Infected with
RSV and Incubated with SAPS or PAPC. ..., 77
Figure 3.3 SAPS Significantly Reduces CXCL8 and CCL5 Production from RSV-
Infected BEAS-2B CellS. ..o 78
Figure 3.4 The Effect of SAPS/PAPC Treatment on BEAS-2B Cell Viability........... 81
Figure 3.5 The Effect of Increased RSV MOI on the Release of CXCL8 and CCL5 and
Cell Viability in Two Independent NHBE Donors. ..., 89
Figure 3.6 The Effect of Increased RSV MOI on the Release of CXCL8 and CCL5 and
Cell Viability INn HBEC3-KT CellS. ..o, 90
Figure 3.7 SAPS Significantly Reduces CXCL8 Release from RSV-Infected NHBE
IS e e 92
Figure 3.8 SAPS Significantly Reduces CCL5 Release from RSV-Infected NHBE
IS et e 94
Figure 3.9 Comparative Investigations in Two Independent NHBE Donors............ 96
Figure 3.10 SAPS Significantly Reduces CXCL8 and CCL5 Release from RSV-
Infected HBEC3-KT CellS.......c.ceiiiiii e e 98
Figure 3.11 Summary Timeline Indicating the Times at which Cells are Infected with
RSV and Incubated with SAPS or PAPC. ... 101
Figure 3.12 SAPS has Limited Inhibitory Effects on CXCL8 Release from RSV-
Infected Cells when Applied as a Post-Treatment...............ooiiiiiinn. 102
Figure 3.13 SAPS as a Post-Treatment has some Effects on CCL5
REIEASE. ... 103



Figure 3.14 Summary Timeline Indicating the Times at which Cells are Infected with

RSV and Incubated with SAPS or PAPC........cooiii e 106
Figure 3.15 Multiple SAPS Treatments on HBEC3-KT cells..........................l. 107
Figure 3.16 Multiple SAPS or PAPC Treatments may be Detrimental to HBEC3-KT
VA Y . e 110
Figure 3.17 Multiple SAPS or PAPC Treatments Causes Visible Cytotoxic Effects on
HBECS3-KT MONOIAYEIS. ... e 111-112
Figure 3.18 Summary Timeline Indicating the Times at which Cells are Infected with
RSV and Incubated with SAPS or PAPC........cooiii e 115
Figure 3.19 Higher Concentrations of SAPS or PAPC are Cytotoxic to HBEC3-KT
Cells and Perturb the Production of CXCLS8..........coooiiiiii e 116
Figure 3.20 Higher Concentrations of SAPS or PAPC are Cytotoxic to HBEC3-KT
Cells and Perturb the Production of CCLS..........coiiiiiii e 117
Figure 3.21 Higher Concentrations of SAPS or PAPC are Cytotoxic to HBEC3-KT
IS e e 120
Figure 3.22 100 pg/ml SAPS/PAPC Treatments Causes Visible Cytotoxic Effects on
HBEC3-KT MONOIAYEIS. ... 121-122
Figure 4.1 Images from Viral Plaque Assay Optimisation.................ccocvviieiennn. 127
Figure 4.2 Optimising Viral Plaque Assay in NHBE Cells...................cocoiiiitl. 128
Figure 4.3 Both Concentrations of SAPS Significantly Inhibit Viral Infection of NHBE
IS e 130
Figure 4.4 SAPS Treatment may Reduce RSV Viral Copies at 24 and 48 h......... 132
Figure 4.5 NHBE Cells Treated with SAPS have Significantly Lower Levels of
Detectable Viral RNA at 24 and 48 h........cooiiii i 134
Figure 4.6 HBEC3-KT Cells Treated with SAPS have Significantly Lower Levels of
Detectable Viral RNA at 24 and 48 h.........cooiiiiiiiii e 136
Figure 4.7 SAPS Post-Treatment does not Impact on Viral Replication in HBEC3-
£ SG 138

Figure 4.8 Confocal Microscopy to Visualise and Quantify RSV Infection.......141-142
Figure 4.9 Confocal Microscopy can be wused to Quantify Viral Infected
(7= PP 144-145
Figure 4.10 Optimisation of Phalloidin Staining in RSV-Infected Cells.......... 147-148
Figure 4.11 Summary Timeline Indicating the Times at which Cells are Infected with
RSV and Incubated with SAPS........o 152

XVii



Figure 4.12 Investigating the Effect of SAPS on Viral Infection within HBEC3-KT Cells
and the Role of Actin Rearrangement...............cooiiiiiiiiii 153-157
Figure 4.13 Images Demonstrating the Interactions of RSV at Actin-Rich Membranes
Of HBECS-KT CellS. ... e e ee 158
Figure 4.14 Images Demonstrating the Morphology of HBEC3-KT Cells Infected with
RSV inthe Presence of SAPS. ... e 159
Figure 4.15 Optimisation of Streptococcus pneumoniae Infection Conditions....... 164

Figure 4.16 Investigating the Direct Impact of SAPS (25 pg/ml) on Streptococcus

pneumoniae (SPN) GrOWEN ... ... 166
Figure 4.17 The Adherence of Streptococcus pneumoniae is Upregulated in RSV-
Infected Cells but Significantly Inhibited with the Addition of SAPS..................... 168
Figure 4.18 Investigating the Application of pHrodo-Stained Spn to Visualise
Internalisation in HBEC3-KT Cells........coiiiiii e 171-173
Figure 4.19 Investigating the Application of Flow Cytometry to Quantify Intracellular
Spn Within HBEC3-KT Cells.......ooniiiii e 175
Figure 4.20 Optimisation of Fluorescent Streptococcus pneumoniae (Spn) to
Visualise and Quantify Bacterial Invasion in HBEC3-KT Cells...................... 178-180

Figure 4.21 Investigating the Effect of SAPS on RSV Infection and Subsequent
Streptococcus pneumoniae (Spn) Invasion in HBEC3-KT Cells................... 182-184

XVili



List of Tables

Table 1.1 Mechanisms in which Viral Infection can Result in Concurrent or Secondary

Bacterial Infection within the Respiratory Tract..............coooiiiiiiiiiiee, 17
Table 1.2 Summary of Viral Pathogens and their Interactions with MM.................. 28
Table 2.1 Cell Culture Media and Reagents (Alphabetical)..................ccooenii. 31-32
Table 2.2 Buffer and Substrates for ELISA, Plaque Assay, Confocal and MTT Cell
VIaDIlIEY . e e 32-33
Table 2.3 Detection Reagents for ELISA, Plaque Assay, Cell Viability.................. 33
Table 2.4 Antibodies and Dyes for Imaging (Prepared According to Manufacturer’s
INSErUCHION) L. 34-35
Table 2.5 Commercial Kits used for RNA Extraction, cDNA Synthesis and RT-
OGP C R i 35
Table 2.6 Quantitative RT-qPCR Primer Probes............c.ccooiiiiii 36
Table 2.7 SAPS/PAPC LIPOSOMES. ... ...t 37
Table 3.1 Steps Taken to Optimise NHBE Culture................coooiiiiiiiiiiiiin, 84
Table 4.1 Summary of the Steps Taken to Optimise Viral Plague Assay to Quantify
RSV-Infected Cells. ... e 127

XiX



Chapter 1: Introduction

Respiratory syncytial virus (RSV) is a highly ubiquitous virus that infects around 90% of infants
before the age of two years old (Lambert et al., 2014; Openshaw et al., 2017; Vandini et al.,
2017). In the majority of individuals, infection with RSV is localised to the upper respiratory
tract (URT) and disease is characterised by mild, common cold-like symptoms such as a
cough, excess mucus production, and a sore throat. However in immunocompromised
individuals, infants and the elderly, RSV may progress into a symptomatic lower respiratory
tract infection (LRTI) associated with a more severe disease phenotype with
hyperinflammation, tissue damage and opportunistic bacterial infections (Openshaw et al.,
2017; Vareille et al., 2011). RSV-induced LRTIs can result in life-threatening bronchiolitis or
pneumonia and has also been attributed to the development of pulmonary complications in
later life such as recurrent wheeze or asthma (Cromer et al., 2017; Griffiths et al., 2017).
Despite the initial characterisation of RSV back in 1956 (Morris et al., 1956), there is still no
vaccine against RSV and treatments remain limited and expensive and therefore new

therapeutics and antivirals are urgently required to tackle RSV disease.

1.1 Respiratory syncytial virus

RSV is a negative sense, single-stranded RNA (ssRNA) virus that belongs to the
Orthopneumovirus genus within the (recently defined) Pneumoviridae family (Thornhill and
Verhoeven, 2020). RSV is a seasonal virus where peaks of infection in the UK are
demonstrated between September and December (Coultas et al., 2019). However, these
regular seasonal epidemics were recently impacted by the global coronavirus disease
(COVID-19) pandemic and it is not known whether the epidemiology of RSV (along with other
viruses such as influenza and metapneumovirus) will be permanently modified in future

outbreaks (Binns et al., 2022). There are two subtypes of RSV: A (most common circulating



strain) and B, where subtypes are characterised by the antigenicity of virion attachment
glycoprotein (G) (Vandini et al., 2017).

RSV virions can be spherical or flamentous where the spherical structure of RSV and its
associated structural proteins are depicted in Figure 1.1 A. The ssRNA genome of RSV
contains 10 genes that can encode a total of 11 structural and non-structural proteins (Lambert
et al., 2014; Vandini et al., 2017). Embedded in the viral lipid envelope are three
transmembrane glycoproteins; small hydrophobic (SH) which has proposed roles in immune
modulation, and the major surface glycoproteins; attachment (G) and fusion (F) that help
mediate the attachment and fusion of RSV to host cells during infection (Griffiths et al., 2017).
Both G and F are immunogenic proteins that therefore elicit protective neutralising antibodies
from an infected host (Tang et al., 2019). Of interest, a secreted isoform of attachment
glycoprotein (G) has also been described that may act as a decoy target antigen for host cell
neutralising antibodies (Bukreyev et al., 2008). Additional research has also demonstrated
that secreted G protein may diminish the antibody-mediated restraint of RSV replication,
allowing for increased viral spread in the host (Bukreyev et al., 2012) indicating some of the
key immunomodulatory roles that G protein plays. In addition, the F protein can mediate the
fusion of RSV-infected cells with adjacent host cells to create multinucleated cells (syncytia),
a characteristic that helped give rise to the name of this virus. The formation of syncytia allow
RSV to readily spread between cells in the airway epithelium, and is associated with cytopathic
effects (Lambert et al., 2014; Tian et al., 2013). The large polymerase (L), phosphoprotein (P)
and nucleoprotein (N) associate with the viral RNA to make up the functional polymerase
complex. Non-structural (NS) proteins 1 (NS1) and 2 (NS2) are involved in innate immune
modulation during infection by inhibiting interferon (IFN) responses and apoptosis, but are not
packaged into new virions after replication and are therefore omitted from Figure 1.1 A (Spann
et al., 2005). The matrix (M) protein lies beneath the lipid envelope and helps give the virion
its structural shape. Lastly, the M2 gene has two open reading frames which can differentially
encode either M2-1 (essential factor for viral RNA complex) and M2-2 (mediates transcription

to replication) (Kiss et al., 2014).



1.1.1 RSV life cycle

RSV can be readily spread between an infected person to a new permissible host via
nasal/oral secretions that contain RSV-infected droplets of saliva or mucus (Shahriari et al.,
2016). The virus displays tropism for airway epithelial cells in the URT where it can bind
receptors via attachment glycoprotein G (Haynes et al., 2001). Several host cell receptors
have been identified as possible targets of viral G protein binding, including CX3C chemokine
receptor 1 (also known as fractalkine receptor, CX3CR1), heparan sulfate proteoglycans and
nucleolin (Anderson et al., 2020; Harcourt et al., 2006; Haynes et al., 2001; Kurt-Jones et al.,
2000; Marr and Turvey, 2012). The full scope of receptors that RSV may utilise during infection
however, remains ambiguous particularly as some studies have presented data indicating that
recombinant strains of RSV lacking G protein are not essential for viral infection and replication
in vitro but required in vivo (Teng et al., 2001; Teng and Collins, 2002). These studies suggest
that interactions and receptors for RSV G protein may be cell type dependent, and proposed
receptors listed above may not demonstrate fully the interactions of RSV with cognate
receptors present in the respiratory tract (Feng et al., 2022; King et al., 2021). The binding and
fusion of RSV to cells has been demonstrated to occur at specialised regions of the host cell
membrane (termed membrane microdomains; MM), that congregate the required host cell
receptors into specific areas of the membrane to allow for efficient viral-host interactions

(Chang et al., 2012; Griffiths et al., 2017; Ke et al., 2018).

Successful attachment to a host cell triggers conformational changes in the F protein (from
the pre-fusion to post-fusion form) which allows the lipid envelope of the virus and that of the
host cell membrane to come into close proximity, at which point lipid mixing enables the viral
RNA to be delivered inside the cell (Battles et al., 2016). RSV then hijacks the host cell
machinery in order to transcribe its viral RNA from the negative sense template into positive
sense RNA, using its viral RNA-dependent RNA polymerase complex. This positive sense

RNA intermediate is then ready for efficient translation to produce new copies of the negative



sense genomes which can be packaged together with viral proteins to form new virions that
accumulate and bud from the host cell membrane (Figure 1.1 B) (Collins et al., 2013).

Most individuals are infected with RSV before the age of two but primary infection does not
lead to robust, life-long immunity and therefore reinfection (sometimes with the same serotype

of virus) can occur throughout life (Openshaw et al., 2017; Varese et al., 2022).
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Figure 1.1 (A) Structure of respiratory syncytial virus. The single-stranded RNA genome is surrounded by
nucleoproteins (N). Attached to the nucleocapsid are two large polymerase proteins (L) and three
phosphoproteins (P). Matrix proteins (M) encase the nucleocapsid and are enveloped by a lipid bilayer. Three
transmembrane glycoproteins can be found in the lipid bilayer: small hydrophobic (SH) proteins, attachment
protein (G) and fusion protein (F).

(B) Life cycle of RSV. RSV preferentially attaches to a ciliated cell within a host via surface glycoprotein G (1).
Fusion protein F allows the virus to merge with the host cell membrane and release the viral genome (2). The
viral RNA is transcribed into a positive sense RNA intermediate (3) then translated back into negative-sense
viral RNA (4). Viral RNA is translated using host cell machinery (5) to generate more viral protein (6). Newly
generated viral RNA and proteins aggregate at the host cell membrane where they form a ribonucleoprotein
complex that is enveloped by host cell membrane as it buds (7). Alternatively, new virion may infect
neighbouring cells forming syncytia (8).



1.2 Immune responses to RSV
1.2.1 Airway epithelium

The airway epithelium of the respiratory tract is a first line defence against potential pathogens
and other environmental stimuli (Vareille et al., 2011). The nasopharynx comprises the nasal
cavity, mouth and throat, and is the primary site for RSV infections (Jumat et al., 2015).
However, in some individuals, RSV can progress into the lower respiratory tract (comprising

the bronchioles and alveoli) and this can lead to a more severe disease (Coultas et al., 2019).

RSV is not the only potential threat however and, in order to deal with infectious agents and
environmental infiltrates, the respiratory tract has developed an array of defences (Vareille et
al., 2011). The airway epithelium itself acts as the physiological first line of defence and is
composed of mucus-secreting goblet cells which trap pathogens or debris, and ciliated cells,
that feature hairlike projections (cilia) that can beat in a rhythmic motion. Together, these cells
work collaboratively to help clear the airways in a process termed mucociliary clearance
(Johnston et al., 2021; Kuek and Lee, 2020; Wright, 2005). In addition, the secreted mucus
contain antimicrobial peptides including cathelicidin LL-37, which, in combination with human
B-defensins, have been shown to inhibit RSV infection of airway epithelial cells and have roles
in promoting inflammatory signalling in response to pathogens such as RSV (Tecle et al.,
2010). Pulmonary surfactant is composed of lipids and proteins which have also been shown
to have roles in pathogen clearance from the airways as well as immunoregulatory roles
(Kuronuma et al., 2009; Numata et al., 2010). Pulmonary surfactant also mediates the required
low surface tension within the lung in which perturbation of surfactant can result in respiratory
distress syndrome (Wright, 2005). Of note, surfactant protein A (SP-A) has demonstrated
direct anti-viral effects during RSV infection by binding the F protein of RSV and preventing its
uptake into epithelial cells (Lifgren et al., 2002). However, in cases where the pathogen has
penetrated these first lines of defence, the airway is also able to coordinate the induction of

innate and adaptive immunity by directly secreting pro- and anti-inflammatory cytokines to



recruit leukocytes such as alveolar macrophages, neutrophils and eosinophils (Hiemstra,

2001).

1.2.2 Innate and adaptive immunity to RSV

In many instances, RSV may penetrate the physiochemical barrier of the respiratory tract and
successfully bind airway epithelial cells within the host, triggering innate and adaptive immune
responses. The host utilises a range of specialised pattern recognition receptors (PRR)s that
can detect specific pathogen associated molecular patterns (PAMP)s throughout different
stages of viral infection (Figure 1.2) (Goritzka et al., 2015; Satkunanathan et al., 2014).
Damage-associated molecular patterns (DAMPSs) have also been shown to interact with PRRs
where damaged cells may release endogenous molecules (such as high mobility group box 1
and S100A9) after RSV infection and drive chronic inflammation in the lungs (Bolourani et al.,
2021; Foronjy et al., 2016; Gong et al., 2020; Hosakote et al., 2016).

During viral attachment, PRRs such as TLR4 and TLR2/6 can detect RSV PAMPs such as
the surface glycoproteins. Within the host cell, endosomal TLR7/8 can identify sSRNA upon
its release into the host cell where TLR3 can detect double stranded (ds)RNA during viral
replication (Goritzka et al., 2015). Of interest, and contrary to prevalent research, the
intracellular expression of TLR2 and TLR4 has also been documented in epithelial cells
(Hornef et al., 2003; Ueta et al., 2004). In addition, the surface expression of TLR3 and TLR7
at the apical membrane of human tracheal epithelial cells has also been demonstrated
(loannidis et al., 2013). For this reason, TLR4, TLR3 and TLR7 have been marked with an
asterisk (Figure 1.2) to indicate their potential expression at alternative sites within airway
epithelial cells and highlights that there is still much to learn about the interactions and roles
of TLRs with RSV. RIG-I like receptors; RIG-I, Nucleotide Binding Oligomerisation Domain
Containing 2 (NOD2) and melanoma differentiation-associated protein 5 (MDA-5) are
cytoplasmic and are also able to detect dsSRNA during RSV replication (Kawai and Akira, 2010;

Kurt-Jones et al., 2000; Li and Wu, 2021).



The detection of RSV by PRRs lead to the recruitment of specialist adaptor proteins such as
TIR-domain-containing adapter-inducing interferon-B (TRIF) and myeloid differentiation
primary response 88 (MyD88), whose downstream signalling includes the activation of
transcription factors including interferon regulatory factor (IRF) and nuclear factor kappa-light-
chain-enhancer of activated B cells (NF-kB) (Figure 1.2) (Haynes et al., 2001; Kawai and
Akira, 2010). These signalling pathways collectively lead to the increased recruitment of
immune cells such as alveolar macrophages and dendritic cells alongside the coordinated
production of proinflammatory cytokines such as interleukin (IL) 1-beta (IL-1B), IL-18 and
interferons (IFN) (Ascough et al., 2018; Sun and Lopez, 2017). Type-I (IFN-a/B) and type-Il|
(IFN-A) IFNs, have both been shown to play crucial anti-viral roles during RSV infection
(Ascough et al., 2018; Cormier et al., 2014; Okabayashi et al., 2011). Cormier et al. (2014)
demonstrated that neonatal mice that had diminished IFN-a led to increased disease severity
with Thy-skewed responses however Okabayashi et al. (2011) revealed that IFN-A was the
predominant IFN released from both primary and immortalised nasal epithelial cells infected
with RSV. RSV-infected airway epithelial cells also produce chemokines including (C-C motif)
ligand 2 (CCL2)/MCP1, CCL4/MIP-1B, CCL5/RANTES, (C-X-C motif) ligand 8 (CXCL8)/IL-8
and CXCL10/IP-10 which recruit leukocytes such as neutrophils, alveolar macrophages,
eosinophils and T cells to sites of infection (Broadbent et al., 2018; Culley et al., 2002; Haynes
et al., 2001; McNamara et al., 2005). Although these chemokines play key roles in protective
immunity, when in excess (as seen in severe RSV disease) they can also drive disease
pathogenesis (Cromer et al., 2017; Murawski et al., 2009; Shi et al., 2017). The combination
of recruited innate immune cells and soluble cytokine mediators helps establish a sequential
regulated inflammatory response within the lung which helps mediate the ensuing adaptive

immune response later in infection (Coultas et al., 2019; Varese et al., 2022).

Innate and adaptive immune responses work collaboratively to generate a robust and

protective response to viral pathogens such as RSV. The key lymphocytes activated during



the adaptive immune response are T and B leukocytes which are crucial for resolution of RSV
infections (Ascough et al., 2018). There are two major T cell types that are sub-categorised
based on their surface markers; the CD4" (helper T cell) which help prime other immune cells
during viral infection and stimulate the production of antibodies from B cells, and the CD8*
(cytotoxic T cells) which can directly kill viral infected cells (Ascough et al., 2018; Openshaw

et al., 2017).

CD4* T helper cells can be further subdivided into distinct groups based on their cytokine
production and activities; Th; (secrete IFN-y and TNF-B that help generate cell mediated
immunity), Th; (secrete IL-4, IL-10 and help to prime B cells to secrete antibodies), Thi;
(secrete IL-17 which contributes to a more proinflammatory phenotype) and T regulatory
(Treg) cells (help regulate and supress T cell activation and proliferation) (Legg et al., 2003;
Mangodt et al., 2015, p. 17). In the majority of individuals infected with RSV, a Th; dominant
adaptive immune response ensues where B cells are activated to secrete neutralising
antibodies such as immunoglobulin (Ig) A from the nasal epithelium and IgG in the serum that
help control the spread of RSV throughout the lung (Ascough et al., 2018; Walsh and Falsey,
2004). However, the immune response in severe RSV disease has been linked to the
progression of a Th, type response characterised by increased leukocytes such as eosinophils
and decreased production of antiviral IFN-y (Delgado et al., 2009; Lambert et al., 2014;

Openshaw et al., 2017; Walsh and Falsey, 2004).

CD8* T cells can also be subdivided into effector (activated during proliferation and release
cytokines such as IFN-y and TNF-B) or memory cells which reside in the host and can rapidly
proliferate upon recognition of cognate antigen (Schmidt and Varga, 2020). Although research
has indicated that complete immunity is not achieved during “natural” infection with RSV,
human challenge studies have indicated that CD8* resident memory T cells have been linked
to protective immunity against reinfection with RSV and are correlated with reduced viral load
and symptom severity (Jozwik et al., 2015; Varese et al., 2022). CD8* T cells are crucial for
viral clearance by targeting and killing viral infected cells through the production of effector

9



molecules such as granzyme B and inflammatory cytokines, however, these actions can lead
to immunopathology within the lung if not controlled properly (Schmidt et al., 2018; Schmidt

and Varga, 2020).

A fine balance exists between a robust immune response to clear the virus, and an excessive
inflammatory response that can in turn, lead to further pathology. Inthe majority of individuals,
RSV infection is retained in the URT and associated with milder common cold-like symptoms
that normally resolve in around 7 — 14 days without complication (Bont, 2013). However, in
immunocompromised individuals, and often in the very young or elderly, RSV infection may
progress into the lower respiratory tract with hyperinflammation and pulmonary complications
such as bronchiolitis and pneumonia. (Openshaw et al., 2017; Vareille et al., 2011). In addition,
there is also evidence to suggest that DAMPs associated with RSV infection may contribute
to chronic airway inflammation and requires further investigation (Bolourani et al., 2021,
Foronjy et al., 2016; Gong et al., 2020; Hosakote et al., 2016). The reasons why immune
responses differ so much, particularly between specific age groups, is still an area of active
research (See Section 1.3.1) (Coultas et al., 2019; Culley et al., 2002; Lambert et al., 2014;

Openshaw et al., 2017).
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1.3 Health burden of respiratory syncytial virus

The ability of RSV to cause a wide spectrum of disease and where primary infection does not
induce complete, protective immunity, has impacted the successful development of a vaccine
and there remains an increasing disease burden associated with RSV (Coultas et al., 2019).
One of the first vaccine attempts against RSV was conducted in the 1960s using formalin-
inactivated RSV which unfortunately heightened pathology in response to viral challenge in
vaccinated infants and subsequently led to the deaths of two participants (Fulginiti et al.,
1969). Since then, there was hesitation over subsequent attempts to develop vaccines against
RSV. However, a pivotal discovery made at the National Institutes of Health (NIH) by Dr Jason
McLellan was that neutralising RSV antibodies were better induced against the pre-fusion form
of RSV F protein rather than the previously targeted post-fusion form (McLellan et al., 2013b,
2013a). This knowledge has helped boost the rapid development of potential vaccines and
therapies against RSV and to date, there are four RSV vaccine candidates in phase 3 testing
from GlaxoSmithKline, Janssen, Moderna and Pfizer which have been designed to induce
neutralising antibodies against pre-F RSV protein (GlaxoSmithKline, 2021; Janssen Vaccines

& Prevention B.V., 2022; ModernaTX, Inc., 2022; Pfizer, 2022).

In addition, the structural information of RSV F protein has been applied to increase the
efficacy of prophylactic therapeutics against RSV. Currently, there are only two approved
prophylactic therapies for RSV; palivizumab - a humanised monoclonal antibody which targets
the F protein of RSV, and ribavirin — a nucleoside analogue which inhibits viral replication
(Eiland, 2009). Due to its high cost and limited efficacy during active infection, palivizumab is
reserved for prophylactic use in infants that are at high risk of severe RSV disease such as
premature birth during RSV seasons (Lambert et al., 2014; Nuijten et al., 2007). However, a
promising new monoclonal antibody called nirsevimab is currently in phase 3 trials which has
demonstrated increased levels of neutralising antibody against the highly conserved 0 region

of the pre-fusion form of F and, has also demonstrated an increased half-life to that of
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palivizumab (Griffin et al., 2020). The only other current therapeutic used against RSV is
ribavirin which is often prescribed to infected, immunocompromised individuals, however it is
reported to have limited efficacy (Subcommittee on Diagnosis and Management of
Bronchiolitis, 2006). Treatment therefore remains mostly supportive through supplemental
oxygen and fluids, contributing to an increased health burden for certain groups of the

population.

RSV is one of most common causative agents for lower respiratory tract infection (LRTI) in
infants, the elderly, and immunocompromised and is therefore associated with high rates of
morbidity and mortality across the world (Falsey et al., 2009; Shi et al., 2017). Despite this,
the health burden of RSV is often overshadowed by other well-known respiratory viruses such
as influenza (Cromer et al.,, 2017). However, a public health study has shown that in
comparison to influenza, RSV infections result in twice as many general practitioners (GP)
consultations and five times as many hospitalisations (Ackerson et al., 2019; Cromer et al.,
2017). RSV infections impose a huge health burden on healthcare systems where, in England
alone, the associated annual healthcare cost of RSV infections in children under 5 years old

is around £54 million (Cromer et al., 2017).

1.3.1 RSV disease in infants and the elderly

Infants, particularly those aged under 2 years, have been shown to be at an increased risk of
severe RSV disease. In 2005 around 66,000-199,000 deaths worldwide were recorded in
children younger than 5 years old with 99% occurring in developing countries (Nair et al.,
2010). One of the physiological factors for severe RSV disease in this age group is that the
airways are much smaller and therefore RSV-induced mucus production and immune cell
infiltration within the airways appears more likely to cause blockages and reduced gas
exchange (Lambert et al., 2014). Genetic factors (in association with environmental stimuli)
have also been described that may predispose children to severe RSV disease. Caballero et

al. (2015) described mutations in TIr4 genotype whereby two single nucleotide
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polymorphisms, Asp299Gly and Thr399lle, were shown to skew the immune response to LPS
which binds TLR4. As TLR4 is also a major receptor in which RSV interacts with, genetic
mutations that alter the functions of this receptor during RSV infection have also been linked
to a causative hyperinflammatory response (Caballero et al., 2015, p. 4). Of interest, separate
studies have demonstrated that these two specific mutations have also been shown to result
in decreased expression of TLR4 and thus impaired innate immune responses to RSV which
resulted in more severe disease (Halfhide et al., 2009; Tal et al., 2004) However, one of the
major factors that has been attributed to severe RSV disease is the production of
proinflammatory cytokines associated with a Th, biased immune response with poor
neutralising Thy activity (Kollmann et al., 2009). This leads to increased production of
proinflammatory cytokines/chemokines that recruit eosinophils and neutrophils which can

have increased cytopathic effects on airway epithelial cells (Habibi et al., 2020).

Severe RSV disease during primary infection of infants has been (sometimes controversially)
linked to the development of asthma in later life (Homaira et al., 2017; Knudson and Varga,
2015; Lambert et al., 2014; Sigurs et al., 2000; Wu and Hartert, 2011). There is debate as to
whether RSV infection predisposes individuals to asthma because of a period of RSV-induced
airway inflammation and associated tissue damage, or if certain individuals are predisposed
(either genetically or environmentally) to asthma and severe RSV infection merely accelerates
this development (Lambert et al., 2014; Sigurs et al., 2000; Wu and Hartert, 2011). Evidence
to support the former argument are that severe RSV infection can result in a skewed immune
response (predominantly Th,) whereby eosinophils and neutrophils are recruited into the lungs
(Culley et al., 2002; Habibi et al., 2020; Lambert et al., 2014). This can contribute to delayed
viral clearance and increase hypersensitivity to aeroallergens within the lung environment
(Jackson et al., 2016). Of particular importance was a study by Culley et al. (2002) using
BALB/c mice that demonstrated that age of primary RSV infection can affect immune
responses during reinfection and drive disease severity. Data indicated that neonatal mice

were more likely to have Thz dominant responses which is subsequently triggered upon
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reinfection. This indicates how RSV infection in young infants may impede subsequent
immune responses of the airway which may contribute to respiratory disease (Culley et al.,
2002). Tourdot et al. (2008) have also demonstrated, in their murine model of chronic allergen
exposure, that RSV infection may contribute to airway remodelling and sensitisation of the
lungs to subsequent allergen exposure. RSV-infected mice that were then challenged with
allergen demonstrated phenotypic changes, such as increased production of collagen and
thickening of bronchial basal membrane cells, characteristics that resemble asthmatic airways
(Tourdot et al., 2008). Together, these studies demonstrate the long-term immunological and
structural effects that RSV can have that may predispose individuals to subsequent incidence
of asthma. In addition, some studies have indicated that the risk of developing asthma appears
to coincide with episodes of childhood wheezing that occurred as a response to RSV or
rhinovirus (RV) (Jackson et al., 2016; Stein et al., 1999). The likelihood of bronchiolitis and
wheeze occurring during childhood RSV infection is higher due to an immature immune
response and smaller airway, therefore, it is plausible that infection with RSV may contribute
to the development of asthma (Jackson et al., 2016; Knudson and Varga, 2015; Lloyd and

Saglani, 2017; Lloyd and Snelgrove, 2018).

There is a large spectrum of disease severity in infants and there are still many unanswered
guestions about why there is such a large variability in response to RSV infection. It is
hypothesised that severe disease may be due to the immature immune system in infants or
that some individuals are more susceptible to the virus, leading to an increased viral burden

(Delgado et al., 2009; Griffiths et al., 2017).

Adults aged over 65 years have been identified as another high risk group for severe RSV
disease, where it has been claimed that the disease burden attributable to RSV infection may
match that of non-pandemic influenza (Falsey et al., 2009; Falsey and Walsh, 2005). RSV is
particularly troublesome for those with chronic obstructive pulmonary disease (COPD) (Falsey
et al., 2009). In comparison to infants, elderly populations have been linked to severe RSV
disease through a process now described as inflammaging. This has been linked to the
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inability to produce an effective inflammatory response, however characterising the exact
changes in adaptive immunity are complex and may involve genetic or environmental changes
or even moderations in the microbiome as people age (Falsey et al., 2009; Openshaw et al.,
2017). There have also been reports that have found a reduction in both IFN-y and CD8" T
cells, which coincided with increased levels of viral replication and ineffective clearance (de

Bree et al., 2005).

1.3.4 Bacterial co-infections

Increasing evidence has revealed that the respiratory tract is not a sterile environment and
contrary to initial theories, both the upper and lower airways host a diverse array of microbial
species including bacteria, fungi, virus, and protozoa (Ursell et al., 2012). The genes of these
different microbes that reside in the same ecological niche are collectively described as the
microbiome (Ursell et al., 2012). Much like the gastrointestinal tract, the lung microbiome is
enriched with different microbial species that normally co-exist in a state of equilibrium. The
microbiome has been shown to help prevent infection with opportunistic pathogens as well as
help stimulate and develop the immune system in the developing lung during early years
(Shukla et al., 2017) However, the equilibrium of this microbiome can be perturbed by
pathogenic virus such as RSV, leading to the disruption of this microbial community and the
occurrence of viral-bacterial co-infections (Beck et al., 2012; Gao et al., 2014; Yagi et al.,
2021).

Bacterial co-infection can occur in RSV infection, and often results in prolonged hospital stays,
reliance on supportive therapy and in extreme cases, the development of bronchiolitis, sepsis
or bacterial pneumonia (Suarez-Arrabal et al., 2015; Thorburn et al., 2006). Studies have
shown that the higher rates of bacterial pneumonia often coincide with seasonal peaks of RSV
and influenza outbreaks (Deng, 2013) and that there are multiple predisposing factors that
can contribute to viral-bacterial co-infection in the airways (Figure 1.3) (Table 1.1) (Bakaletz,

2017; Morens et al., 2008; Vareille et al., 2011).
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Effect of Viral Infection Attributing Factor for Bacterial Co-Infection

Altering microbiome

(de Steenhuijsen Piters et al., 2015; Ichinohe et Disruption of protective, commensal bacterial species —

allows opportunistic colonisation with harmful bacteria/virus
al., 2011; Wang et al., 2013)

Direct damage to airway epithelium Disruption of tight epithelial junctions — exposing basal cell
membrane to pathogens

(Ilverson et al., 2011; Nicolas de Lamballerie et

Hyperplasia — increased mucous production and decreased
al., 2019; Rezaee et al., 2013)

mucociliary clearance

Increased expression of host cell receptors — aids bacterial

Altered immune response adherence

(Nakamura et al., 2011; Sun and Metzger, 2014) Disruption of immune cells — inhibited activation of immune
cells and thus clearance of pathogens

Disruption of bacterial biofilms

(Hendricks et al., 2016; Laufer et al., 2011; Release of planktonic bacteria — outgrowth within airway or

Marks et al., 2013; Pettigrew et al., 2014; promotion of biofilm formation
Reddinger et al., 2016)

Table 1.1 Mechanisms in which viral infection can result in concurrent or secondary bacterial infection within the
respiratory tract.
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1.3.4.1 Destruction of the epithelial cell barrier

RSV replication can directly impact cell viability and in addition, viral infected cells can be
targeted and lysed by host immune cells attempting to reduce viral spread (Gao et al., 2014).
Viral infection can therefore lead to a diminished protective barrier, exposing a niche that may
be permissible for opportunistic bacterial pathogens to attach or even disseminate into the
submucosa (de Steenhuijsen Piters et al., 2015; Vareille et al., 2011). Phenotypic changes
that occur within the infected airway epithelium can lead to decreased ciliated cells and the
upregulation of goblet cells (termed hyperplasia) that contributes to excess mucus production,
aiding the transition of commensal bacteria from the URT to the LRT (Griffiths et al., 2017;
Smith et al., 2014a; Stark et al., 2006; Vareille et al., 2011). With this first line of defence
compromised, the respiratory microbiome, that normally maintains homeostasis by preventing
colonisation with harmful pathogens, is disrupted, which can allow opportunistic bacterial
infections to occur (de Steenhuijsen Piters et al., 2015). The main commensal bacteria that
can act as opportunistic pathogens within the URT are: Staphylococcus aureus,
Streptococcus pneumoniae (Spn), Haemophilus influenzae and Moraxella catarrhalis, which
in health can exist in equilibrium without causing harm to the host, though are all capable of
causing respiratory infection and pneumonia (Bosch et al., 2013). Children in particular are
colonised by large numbers of these bacterial species, which may make them more
susceptible to bacterial co-infection when their microbiomes are disrupted after infection with
RSV (de Steenhuijsen Piters et al., 2015). In addition, direct infection of airway epithelial cells
with RSV has been shown to upregulate the expression of viral G protein at the membranes
of infected cells, in which Spn has been demonstrated to use as a receptor to adhere

(Avadhanula et al., 2006; Hament et al., 2004).

1.3.4.2 Modulation of immune signalling

Investigating the interactions between RSV and the host immune response in terms of immune

modulation and disease severity may offer insight into why some people respond more
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potently to RSV infection than others. Furthermore, this may provide evidence regarding

increased susceptibility of certain individuals to subsequent bacterial co-infection.

RSV infection initiates host cell immune signalling with increased production of chemokines
such as CXCLS8 (also known as IL-8) and IL-6, which have many functions, including facilitating
the recruitment of neutrophils to sites of infection (Culley et al., 2002; Lambert et al., 2014,
Openshaw et al., 2017). IL-6 also results in upregulation of intercellular adhesion molecule 1
(ICAM-1), which acts to assist the influx and attachment of immune cells, like eosinophils and
neutrophils, into sites of infection (Avadhanula et al., 2006). Further to this, Avadhanula et al.
(2006) also demonstrated that immortalised (BEAS-2B) and normal human bronchial epithelial
(NHBE) cells infected with RSV or influenza had increased intercellular adhesion molecule 1
(ICAM-1) expression at both 48 and 72 h post infection, and this correlated with increased

bacterial adhesion with non-typeable Haemophilus influenzae (NTHi) and Spn.

Defensins are antimicrobial peptides produced by epithelial cells, phagocytes and
lymphocytes, which often serve as signals to induce an adaptive immune response upon
bacterial infection, and have anti-viral roles by binding the lipid envelope and surface
glycoproteins to neutralise viral binding (Oppenheim et al., 2003; Wilson et al., 2013).
However, there is compelling evidence that RSV actively downregulates host defensins.
McGillivary et al. (2009) demonstrated this using an in vivo chinchilla model, where 7 days
post RSV infection the levels of chinchilla B-defensin 1 (c-BD1) were reduced by 50%, which

correlated with increased levels of NTHi in the lung.

Extreme pathogenesis in infants with RSV have also been linked to a Th, dominant response,
leading to severe pathology and prolonged infection due to inefficient clearance of the virus
(Culley et al., 2002; Openshaw et al., 2017). A Th, dominant response has also been linked
to the suppression of IL-12 and which leads to subsequent impaired immunity to bacterial
pathogens and possible outgrowth of Spn (Bakaletz, 2017; Barthelemy et al., 2017). This

indicates how a skewed immune response not only heightens viral infection, but also
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predisposes to further bacterial complications where bacterial pathogens are not efficiently
cleared from the airways. The decreased efficiency of the immune response, coupled with
factors that promote bacterial growth, indicate how bacterial infections may develop from acute
to chronic pathogenesis. In some cases, viral infection has also been shown to contribute to
the development of bacterial biofilms within the lungs, therefore decreasing the efficacy of

some antibiotics (Beadling and Slifka, 2004; Hendricks et al., 2016).

1.3.4.3 The use of antibiotics for viral-bacterial co-infections

Primary care consultants or GPs are responsible for up to 90% of all antibiotics that are
prescribed to patients, the majority of which are to treat respiratory infections/illness (Llor and
Bjerrum, 2014). In fact, URTIs account for up to 57% of antibiotic use and LRTIs account for
up to 30% (Llor and Bjerrum, 2014). The main antibiotics that are used are beta-lactams (i.e.
penicillin, with or without beta lactamase inhibitors), some tetracyclines (e.g. doxycycline),
some quinolones (e.g. levofloxacin) and macrolides (Suarez-Arrabal et al., 2015). These are
often provided without excluding a possible viral infection first (Hay and Tilling, 2014; Quintos-
Alagheband et al., 2017). Otitis media (OM) is one of the most common reasons for antibiotics
being administered to children (Marom et al., 2012). The ability of respiratory viral infections
to predispose the airways to subsequent bacterial infection highlights the role that viruses

indirectly play in leading to antibiotic use in healthcare settings.

Evidence indicates that the administration of antibiotics to infants immediately upon their
arrival at hospital may decrease bacterial loads by up to 50% in comparison to those who do
not receive immediate treatment (Llor and Bjerrum, 2014). However, the same study also
revealed that individuals who received antibiotics required longer treatment in paediatric
intensive care unit (PICU), where gastrointestinal or neurological complications can occur (Llor
and Bjerrum, 2014). It has also been shown that antibiotics used for respiratory infections may
also lead to prolonged harbouring of resistant bacteria for up to 12 months or even colonisation

of other sites such as the gut with more harmful bacteria such as Clostridium difficile (Budnitz
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et al., 2006; Llor and Bjerrum, 2014). This may also result in more second line antibiotics being

required to treat late infections during this period (Budnitz et al., 2006).

There are huge discrepancies that exist in terms of antibiotic treatment for viral-bacterial co-
infections, as often healthcare workers would rather issue antibiotics as a precautionary
measure, especially where rapid and accurate diagnostics are unavailable (Llor and Bjerrum,

2014).

1.3.4.4 The need for new anti-virals for RSV

Viral infection alone can cause severe cytopathic effects and inflammation in the lung but can
also concurrently increase susceptibility to bacterial infections, driving severe pathogenesis.
The diverse interactions that drive these responses suggest that a multidisciplinary approach
is required to tackle the occurrence of bacterial superinfections and the reliance on anti-
microbials as a first line treatment. The development of novel anti-virals may have multiple
benefits to health by reducing hyperinflammation, severe disease and the potential of bacterial
co-infection. The use of anti-viral agents may also reduce the reliance on antibiotics to treat

the subsequent bacterial infections associated with primary viral infection.

1.4 Membrane microdomains

The original concept of biological membranes in living cells was the ‘fluid mosaic model’ where
it was proposed that phospholipids existed in a homogenous distribution across both the
cytoplasmic (inner) and exoplasmic (external) membrane leaflets with proteins randomly
integrated throughout the membrane (Singer and Nicolson, 1972). By 1974 however,
research was already beginning to interrogate this simplified model and it was further
proposed that distinct areas may exist in the lipid bilayer consisting of heterogenous lipid
species (Lee et al., 1974). Some years later it was demonstrated that these heterogenous
areas of the membrane may consist of distinct lipid-protein species that enabled specific

signalling or transport events within the cell (Simons and Ikonen, 1997). Simons proposed the
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term “lipid raft” to capture the character of these transient, highly ordered domains in the fluid
membrane. Of note, lipid rafts are also commonly referred to as membrane microdomains

(MM)s which is the nomenclature adopted throughout this thesis.

MMs are currently characterised as distinct regions of cell membranes that are composed of
sphingolipids, phospholipids, and are rich in cholesterol (responsible for the fluidity of the
membrane), with key roles in lipid/protein trafficking and cell signalling (Figure 1.4 A) (Simons
and lkonen, 1997; Simons and Toomre, 2000). MMs are transient platforms that help
congregate different classes of phospholipids into small (25 nm) or larger (up to 700 nm)
domains whereby the specific geometric and chemical properties of the lipids can dictate
functional properties of the membrane microdomain (Chazal and Gerlier, 2003). Furthermore,
the heterogenous nature of membranes allows for the simultaneous existence of distinct
phases within the same membrane. For example, saturated lipids have a natural affinity for
sphingolipids and sterols which allows these components to pack tightly together in an orderly
fashion within the membrane, giving rise to what is termed a liquid ordered (L,) phase and that
allows lipids to laterally diffuse through the membrane and is thought to be the model for MMs
(Kaiser et al., 2009). In contrast, unsaturated lipids repel cholesterol present in the membrane
and do not pack as tightly with sphingolipids and sterols, which may alter the properties of the
membrane and allow for what is termed liquid disordered (Lq) regions to form that are separate

from the L, phase (Brown and London, 1998; Kaiser et al., 2009).
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Figure 1.4 A Membrane microdomain. The bilayer is composed of phospholipids and sphingolipids. Embedded within
the membrane are transmembrane raft proteins that congregate within the bilayer to produce large, stable rafts or smaller
rafts that disassemble quickly. MM are rich in cholesterol and therefore create highly stable, liquid-ordered structures.
Glycosylphosphatidylinisotol (GPl)-anchored proteins are key molecules for carrying out biological functions where
Acylated proteins are crucial for signal transduction and are located on the inner plasmic layer. (Image adapted from
(Simons and Gerl, 2010).

Figure 1.4 B The Role of MM During RSV Infection. MM are rich in phospholipids, sphingolipids and cholesterol, a
composition that gives rise to a highly stable but liquid ordered structure within the lipid bilayer. MM are utilised for various
stages of the viral life cycle such as the attachment and egress of new RSV particles (A). RSV infection simultaneously
triggers TLR-dependent signalling within MM which can result in an overexuberant immune response often characterised
by increased levels of CXCL8 and CCLS5 (B).
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1.4.1 Membrane microdomain controversy

Despite much research over the years, there is still some controversy surrounding the nature
of MMs. Due to their small size and transient properties, visualisation of MMs has proven
difficult and previous efforts to try and identify MMs have applied crude techniques to artificially

modulate or generate MMs.

Previous research that has attempted to separate MMs from the cell membrane have utilised
the knowledge that areas of the membrane will exist in either L, or Lq with different
characteristics. As the L, phase that makes up MM is rich in cholesterol and sphingolipids, it
is therefore insoluble to non-ionic detergents when incubated at low temperatures, which
allows for the separation of MM from the rest of the membrane in the Lq phase (Brown and
Rose, 1992). This technique gave rise to what was termed detergent resistant membranes
(DRM)s and was a popular technique to try and identify lipids and proteins enriched in these
segregated areas of the membrane. DRMs isolated from biologically relevant cells however,
lack the characteristic asymmetry of relevant membranes and are therefore seen as artificial

models of MM (Lichtenberg et al., 2005; London and Brown, 2000).

To overcome this, a pioneering study from Baumgart et al. (2007) developed an alternative
technique to interrogate the functions and properties of MMs by isolating giant plasma
membrane vesicles (GPMVs) from living cells, whereby both the lipid and protein content of
the living cell it was derived from were retained. By applying confocal microscopy techniques,
it was demonstrated that L, and Lq regions could coexist within the same membrane and
illustrated the natural formation of L, regions (Baumgart et al., 2007). The formation of L,
phase in the membrane helped support the model that MM can form transient platforms within

cell membranes without superficial stimulus.

In addition, the development of optical technologies such as fluorescence resonance energy

transfer (FRET), electron microscopy and single molecule tracking have helped elucidate
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membrane biology (Eggeling et al., 2009; Parker et al., 2008; Sengupta et al., 2007). In
addition, the co-localisation of specific proteins into MM has been visualised in fixed cell
imaging, where correlation of activity have been linked to the composition of proteins and lipids
in the MM (Chang et al., 2012; McCurdy and Graham, 2003; Zhou et al., 2015). With these
advances in microscopy have come increased discoveries about the role of MMs during

microbial infection and human disease.

1.4.2 The role of membrane microdomains in viral infection

Due to the crucial roles that MM have in coordinating host cell signalling and protein-lipid
interactions, it is not surprising that over the years, MMs have been shown to play humerous
roles in human disease such as cancer, cardiovascular disease and neurological disorders
(Gajate and Mollinedo, 2006; Hicks et al., 2012; Hussain et al., 2019; Maguy et al., 2006; Vona
et al., 2021). What's more, many human infectious pathogens including, fungi, bacteria, and
viral species have been demonstrated to interact with MM during different stages of infections,
opening up the option for potential modulation for therapeutic benefit (Knodler et al., 2003;
Lafont and Van Der Goot, 2005; Rosenberger et al., 2000; Turris et al., 2015; Vieira et al.,
2010; Zaas et al.,, 2005). Table 1.2 highlights some important research that has been

conducted for various viruses and the suggested roles of MM during host-pathogen interaction.

MM have been reported to have crucial roles in cell signalling events by enabling the
association or disassociation of cell receptors into specified areas of the membrane to mediate
signalling transduction events (Hueber, 2003; Katagiri et al., 2001; Kowalski and Pier, 2004;
Simons and Toomre, 2000). In terms of immune signalling in response to virus, much research
has reported that TLR signalling occurs in MM (Fessler and Parks, 2011; Ruysschaert and
Lonez, 2015; San-Juan-Vergara et al., 2012; Simons and Gerl, 2010). Surface TLRs (including
TLR2 and TLR4) have been identified as some of the main receptors that can detect RSV
during infection and therefore play crucial roles in host cell inflammatory signalling (Broadbent

et al., 2018; Kurt-Jones et al., 2000). The accumulation and association of host cell PRRs with
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their associated co-receptors within MM enables cell signalling in response to PAMPs (Carter
et al., 2009; Parker et al., 2008; Stokes et al., 2016). In addition, MM have been reported to
play crucial roles in viral infection where enveloped viruses such as RSV preferentially attach
and bud from MM of the host cell (Figure 1.4 B) (Carter et al., 2009; Chang et al., 2012; San-
Juan-Vergara et al., 2012). It is hypothesised that this may due to the abundance of cholesterol
found in MM in which enveloped virus can incorporate into their own membranes to allow for
rapid attachment and fusion of virus to the host cell during infection and also egress out of the
cell during viral budding (Carter et al., 2009; Chang et al., 2012; Charlton et al., 2019; Simons

and Gerl, 2010).

Due to the important roles that MM perform during viral-induced cell signalling and infection,
they have been identified as potential targets for therapeutic modification. Previous studies
have commonly used pharmaceutical agents such as cholesterol chelator methyl-B-
cyclodextrin (MBCD) to modulate MM and their associated functions during infection with RSV
or other clinically relevant enveloped viruses (Bajimaya et al., 2017; Chang et al., 2012;
Charlton et al., 2019; San-Juan-Vergara et al., 2012; Sun and Whittaker, 2003; Yeo et al.,
2009). The results indicated that depletion of cholesterol reduced the efficiency of virus such
as RSV, influenza, human immunodeficiency virus (HIV), and bunyavirus to either fuse with
the host cell membrane or egress from a range of cell types including; human airway epithelial
A549, NHBE, human epithelial type 2 (HEp-2) and Madin-Darby bovine kidney (MDBK) cells
(Bajimaya et al., 2017; Chang et al., 2012; Charlton et al., 2019; San-Juan-Vergara et al.,
2012; Sun and Whittaker, 2003; Yeo et al., 2009). When cholesterol was experimentally
recovered in cell culture, the infectivity of virions was recovered (Bajimaya et al., 2017).
Although these methods reduced viral infection and spread in cell culture, the use of these
pharmaceutical substances were limited due to their toxic effect on whole cell viability

(Zidovetzki and Levitan, 2007).
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Virus

Interaction with MM

Reference

Coxsackievirus

(Shafren, 1998; Triantafilou and Triantafilou, 2004,

A9, A21 and Entry
B4 2003)
Dengue virus Replication (Lee et al., 2008)
Ebola Fusion (Empig and Goldsmith, 2002)
Hepatitis C Replication (Aizaki et al., 2004)
virus
Herpe§ simplex Fusion (Bender et al., 2003)
virus
(Brugger et al., 2007, 2006; Ding et al., 2003; Kozak
HIV-1 Fusion, assembly/egress et al., 2002; Popik et al., 2002; Waheed and Freed,
2009)
Influenza A Binding and endocytosis (Verma et al., 2018)
Marburg Fusion (Empig and Goldsmith, 2002)
Measles Assembly/egress (Manié et al., 2000; Vincent et al., 2000)
Rhinovirus Entry (Grassmé et al., 2005)
Rotavirus Entry, assembly/egress (ISa et al., 2004)
(Brown et al., 2004; Chang et al., 2012; Jumat et al.,
RSV Attachment/entry/assembly/egress | 2015; Ludwig et al., 2017; McCurdy and Graham,
2003; Triantafilou et al., 2013; Yeo et al., 2009)
SARS-CoV-1 Entry (Wang et al., 2008)
SARS-CoV-2 Entry (Li et al., 2021)
SARS-CoV-2 (Proposed roles in entry, (Palacios-Rapalo et al., 2021; Theken et al., 2021)
(Reviews) replication)
West Nile virus Entry (Medigeshi et al., 2008)

Table 1.2 Summary of viral pathogens and their interactions with MM.
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1.4.3 Modulating membrane microdomains using SAPS — project
hypothesis

Published work from my lab group investigated whether a specific liposome species called
SAPS (1-stearoyl-2-arachidonoyl-sn-glycero-3-phospho-L-serine) could be used to modulate
TLR signalling events that take place within MMs. SAPS is composed of a naturally occurring
lipid species, phosphatidylserine (PS) which has been studied when reconstituted and applied
as a unilamellar liposome. PS is ordinarily retained within the cytoplasmic leaflet of mammalian
cells with key roles in orchestrating cell signalling during apoptotic events, where PS is flipped
to the outer membrane and is involved in the controlled clearance of apoptotic cells (Henson
and Bratton, 2013). It has been reported that the exposure of PS on the cell membrane can
instigate an anti-inflammatory response (Henson and Bratton, 2013; Ma et al., 2011). Because
of these anti-inflammatory properties, Parker et al. (2008) hypothesised that PS may
orchestrate anti-inflammatory effects on epithelial and endothelial cells challenged with a
range of TLR ligands. In these studies, it was demonstrated that the PS-containing liposome,
SAPS, was able to diminish TLR-dependent inflammatory responses in cells stimulated with
a range of stimuli such as lipopolysaccharide (LPS). Through the use of FRET technology, it
was reported that SAPS could disrupt TLRs within MM by inhibiting the association of TLR4
with its coreceptor CD14 (a MM-associated glycosylphosphatidylinositol-anchored protein), a
normal requirement for potent inflammatory signalling (Parker et al., 2008). Based on these
initial findings and in conjunction with evidence for MM involvement in viral life cycles, research
was then conducted to investigate the potential of SAPS to disrupt inflammatory signalling
events in airway epithelial cells infected with human rhinovirus (RV) (Stokes et al., 2016). The
results showed that both immortalised and primary airway epithelial cells infected with RV, in
the presence of SAPS, had significantly reduced TLR signalling and inflammatory cytokine
production compared to untreated cells (Stokes et al., 2016). However, SAPS only had modest
effects on viral replication, suggesting that MM disruption did not perturb the life cycle of RV

(Stokes et al., 2016). It was therefore postulated that SAPS may have broader effects against
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an enveloped virus, such as RSV, which may utilise MMs to a greater extent for viral binding

and egress.

The hypothesis for this project was that SAPS may be used to disrupt MM and therefore
modulate the immune response to RSV and the attachment, replication, and egress of RSV
in airway epithelial cells. It was also hypothesised that by using SAPS to reduce RSV infection,
consecutive bacterial infections that are commonly associated with RSV would be reduced.
The main aims of this research were to:
¢ Investigate the ability of SAPS to disrupt multiple stages of the RSV life cycle and
subsequent proinflammatory cytokine production in a range of airway epithelial cell
types,
¢ Explore the mechanism of SAPS using fluorescent microscopy,
¢ Investigate how RSV-infected airway epithelial cells can promote subsequent co-
infection with Streptococcus pneumoniae,
e Explore whether SAPS can modify bacterial co-infection of RSV-infected airway

epithelial cells.
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Chapter 2: Materials and Methods

2.1 Materials
2.1.1 Cell culture media reagents

Table 2.1 Cell culture media and reagents (alphabetical)

Name

Composition (Supplier)

Application

BEAS-2B
complete media

RPMI-1640 medium containing 2 mM
L-glutamine (Gibco, UK),
supplemented with 10% heat treated
foetal bovine serum (FBS) (Gibco), 1%
penicillin, 1% streptomycin (10,000
u/ml)

(Sigma-Aldrich, UK)

BEAS-2B maintenance

BEAS-2B
infection/ basal
media

RPMI-1640 medium supplemented
with 2% heat treated FBS, 1%
penicillin, 1% streptomycin

Equilibrating BEAS-2B cell
growth pre-infection

BEAS-2B/ HEp-2

10X Trypsin/EDTA (Sigma-Aldrich)

BEAS-2B/ HEp-2

subculture diluted to 1X in sterile PBS maintenance

reagents

Cryo-SFM Full composition not disclosed: Freezing down NHBE cells
consists of methylcellulose, DMSO
and other cryoprotectants (Promocell,
Germany)

HBEC3-KT Keratinocyte-SFM (1X) (Gibco, UK) HBEC3-KT cell

complete media

containing 2 mM L-glutamine
supplemented with 0.05 mg/mL BPE,
0.005 pg/mL epidermal growth factor
(EGF) (Gibco), 1% penicillin, 1%
streptomycin

maintenance

HBEC3-KT
infection and
recovery media

Keratinocyte-SFM (1X) containing 2
mM L-glutamine supplemented with
1% penicillin, 1% streptomycin

Equilibrating HBEC3-KT cell
growth for viral infection

HBEC3-KT
infection and
recovery media

Keratinocyte-SFM (1X) (Gibco, UK)
containing 2 mM L-glutamine

Equilibrating HBEC3-KT cell
growth for bacterial infection

HBEC3-KT
subculture
reagents

Trypsin/EDTA, trypsin neutralising
solution (Promocell, Germany) and
Hanks’ balanced salt solution (HBSS)
(Gibco, UK)

HBEC3-KT cell
maintenance

HEp-2 complete
media

DMEM (Gibco, UK) supplemented with
10% heat treated FBS, 1% non-
essential amino acids (Gibco), 2% L-

HEp-2 cell maintenance
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glutamine and 1% penicillin, 1%
streptomycin

HEp-2 infection
media

DMEM without supplement or
antibiotic

HEp-2 infection with virus

HEp-2 viral
propagation
/recovery media

DMEM supplemented with
10% FBS

Used to growing viral stocks
of RSV and to recover cells
after infection with virus

NHBE complete
media

Bronchial epithelial cell growth basal
medium (Lonza, Switzerland)
supplemented with 0.4% Bovine
Pituitary Extract, 0.1% Insulin, 0.50 ml
hydrocortisone, 0.1% Gentamicin
sulfate-Amphotericin — 1000, 0.1%
Retinoic Acid, 0.1% Transferrin, 0.1%
Triiodothyronine, 0.1% Epinephrine
and 0.1% human epidermal growth
factor (Lonza)

NHBE cell maintenance

NHBE infection
media

Bronchial epithelial cell growth basal
medium supplemented with 0.1%
Gentamicin sulfate-Amphotericin—
1000

Equilibrating NHBE cell
growth pre-infection

NHBE recovery
media

Same as complete media except no
BPE

To recover cell growth after
infection with virus

NHBE subculture
reagents

Trypsin/EDTA, trypsin neutralising
solution and HEPES- buffered saline
solution (Lonza, Switzerland)

NHBE cell maintenance

Spn culture broth

Brain Heart Infusion Broth (Sigma-
Aldrich, UK)

Growth of Spn

2.1.2 Buffers and su

bstrates

Table 2.2 Buffers and substrates for ELISA, plaque assay, confocal and MTT cell

viability
Reagent Composition Application
Coating buffer 0.14 M NaCl, 2.7 mM KCI, 1.5 mM KH>PQO4, | ELISA
8.1 mM NaxHPO4
Wash buffer 0.5 M NaCl, 2.5 mM NaH»PO4, 7.5 mM ELISA

NaOH

Na:HPOs, 0.1% TWEEN-20 pH to 7.2 with

Methanol /2% H202

4 ml of CH3OH and 80 pl H,0,

Plague assay

PBS/1% BSA/ 0.1
% sodium azide

NaNs3

12 ml of phosphate-buffered saline solution,
0.12 g of bovine serum albumin and 0.012 g

Plague assay

32




PBS/1% BSA

20 ml of phosphate-buffered saline solution
and 0.2 g of bovine serum albumin

Plague assay

HCL)

MTT 5 mg 0.125 g MTT into 25 ml sterile phosphate- MTT assay
buffered saline solution
10 % SDS (0.01 M 1 g Sodium dodecy! sulfate and 8 pl HCL MTT assay

Collagen

0.05 mg/ml collagen 1 mixed with 0.02 M
acetic acid

Coating coverslips

Blocking buffer
(25ml)

2.5ml 10X PBS, 1.25 ml normal goat serum,
21.25 ml 4H»0 and 0.5 ml 5% Saponin

Immunofluorescence

Antibody dilution
buffer (40ml)

4 ml 10X PBS, 36 ml ¢H-0O, 0.4 g BSA and
0.8 ml 5% saponin

Immunofluorescence

Diamond antifade

Antifade and mounting solution

Immunofluorescence

mountant with DAPI
(Invitrogen #
P36962)

2.1.3 Detection reagents

Table 2.3 Detection reagents for ELISA, plaque assay, cell viability

Reagent (supplier &
product code)

Concentration

Application

Systems # DY998)

Streptavidin — HRP (R&D 1:200 Antibody detection in ELISA
Systems # DY998)
Streptavidin — HRP (R&D 1:100 Antibody detection in plague

assay

Substrate solution(R&D
Systems # DY999)

Equal parts of solution A
and solution B

Initiates colour reaction for
ELISA

3,3’ — Diaminobenzidine
(DAB) substrate (Sigma
Aldrich # D4293)

1 of each tablet into 5 ml of
4dH>0

Detects and stains viral
infected cells

Cell Titer-Glo (Promega #
G7570)

Equal parts of substrate and
buffer

Cell viability
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2.1.4 Detection antibodies

Table 2.4 Antibodies and dyes for imaging (prepared according to manufacturer’s

instruction)

antibody (R&D #
MAB678)

(E. coli-derived
recombinant human
CCL5/RANTES)

Antibody (supplier Isotype Working Application
& product code) (immunogen) concentration
Anti-RSV antibody Polyclonal goat IgG | 40 pg/ml Plague assay
(BIO-RAD # 7950- (Human RSV
0104) isolate)
Anti-RSV fusion Monoclonal mouse 3.3 ug/ml Immunofluorescence
antibody (Abcam # IgG2b
24011) (Bovine RSV strains,
127, SNK and 9007.
Human RSV strains;
Long, Randall, 8/60,
and A/2)
Isotype control Monoclonal mouse | 3.3 pg/ml Immunofluorescence
(Abcam IgG2b kappa
# 18469) (Trinitrophenol and
KLH)
Alexa fluor® 488 Polyclonal 1I9gG goat | 2 pg/ml Immunofluorescence
anti-mouse (Gamma
(Invitrogen # Immunoglobins
A11001) Heavy and Light
chains)
Texas Red™- X N/A 1:50 Immunofluorescence
Phalloidin
(Invitrogen # T7471
pHrodo™ Red N/A 2.55 mM Immunofluorescence
Succinimidyl ester
CXCLS8, anti-human | Capture: Mouse IgG | 0.3 pg/ml ELISA
antibody (R&D # (E. coli-derived
MAB208) recombinant human
IL-8/CXCL8)
CXCLS, anti-human | Detection: 0.32 pg/ml ELISA
antibody (R&D # Biotinylated goat
BAF208) IgG
(E. coli-derived
recombinant human
IL-8/CXCL8)
CCL5, anti-human Capture: Mouse 1gG | 2 pg/mi ELISA
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CCL5, anti-human
antibody (R&D #

BAF273) I9G

Detection:
Biotinylated goat

(E. coli-derived
recombinant human
CCL5/RANTES)

0.08 pg/ml

ELISA

2.1.5 Commercial kits

Table 2.5 Commercial kits used for RNA extraction, cDNA synthesis and RT-gPCR

Name (supplier & product
code)

Components

Application

DNA — free (Ambion #
AM1906M)

10x DNase | buffer
rDNase |
DNase inactivation reagent

RNA extraction (BEAS-2B
protocol) — removal of
genomic DNA

Monarch® Total RNA
Miniprep Kit (New England
Biolabs #T2010S)

RNA purification columns
RNA wash buffer

DNase 1/DNase Buffer
RNA priming buffer

RNA extraction of NHBE
and HBEC3-KT cells

High — capacity cDNA
reverse transcription
(Applied Biosystems #
4368814)

10x RT buffer

10x random primers
25x dNTP mix
Multiscribe Reverse
Transcriptase RNase
inhibitor

Synthesis of RNA to cDNA

GoTag Probe g-PCR
master mix (Promega
#A6101)

GoTaqg Probe g-PCR
mastermix
CXR Reference Dye

RT — qPCR (real time
guantitative PCR)

Monarch® Plasmid
Miniprep Kit (New England
Biolabs #T1010

DNA Elution buffer
Plasmid Wash Buffer (1&2)
Plasmid Neutralisation
Buffer

Plasmid Lysis Buffer
Plasmid Resuspension
Buffer

Isolation and purification of
plasmid DNA
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2.1.6 Primer-probes

Table 2.6 Quantitative RT-gPCR primer probes

Y3Up|Y| ago.d
ewbis 00T Tel [AVLILL9920011VOVVYO1019100VVOLLLINVH9] auab-1 ASYH
Yauplv| (JowIld 9sIanaYy)
ewbis 00¢g 9'G9 1YvO0910101111VO1VIO9OVILlL auab-1 ASY
Youp|v| (Jawd premiod)
ewbis 006 2'S9 VOOL1Ll191VVOVIOOVIDIDVILIOVVYD auab-1 ASY
(Wu)
uolne.Juaduo0)d (D) dway
Jalddns Buiopn Buleauuy ( .£- .5) @ouanbag 190U
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2.1.7 Experimental liposomes

Table 2.7 SAPS/ PAPC Liposomes

Name

Stock Concentration

Supplier and Product
Code

1-stearoyl-2-arachidonoyl- 1.0 mg/ml Avanti Polar Lipids
sn-glycero-3-phospho-L- (Alabaster, AL)
serine (SAPS) # 840064
1-palmitoyl-2-arachidonoyl- | 1.0 mg/ml Avanti Polar Lipids

sn-glycero-3-
phosphocholine (PAPC)

(Alabaster, AL)
# 850459
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2.2 Methods

2.2.1 BEAS-2B cell culture

The immortalised, normal human bronchial airway epithelial cell line (BEAS-2B) was obtained
from American Type Culture Collection (ATCC). Cells were cultured from frozen and
maintained in 75 cm? tissue culture flasks (Thermo Fisher) with RPMI-1640 complete media
(Table 2.1). Cells were grown in a humidified incubator at a temperature of 37°C and 5% CO-
until a confluent monolayer (80-90%) was achieved and subsequent passaging completed.
Spent media was discarded and cells washed twice using 5 ml of sterile PBS before adding 2
ml of trypsin (Sigma-Aldrich). Flasks were placed back into the incubator (37°C/5% CO,) for
approximately 5 mins until cells had rounded up and began to detach from the bottom of the
flask (flasks were gently tapped to aid any remaining cells off). The trypsin was inactivated
with 2 ml RPMI-1640 complete media (Table 2.1) before transferring the cell suspension
media into a 15 ml centrifuge tube. The flask was washed with an additional 2 ml RPMI-1640
media to obtain any remaining cells and then subsequently added to the centrifuge tube. Cells
were then centrifuged at 220 g for 5 mins, 20°C to form a pellet. The pellet was resuspended
in 10 ml complete media (Table 2.1) before a cell count was obtained and new flasks seeded
at a density of 0.8—2.0 x10° cells/flask (depending on rate of growth). Cells were sub-cultured
four times before being used in experiments and discarded after undergoing a total of 10

further passages.

2.2.2 HEp-2 cell culture

The immortalised human epithelial cell line (HEp-2) was obtained from ATCC and stored in
liquid nitrogen until required. Cells were cultured from frozen and maintained as described in

Section 2.2.1 but with DMEM complete media (Table 2.1).
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2.2.3 HBEC3-KT cell culture

The normal human bronchial epithelial cell line (HBEC3-KT) (ATCC) have been immortalised
using cyclin dependent kinase 4 (CDK4) and telomerase reverse transcriptase (hTERT) to
extend their lifespan in cell culture. Cells were brought up from storage in liquid nitrogen and
rapidly defrosted in a 37°C water bath for up to 90 seconds. Cells were placed into a 75 cm?
tissue culture flask (Thermo Fisher) containing 10 ml pre-warmed HBEC3-KT complete media
(Table 2.1). Cells were passaged at 70-80% confluence where spent media was removed and
the cell monolayer rinsed 3X with 10 ml of Hanks’ balanced salt solution (HBSS, Table 2.1). A
3 ml aliquot of Trypsin/EDTA (Promocell, Germany, Table 2.1) was added into the flask to
cover the monolayer and placed into an incubator at 37°C, 5% CO,. Cells were checked after
5-6 mins to determine cell rounding and cell detachment. Flasks were then gently tapped to
aid the remaining cells off the bottom of the flask and 3 ml trypsin neutralisation solution (TNS)
(Table 2.1) was added into the flask to deactivate the trypsin. The cell suspension was moved
into a 50 ml centrifuge tube and 4 ml of HBSS added into the flask to rinse and collect any
remaining cells. Cells were centrifuged at 220 g for 5 mins, 20°C to form a pellet. The cell
pellet was resuspended in 10 ml HBEC3-KT complete media and a haemocytometer used to
determine cell count. Cells were seeded between 0.3 x10°and 1.2 x10° based on proliferation
rate. Cells were used up until passage 29 and each passage was categorised as a separate

N.

2.2.4 NHBE cell culture

2.2.4.1 Arrival of new donor cells in lab

Normal human bronchial epithelial (NHBE) cells were obtained from healthy donors and
purchased from Lonza (Figure 2.1). New donor cells that arrived into the lab were labelled
passage (P) number 2, defrosted rapidly (within 90 seconds) in 37°C water then split into 75
cm? tissue culture flasks (Thermo Fisher) containing 15 ml pre-warmed NHBE complete media

(Table 2.1). Cells were seeded at a density of 3500 cells/cm? as recommended by the
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manufacturer. Cells were grown until 80-90% confluent and then subcultured into new 75 cm?

tissue culture flasks (Thermo Fisher) at a seeding density of 0.75 x10° cells/ml. Cells were

frozen down at passage 4 in Cryo-SFM (Promocell) (Table 2.1) and at a density of 0.5 x10°

cells/ml. Vials were stored in liquid nitrogen until required.

Donor Lot Number | Sex Age Race | Smoker | Alcohol Cell Cell Doubling Seeding
Number (Years) Viability Count Time (h) | Efficiency
(%) (cells/ml) (%)
29521 0000527924 | M 47 C N Y 90 1,310,000 28 23
36585 18TL269120 | M 36 C N N 92 773,300 22 100
30996* | 0000596064 F 52 H N N 72 754,500 26 38

Figure 2.1 NHBE donor cells characteristics. Characteristics of the different NHBE donor cells purchased from Lonza. Donors
that were identified as non-smokers were preferentially selected. Donors marked with an * indicate that this this donor was not
used in subsequent experiments as cells failed to grow. C=Caucasian, H=Hispanic.
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2.2.4.2 Subculture of NHBE cells from ligquid nitrogen

Per 1 vial of cells, two 25 cm? flasks were prepared with 5 ml complete media (Table 2.1),
preheated to 37°C. Each vial of cells was rapidly defrosted in a 37°C water bath then 500 pl
of cells added to each flask. 1 ml of media from one flask was dispensed back into the vial to
capture any remaining cells. Sealed flasks were moved gently backwards and forwards on a
benchtop then left to sit at room temperature for 5 mins to allow an equal distribution of cells
across the base of the flask to adhere. Cells were placed in an incubator at 37°C, 5% CO; and
media replaced every other day until cells were 80-90% confluent. Cells were then cultured

into larger 75 cm? tissue culture flasks as per Lonza protocol (Section 2.2.4.3).

2.2.4.3 Passaging of NHBE cells

In brief, spent media was removed and replaced with 10 ml of HEPES-BSS (Table 2.1). The
flask was tilted to wash the monolayer of cells, then the HEPES-BSS was removed. A volume
of 5 ml Trypsin (Lonza, Switzerland) was gently dispensed over the cells and the flask placed
into an incubator at 37°C, 5% CO.. Cells were checked after 5 mins (maximum 7 mins) for
indications of cell rounding and cell detachment. Flasks were then gently tapped to aid the
remaining cells off the bottom of the flask before 10 ml of TNS (Table 2.1) was added into the
flask to deactivate the trypsin. The cell suspension was moved into a 50 ml centrifuge tube
and 5 ml of HEPES-BSS added back into the flask to rinse and collect any remaining cells.
Cells were centrifuged at 220 g for 5 mins, 20°C to form a pellet. Supernatant was discarded
and the cell pellet gently mixed in 5 ml complete media. A cell count was completed using a
10 pl sample volume from the centrifuge tube and new flasks seeded at 0.75 x10°. Plates were
seeded between 0.6 x10°— 0.9 x10° depending on when cells were required. Each vial of cells

was used from passage 4 up until (and including) passage 7 where after cells were discarded.
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2.2.5 Mycoplasma testing
Routine checks for mycoplasma were carried out by a departmental technician once every
guarter, using EZ-PCR mycoplasma kit (Geneflow), in accordance with the manufacturer’s

instructions.

2.2.6 Respiratory syncytial virus

2.2.6.1 Growing viral stocks

New stocks of RSV strain A2 were grown using a previous batch (passage 5) of RSV strain
A2, originally purchased from ATCC. Three 175 cm? flasks were seeded with HEp-2 cells
(Section 2.2.2) at a density of 3 x10° cells/ml in DMEM (Gibco, UK) viral propagation media
(Table 2.1). Flasks were incubated overnight at 37°C/5% CO: or until cells had reached 50%
confluence. Spent media was removed and flasks washed once with 15 ml DMEM (Gibco,
UK) infection media (Table 2.1). Two 175 cm? flasks were infected with RSV at 0.1 plaque
forming units (PFU)/cell (diluted in 7.5 ml DMEM infection media [Table 2.1] per flask). The
third 175 cm? flask received 7.5 ml DMEM infection media only to act as the control antigen
flask. All three flasks were then incubated for 2 h at 37°C/5% CO,, with periodic rotations every
15 mins to allow viral binding to the cells. An additional 22.5 ml of viral propagation (Table 2.1)
media was added to each flask before being incubated for 24 h at 37°C/ 5% CO.. The following
day, cells were checked under the microscope to assess any cytopathic effects and 25 ml of
spent media removed from each individual flask and placed into separate 50 ml centrifuge
tubes. Each centrifuge tube was then centrifuged at 1000 g, 4°C for 5 mins to produce a small
pellet of cells. Each pellet was resuspended in 25 ml DMEM infection media (Table 2.1) before
being added back into its respective flask. Flasks were then placed back into the incubator
overnight at 37°C/5% CO.. The next day, a sonicator (Fisherbrand FB11002) was filled with
ice and cooled to 4°C. Cells were visualised under an inverted light microscope to determine
levels of cytopathic effect (50% is optimal). A cell scraper (Sarstedt) was used to perturb the

flask monolayer and detach the HEp-2 cells until suspended within spent media. The
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media/cell suspension from each flask was transferred into a separate 50 ml centrifuge tube.
Each centrifuge tube was then placed into the precooled sonicator for 20 seconds at 100%
power (ensuring the bottom of the tube was touching the base of the sonicator) to lyse the
HEp-2 cells and release virions. Each centrifuge tube was then centrifuged for 5 mins at 1000
g 4°C to separate the supernatant (containing virus or media in control flask) from the pellet
(cell debris). The supernatant was transferred to a new 50 ml centrifuge tube and then
aliquoted into 1 ml cryovials. Each cryovial was dipped into liquid nitrogen until frozen (snap-
frozen) and then stored temporarily at —80°C before being moved to liquid nitrogen for long-

term storage.

2.2.6.2 RSV titration

To determine the number of infectious particles present in the newly propagated RSV A2 P6
virus (Section 2.2.6.1), a viral plaque assay was completed. HEp-2 cells were brought up from
liguid nitrogen and subcultured (Section 2.2.3) into 75 cm? flasks four times before being used
for the experiment. Cells were resuspended in DMEM propagation media (Table 2.1) and then
seeded into 96 well plates (Costar) at a density of 2 x10* cells/well in 100 pl. Cells were then
incubated at 37°C/5% CO- overnight. Cells were checked the following day to confirm that
they had reached a confluence of around 90% with minimal patches/detachment. Twelve 1.5
ml Eppendorf tubes were prepared as follows; tube 1 received 990 pl of HEp-2 infection media
(Table 2.1) and the remaining tubes received 200 pl HEp-2 infection media. This was
competed in duplicate to test the control antigen (CA-cells propagated without RSV) and the
propagated RSV (Section 2.2.6.1). An initial 1:100 dilution was completed whereby 10 pl of
either CA or virus was added to tube 1 containing 990 ul of infection media and then mixed
with pipetting. Subsequent doubling dilutions were completed by removing 200 pl from tube 1
into tube 2 and mixed with pipetting. Serial dilutions were carried on until the final tube was
mixed. Spent media was removed from the 96-well plate and 50 ul of the appropriate RSV

dilution or media control were added, in triplicate, to each well. Plates were then incubated for
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2 h at 37°C, 5% CO. after which, 150 pl of HEp-2 recovery media (Table 2.1) was added

directly to each well. Plates were incubated for a further 24 h.

The plates were checked for any cytopathic effect and then a plaque assay completed to
determine the number of infected cells (known as plaque forming units or focus forming units).
Spent media was removed and each well washed with 100 pl PBS, moving from the most
dilute to the highest concentration of virus. To fix the cells, 100 pl of methanol/2% H,O- (Table
2.2) was added to each well of the plate and the plate left for 20 mins at room temperature.
The plate was washed in 200 pl of PBS/1% BSA/0.1% sodium azide (Table 2.2). A 1:200
dilution of the RSV biotinylated ab (Table 2.4) was prepared in PBS/1% BSA and 100 pl added
to each well and the plate incubated for 1 h. Each plate was washed 2X with 200 pl PBS/1%
BSA and then 100 pl streptavidin HRP (Table 2.3) added to each well. The plates were
wrapped in foil and incubated at room temperature for 30 mins. Two separate washes of 200
JI of PBS/1% BSA were completed and then 50 pul of 3,3” — Diaminobenzidine (Table 2.3)
added to each well. The plates were wrapped in foil and then incubated at room temperature
until brown spots appeared (usually between 2 — 24 h). Wells were washed with 100 pl PBS
and left to air dry. Plaques (visible as brown spots) were counted using an inverted light
microscope and the PFU/mI calculated using the following equation:

PFU per ml = no.of plaques x dilution factor x 20

2.2.7 RSV experimental infection of airway epithelial cells

BEAS-2B, HBEC3-KT and NHBE cells were cultured as described (Section 2.2.1, 2.2.3 and
2.2.4 respectively) and seeded into 12—well plates (Costar) at a density of 50,000-70,000
cells/well (BEAS-2B), 80-100,000 cells/well (HBEC3-KT) or 60,000-80,000 cells/well (NHBE)
depending on when required and in the appropriate complete media (Table 2.1). Cells were
incubated at 37°C, 5% CO, and maintained until 80% confluent where upon complete media
would be removed and replaced with the appropriate basal medium (Table 2.1) to ensure cells

are all at the same growth phase. Cells were then incubated over night at 37°C, 5% CO..
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The desired multiplicity of infection (MOI: which determines the ratio of virus to cell) was
prepared (250 pl/well) of RSV A2 strain (ATCC) and control samples were prepared using
appropriate basal media (Table 2.1). Controls included a UV inactivated virus where neat virus
had been exposed to UV light at a wavelength of 999 for 10 mins. Filtrate virus was prepared
by pipetting neat virus into a 0.5 ml Eppendorf tube with 30 kDa filter (Amicon) and then
centrifuged at 1000 g for 5 mins at room temperature. Infection HEp-2 media (Table 2.1) that
was used to propagate the virus was also included as well as normal basal media (Table 2.1)
used during cell culture (cell type dependent).

Basal media was removed and each well washed with 1 ml basal medium. After the addition
of the appropriate RSV dilution or control, plates were incubated at 37°C, 5% CO:for 2 h and
tilted periodically every 15 mins. Media and/or virus was then removed and each well rinsed
with 1 ml basal medium (Table 2.1 - cell type dependent) before the addition of 1 ml basal
media/well (BEAS-2B) or 1 ml recovery media (NHBE) (Table 2.1). Plates were subsequently
incubated at 37°C, 5% CO_for 24/48 h where upon supernatants (SN) and RNA were collected

(Section 2.3 — 2.4) or cell viability assay performed (Section 2.4).

2.3 Sample collection and preparation

2.3.1 Supernatants

Cell free supernatants were collected from individual wells and placed into separate Eppendorf
tubes then centrifuged for 2 mins at 1500 g to pellet cell debris. The overlying supernatant
was then transferred (without disturbing the pellet) into a fresh tube and stored at —80°C until
required for analysis via ELISA (Section 2.5). If RNA samples were desired, the remaining

pelleted cells were kept and used as described (Section 2.3.2).

2.3.2RNA

Supernatants/spent media were removed (Section 2.3.1), and 1 ml of TRI reagent® (Sigma-

Aldrich) added to each well to lyse the cells. Lysed cells were collected and placed into the
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Eppendorf tube containing the pelleted cells collected in (Section 2.3.1). The cell pellet was

resuspended in the TRI reagent ® and tubes frozen at —80°C until required.

2.4 Cell viability assay

2.4.1 MTT cell viability assay

Quantification of viable BEAS-2B cells was measured using a 3-(4,5-Dimethylthiazol-2-yl)-2,5-
diphenyltetrazolium bromide for (MTT) assay which measures levels metabolic of activity in
the form of nicotinamide adenine dinucleotide phosphate (NADPH) production. Excess media
from culture plates was removed and 400 pl of basal media (Table 2.1) added to each well.
MTT (Table 2.2) was prepared in accordance with the manufacturer’s instructions and added
to each well (40 pl/well). The plate was wrapped in tin foil and incubated at 37°C, 5% CO. for
2 h where the tetrazolium dye of MTT may be reduced by living cells into an insoluble
formazan. To solubilise the formazan, 200 ul 10% SDS, 0.01 M HCL (Table 2.2) is added to
every well before an overnight incubation at 37°C, 5% CO,. The solution was added in triplicate
to an opaque 96—well plate (Costar) and absorbance determined using a Varioskan plate
reader at 620 nm. Cell viability was determined as follows:

(abssample - absblank)

X100
abscontrol - absblank

% of viable cells =

2.4.2 Cell Titer-Glo® assay

A different cell viability assay was trialled for NHBE and HBEC3-KT cell optimisation
experiments as it was a faster assay than the MTT assay (Section 2.4.1). Cellular metabolic
activity was measured by scrutinising levels of cellular adenosine triphosphate (ATP). Spent
media was removed from the plate and 200 pl of the appropriate recovery media (Table 2.1)
was added to each sample well and an additional empty well (containing no cells) as a control.
The CellTiter-Glo® reagent (Table 2.3) was prepared in accordance to manufacturer’s
instructions and added to each well to make a 1:2 dilution (200 ul/well). The plate was covered

in foil and placed at room temperature for 2 mins with shaking to allow cell lysis. The plate
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was then taken off the orbital shaker and left for an additional 10 mins incubation at room
temperature. Duplicates of each sample were then added to a white opaque 96—well plate
(Costar) and luminescence determined using a Varioskan at 480 nm. Viability was calculated:

(abssample - absblank)

% of viable cells =
abscontrol - absblank

X100

2.5 Quantitative real-time PCR (RT g-PCR)

2.5.1.1 RNA extraction of BEAS-2B cells

Samples were collected as described (Section 2.3.2). Chloroform was added directly into the
sample and thoroughly mixed before standing the samples at room temperature for 10 mins.
A cooled centrifuge at 4°C was used at 1200 g for 15 mins to separate the RNA into an
aqueous layer, distinct from contaminating proteins, lipids and DNA. The aqueous layer
containing RNA was then carefully removed and transferred into a new tube. To further purify
the RNA from the solution, isopropanol was added to each tube, mixed vigorously and then
samples left to stand for 10 mins at room temperature. An RNA pellet was formed using
centrifugation at 4°C for 10 mins, 1200 g. The aqueous solution was removed, and the pellet
(containing RNA) was washed with 70% ethanol before centrifugation at 1500 g, 4°C for 10
mins. Ethanol was removed and the pellet was allowed to air dry at room temperature before

resuspension in 30 ul nuclease free, distilled H20.

2.5.1.2 RNA purification of BEAS-2B cells

Extracted RNA (Section 2.4.1), was further purified using a commercially available DNAse kit
(Table 2.5) to eliminate any contaminating genomic DNA. A master mix containing 3 pl of 10X
buffer, and 1 ul DNAse/sample, was prepared and added to each sample. After incubating the
samples at 37°C for up to 30 mins, the reaction was halted with the addition of DNAse
inactivation solution (3 pl/sample). Samples were continually mixed (with pipetting) during a 2

min incubation period at room temperature. Contaminating DNA and excess DNAse treatment
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were removed through centrifugation: 1000 g for 2 mins at 4°C and the resulting supernatant

(containing RNA) was transferred into a fresh tube before storing at —80°C.

2.5.2 RNA extraction of HBEC3-KT and NHBE cells

Samples were collected as described (Section 2.3.2) and prepared using the Monarch® Total
RNA Miniprep Kit (Table 2.5) and according to the manufacturer’s instructions. In brief, 200 pl
of chloroform was added to each sample and thoroughly mixed before incubation of the
samples at room temperature for 10 mins. Samples were centrifuged at 4°C, 12,000 g for 15
minutes. The uppermost, aqueous layer containing RNA was then carefully removed and
transferred into a new tube and an equal volume of ethanol (= 95%) was added into the tube
and mixed by inverting. Up to 800 pl was placed into an RNA purification column sat within a
collection tube (this step was repeated where volumes were greater than 800 pul) and
centrifuged for 30 seconds at 16,000 g, 4°C. The flow through was discarded and 500 pl of
RNA wash buffer added into the purification column then centrifuged again at 16,000 g for 30
seconds at 4°C. DNase treatment was prepared in a separate Eppendorf - for each sample; 5
pl of DNase 1 and 75 pl DNase reaction buffer was added into the Eppendorf and inverted to
mix. 80 ul of this DNase reaction mixture was added directly to the top of the matrix in the
RNA purification column and incubated at room temperature for 15 mins. 500 pl of RNA
priming buffer was then added to each column and tubes were centrifuged as previously
described. The flow through was discarded and columns were washed with 500 pl RNA wash
buffer and centrifuged as before. The wash step was repeated a second time however
samples were centrifuged for 2 mins. The column was then placed in a fresh Eppendorf and
30 pl of nuclease free, distilled H.O added to each column. Samples were centrifuged once
more for 30 seconds at 16,000 g, 4°C then columns were removed and samples stored at -

80°C until required.
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2.5.3 cDNA synthesis

To quantify the levels of viral RNA using RT-qPCR, complimentary DNA had to be generated
from the purified RNA (Section 2.5.1.1-2.5.2). The purity of each RNA sample was determined
by a Nanodrop-1000 spectrophotometer (Thermo Fisher). Then, 1 ug of RNA could be
prepared for each sample using a high-capacity cDNA reverse transcription kit (Applied
Biosystems) (Table 2.5). A mastermix was prepared containing (per sample); 4 ul of 10X RT
buffer, 1.6 pl 25X 100 nM dNTPs, 4 pl 10X random primers, 2 pl multiscribe reverse
transcriptase, 2 pl RNase inhibitor and 6.4 pl of dH»O. A thermal cycler (PTC-200) was used
to transcribe the RNA samples into cDNA using the following cycles; 94°C for 2 mins, 40-60°C
for 1 min and 70-74°C for 2 mins (20 cycles). The cDNA samples were frozen at —80°C until

required for RT-gPCR.

2.5.4 Absolute quantification RT-gPCR

2.5.4.1 Plasmid preparation

In order to quantify the levels of viral RNA in each sample, a standard curve was generated
using a plasmid encoding a specific fragment of the RSV large polymerase (L) — gene (Culley
et al., 2002). The PCDNA3 plasmid containing an ampicillin resistance gene was gifted from
Dr Fiona Culley at Imperial College London with the plasmid weight previously determined as

4.3 x10*2 ug/molecule.

2.5.4.1a Transformation of Escherichia coli (E. coli)

To generate more stock of the plasmid, 1 pl of plasmid was added into 15 pl of E. coli (strain
TOP10, kindly provided by Colin Bingle lab) in an Eppendorf and kept on ice for 30 mins. The
tube was then placed into a water bath at 42°C for 30 seconds to heat shock the bacteria and
enable the plasmid to enter into the cells. The tube was placed back on ice and 250 pl of
S.0.C medium (Invitrogen) added to enable maximum transformation efficiency. The tube was

placed in a shaker for 1 h at 37°C, 200 rpm. Around 100 pl of the bacteria suspension was
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then spread onto an agar plate containing Luria-Bertani (LB) and ampicillin. The plate was

allowed to dry for 30 mins then placed in an incubator overnight at 37°C.

2.5.4.1b Growing up transformed E. coli stocks

The following day, 1 bacterial colony was selected from the agar plate and inoculated in 2 ml

of LB broth + ampicillin. The tube incubated overnight at 37°C, 200 rpm shaking.

2.5.4.1c Isolation and purification of plasmid

The plasmid DNA was isolated and purified using the Monarch ® Plasmid Miniprep Kit (Table
2.5) according to the manufacturer’s instructions. In brief, the bacterial culture was gently
tapped to mix then 1.5 ml was placed into a fresh Eppendorf and briefly centrifuged for 30
seconds at 16,000 g. The supernatant was discarded, and the cell pellet (containing
transformed bacteria) resuspended in 200 pl of Plasmid Resuspension Buffer and vortexed
until clumps dispersed. To this, 200 pl of Plasmid Lysis Buffer was added and the tube inverted
5 — 6 times to mix. The suspension was then left at room temperature for 1 min. 400 pl of
Plasmid Neutralization Buffer was added into the Eppendorf and the suspension inverted to
mix before a further incubation at room temperature for 2 mins. The tube was then centrifuged
at 16, 000 g for 5 mins to remove contaminant RNA. The supernatant was then carefully
removed, placed into a spin column and centrifuged at 16,000 g for 2 mins. The flow through
was discarded and 200 ul of Plasmid Wash Buffer 1 added into the spin column before
centrifugation at 16,000 g for 1 min. The flow through was once again discarded and 400 pl of
Plasmid Wash Buffer 2 added into the spin column before centrifugation for 1 min, 16,000 g.
The spin column was then placed into a fresh Eppendorf and 30 pl of DNA Elution Buffer
added into the centre matrix of the column and incubated for 2 mins then centrifuged at 16,000

g for 1 min to elute the DNA. The plasmid was frozen at -20°C until required.

2.5.4.2 RT-qPCR
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A standard curve was prepared using the generated plasmid (section 2.5.4.1) where an initial
1:100 dilution was completed to generate 10® copies/ul and then subsequent dilutions
completed at 1:10 until 10 copies/pl.

Primers and probe (Table 2.6) were prepared at a final stock concentration of 100 uM as per
the manufacturer’s instructions.

Samples were prepared using a TagMan kit from Promega (Table 2.5). Each sample was
prepared as follows: 10 pl g-PCR Master Mix (Promega), 0.2 pl carboxy-X-rhodamine (CXR)
(Promega), 5.8 ul water, 1 pl of the forward and reverse RSV primers, and RSV probe were
added into each sample. For unknown samples, 0.025 pug of cDNA sample were added or 1
pl of the relevant dilution of the RSV plasmid for the standard curve. Duplicates of either
sample or standard control was added to a 384 well plate then sealed (Starlab X-clear
advanced polyolefin seal) to prevent evaporation of samples during temperate cycles. Plates
were briefly centrifuged at 689 g for 2 mins to ensure sample collection in the bottom of the
well. Samples were run on a Real-time PCR machine (ABI 7900HT) set at: 50°C for 2 mins,
95°C for 10 mins then 40 cycles at: 95°C for 15 seconds and 60°C for 60 seconds. The

resulting data was analysed using SDS 2.2.1 software (ABI systems).

2.6 Enzyme-Linked Immunosorbent Assay (ELISA)

An ELISA was used to determine the quantity of CXCL8 and CCL5 from supernatant collected
(Section 2.3.1). CCL5 or CXCLS8 coating antibody (Table 2.4) were diluted (according to the
manufacturer’s guidelines) in coating buffer (Table 2.2). A volume of 100 ul was then added
the wells of a high-binding 96 well plate (Costar). The plate was wrapped in cling film and
incubated overnight at room temperature to use the following day or refrigerated for a
maximum of 3 days. The plate was then rinsed 3 times in wash buffer (Table 2.2) using an
automated plate washer (Labtech International). A blocking buffer comprising of 1% BSA
(Sigma-Aldrich) and coating buffer, was added before placing the plate on an orbital shaker

(300 rotations/min). The plate was left at room temperature for 1 hour to prevent unspecific
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binding of the antibody. After incubation, the plate was washed as previously described, and
designated sample preparations and standard (CXCL8: 19.6 to 5000 pg/ml or CCL5: 39 to
10000 pg/ml) were added in duplicate at 100 ul/well. To allow sufficient binding, the plate was
placed back on to the orbital shaker for 1.5 — 2 h. The plate was washed as previously
described and 100 pl of desired biotinylated detection antibody (Table 2.4) added to each well.
The plate was placed back on the orbital shaker for 1.5-2 h. The plate was washed, as
previously described, to remove any excess biotinylated antibody before the addition of 100
ul of Streptavidin-HRP (R&D Systems) (Table 2.4) to each well at a concentration of 1:200.
The plate was wrapped in foil then incubated once more at room temperature for 20 mins with
shaking. A wash was completed, and then equal parts of substrate A and B (R&D Systems)
mixed to generate 100 ul/well. The plate was wrapped once more in foil and left to develop up
to 20 mins with shaking. The reaction was stopped with the addition of 50 pl sulphuric acid (1
M) to each well. To determine the optical density (OD), the plate was read using a Thermo
Multiskan at an optical density of 450 nm. A standard curve was generated from the OD values
to indicate the levels of each standard (CXCL8: 19.6 to 5000 pg/ml and CCL5: 39 to 10000

pg/ml) which could be used to quantify levels in the samples.

2.7 Plague assay for viral infection

NHBE cells were seeded into a 96-well plate and then incubated at 37°C, 5% CO, overnight.
Cells were then checked the following day to confirm that they had reached a confluence of
around 90% with minimal patches/detachment. Spent media was removed and each well
washed with 500 pl of basal media (cell type dependent). A range of RSV MOI dilutions were
prepared using basal media and 150 pl added to each well. Plates were incubated at 37°C,
5% CO; for 2 h and tilted periodically every 15 mins. Spent media was removed and each well
washed with 500 pl basal media (Table 2.1). A volume of 500 pl recovery media (Table 2.1)

were added to each well and the plate placed back into the incubator 37°C, 5% CO; overnight.
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The next day, plates were checked for any cytopathic effect and then a plaque assay
completed to determine the number of infected cells (known as plague forming units or focus
forming units). Spent media was removed and each well washed with 400 pl PBS, moving
from the most dilute to the highest concentration of virus. To fix the cells, 300 ul of
methanol/2% H>O, (Table 2.2) was added to each well of the plate and the plate left for 20
mins at room temperature. The plate was washed in 400 pl of PBS/1% BSA/0.1% sodium
azide (Table 2.2). A 1:100 dilution of the RSV biotinylated ab (Table 2.4) was prepared in
PBS/1% BSA and 300 pl added to each well and the plate incubated for 1 h. Each plate was
washed 2 times with 400 ul PBS/1% BSA and then 300 pl streptavidin HRP (Table 2.3) added
to each well. The plates were wrapped in foil and incubated at room temperature for 30 mins.
Two separate washes of 400 ul of PBS/1% BSA were completed and then 250 pl of 3,3” —
Diaminobenzidine (Table 2.3) added to each well. The plates were wrapped in foil and then
incubated at room temperature until brown spots appear (usually between 2 — 24 h). Wells
were washed with 400 pl PBS and left to air dry. Plaques (visible as brown spots) were counted
using an inverted light microscope and the PFU/mI calculated using the following equation:

PFU per ml = no.of plaques x dilution factor x 20

2.8 Liposome preparation SAPS/ PAPC

2.8.1 Lipid hydration

The experimental liposome 1-stearoyl-2-arachidonoyl-sn-glycero-3-phospho-L-serine (SAPS)
and control liposome 1-palmitoyl-2-arachidonoyl-sn-glycero-3-phosphocholine (PAPC) (Table
2.7) were purchased from Avanti Polar lipids (Alabaster, AL). Both liposomes were prepared
in the lab using the lipid hydration method to obtain unilamellar liposomes at a concentration
of 1.0 mg/ml. A rotary evaporator (Stuart RE300DB) was used to remove the majority of
chloroform from each sample before being flushed with nitrogen (Techne Sample
Concentrator) to remove any excess chloroform and produce a dry lipid film. Degassed PBS

was then used to rehydrate the lipids, which results in swelling and formation of multilamellar
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liposomes. To create uniform sized, unilamellar liposomes, sonication (Fisherbrand FB11002)
was applied and then samples purified with a 0.22 um filter. Liposomes were kept at 4°C in
glass vials and their efficacy tested on peripheral blood mononuclear cells (PBMC)s (Section

2.8.2).

2.8.2 Characterisation of SAPS and PAPC

To determine that SAPS and PAPC prepared (Section 2.8.1) were perturbing specific
signalling pathway, PBMCs were prepared (Section 2.8.3) and treated with two different
concentrations of each liposome then incubated for 1 h at 37°C, 5% CO,. Each well was then
stimulated with either lipopolysaccharide (LPS) or Interleukin 1 beta (IL-18) before incubation
at 37°C 5% CO- for 24 h where supernatant samples were collected for analysis by ELISA

(Section 2.6).

2.8.3 Peripheral blood mononuclear cells (PBMC)

In accordance with a protocol approved by the South Sheffield Local Ethics Committee
(STH13927), venous blood was obtained from healthy volunteers (with fully informed
consent). The peripheral blood mononuclear cells (PBMCs) were isolated from the whole
blood sample by a departmental colleague using a Percoll™ density gradient as previously

described (Wardle et al., 2011).

2.9 Confocal microscopy

2.9.1 Coverslip preparation

Coverslips measuring 13 mm, were sterilised in separate wells of a 12—well plate and exposed
to UV radiation (999 wavelength) for 10 mins. Coverslips were coated with 500 pl collagen
(collagen 1 diluted to 0.05 mg/ml in 0.02 M acetic acid) (Table 2.2) then incubated at room

temperature for 1 h. Coverslips were rinsed twice with sterile PBS then allowed to air dry in a
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sterile flow cabinet. Plates were sealed with parafilm and placed into a fridge at 4°C until
required.

2.9.2 Infection of cells

2.9.2.1 RSV infection for optimisation of anti-RSV fusion (F) antibody

BEAS-2B, HBEC3-KT or NHBE cells were seeded at around 0.6 x10° /12-well plate and
maintained (Section 2.2) until 80% confluent. Plates were washed with basal media —cell type
dependent (Table 2.1). Viral dilutions were prepared using appropriate cell type basal medium
and 250 ul of RSV/ media added to the plate. The plate was placed into the incubator for 2 h
at 37°C, 5% CO.. Plates were tilted every 15 mins to allow sufficient exposure of cells to virus.
Plates were removed and spent media discarded before an additional media wash to remove
any unbound virus from the well (1 ml basal medium/well). Plates not requiring fixation until a
later time point, received 1 ml fresh basal medium (BEAS-2B) or recovery media (HBEC3-KT
or NHBE) and incubated 37°C, 5% CO., Plates designated 0 h were fixed immediately (Section

2.9.3).

2.9.2.2 RSV infection of HBEC3-KT cells at different temperatures for distinguishing
binding and fusion events of RSV

Duplicate plates of HBEC3-KT cells were seeded at 0.8 x10° /plate and maintained (Section
2.2) until 80% confluent. Both plates were infected with RSV A2 (MOI 0.4) or stimulated with
basal media for 1 h at 4°C in the presence/absence of SAPS (25 pg/ml) with periodic rocking
every 15 mins. One plate was immediately washed using ice cold PBS to remove any unbound
virus and subsequently fixed with 4% PFA (Section 2.9.3). Plate 2 was transferred to a
humidified incubator for an additional 1 h at 37°C, 5% CO2 to allow viral fusion and infection
of the HBEC3-KT cells. Plate 2 was washed to remove any unbound virus, required wells
treated again with SAPS (25 ug/ml) then the plate put back into the incubator for 20 h at which
point, cells were washed and fixed. Cells for this experiment were imaged using a Zeiss

Airyscan confocal microscope.
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2.9.3 Fixing cells

In order to visualise RSV attachment to cells immediately after infection, cells were fixed with
500 pl 4% PFA after the final media wash during infection process (Section 2.9.2). The plate
was placed at room temperature for 15 mins then PFA removed and plates washed twice with
500 pl PBS. Fresh PBS was added to each well (500 pl/well) then refrigerated at 4°C until

required (no longer than 1 week) or stained immediately (Section 2.9.4).

2.9.4 Primary antibody staining

Cells were washed with sterile 1X PBS and incubated at room temperature for 5 mins with
shaking. Spent PBS was removed and 1ml/well blocking buffer (Table 2.2) added to each well
then left to incubate for 1 h at room temperature. Buffer was removed and 1ml/well of RSV
anti-F ab (Table 2.4) added to all appropriate wells. An isotype control (Table 2.4) was added

to one well and the plate wrapped in clingfilm before incubating overnight at 4°C with shaking.

2.9.5 Secondary antibody staining and mounting of coverslips

Cells were washed three times with 1ml/well sterile 1X PBS with 5 mins incubation periods
and shaking. Secondary antibody (Table 2.4) was prepared in dilution buffer (Table 2.2) and
1 ml/ well added to the plate. The plate was wrapped in foil and incubated at room temperature
for 1 h with shaking. Excess antibody was then washed off with 1X PBS (3 separate washes).
Microscope slides measuring 1.0-1.2 mm thick (Academy) were prepared by adding 10 ul of
mountant (Invitrogen) (Table 2.2) directly to the slide. Coverslips were removed from tissue
culture plates using tweezers, rinsed in ¢H>O, dabbed dry and then placed (cell side down)
onto the mountant. Slides were covered to prevent light penetration and allowed to setfor 1 h

at room temperature before being stored at 4°C overnight.
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2.9.6 Actin staining

Where staining of actin filaments was required, cells were fixed as previously described
(Section 2.9.3). Cells were washed with sterile 1X PBS and incubated at room temperature
for 5 mins with shaking. Spent PBS was removed and 1 ml/well blocking buffer (Table 2.2)
added to each well then left to incubate for 1 h at room temperature. Buffer was removed and
250 pl/well of Phalloidin (Table 2.4) added to all appropriate wells. The plate was incubated
for 45 mins at room temperature under humid conditions by wrapping in a damp paper towel.
Excess antibody was then washed off with 1X PBS (3 separate washes) and coverslips

mounted as described (Section 2.9.5).

2.9.7 Confocal microscopy

Cells were imaged using a Nikon Al or Airyscan confocal microscope using the 60X oil lens.
Areas of visualisation were picked using the DAPI channel only to remove any bias and 3
separate areas were imaged to generate an average fluorescent intensity value. Images were
processed using ImageJ software. Images that were captured and processed using the
Airyscan confocal were kindly imaged by Dr Nick Van Hateren (Wolfson Light Microscopy
Facility). Again, areas of the cells were selected at random through the DAPI channel only and

imaged using the 40X lens with oil.

2.10 Bacterial culture

2.10.1 Streptococcus pneumoniae (Spn) stock preparation

Experiments were completed using FP22, the isogenic unencapsulated derivative of serotype
2 strain D39 (Pearce et al., 2002) that was originally gifted from Professor Tim Mitchell
(University of Birmingham). For confocal microscopy studies, the unencapsulated, fluorescent

Spn strain called FT4 was used, originally provided by Dr Andrew Fenton, University of
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Sheffield. Fresh stocks were initially generated using a beaded stock generated by a fellow
PhD student (Faith H Tolliday). The beaded stock was thawed at room temperature then
flicked to mix. A sterile loop was used to select a bead and then streaked onto a Columbia
blood agar plate (Thermo Fisher, UK). The plate was placed into an incubator overnight at
37°C, 5% CO.. The following day, an overnight culture was prepared. Eight 15 ml centrifuge
tubes were prepared with 10 ml of (previously autoclaved) BHI (Table 2.1). Serial dilutions
were then prepared by inoculating the first tube with 10-30 bacterial colonies from the agar
plate. The centrifuge tube was briefly vortexed to mix and then 5 pl of this suspension was
carried over to tube 2. Tube 2 was inverted once to mix and then 5 pl removed and placed
into tube 3. This process was repeated until tube 8 was inoculated. The centrifuge tubes were
placed into an incubator (no shaking) overnight at 37°C, 5% CO; ensuring the lids were left

loose.

The overnight cultures were observed and the centrifuge tube containing turbid supernatant
(indicating bacterial growth) that also had minimal pellet formation (dead cells) was selected.
Around 1- 2 ml of the selected overnight culture was then used to inoculate a fresh centrifuge
tube containing 30 ml BHI. An extra 50 ml centrifuge tube was also prepared containing 10 ml
of BHI only to be used for blank OD measurements to equilibrate the spectrophotometer. The
bacterial suspension was briefly vortexed then an OD (600 nm) taken to confirm a starting OD
of between 0.01 and 0.05. The lids on the bacterial suspension and blank control were
loosened slightly before placing the suspensions into an incubator at 37°C, 5% CO, without
shaking). Hourly measurements were taken until an OD of 0.5 (mid log phase) was reached
(Figure 2.2). Around 15 ml of the bacterial suspension was removed from the uppermost part
of the centrifuge tube (to prevent collecting dead cells) and placed into a fresh tube. The
bacterial suspension was then mixed with 50% glycerol at a ratio of 5:3 (9 ml of 50% glycerol
added to 15 ml bacteria suspension). The suspension was vortexed to mix and then aliquoted

into 1 ml Eppendorf’s and frozen at -80°C.
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The colony forming units (CFU) of the frozen stock aliquots were quantified using the Miles

Misra technique (Section 2.10.3).
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Figure 2.2 Growth curve of Streptococcus pneumoniae FP22. Overnight cultures of Spn were prepared and used to
grow up Spn stocks in BHI until mid-log phase of growth was reached (as indicated by OD 0.5). OD measurements were
taken using a spectrophotometer at 600 nm.
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2.10.2 Preparation of pHrodo-stained Spn

A frozen aliquot of FP22 was defrosted at room temperature and centrifuged at 9000 g for 3
mins. Supernatant was removed and the pellet resuspended in 1 ml PBS before centrifugation
again at 9000 g for 3 mins. Supernatant was removed and bacteria resuspended in 1 ml PBS
then centrifuged once more at 9000 g for 3 mins. Supernatant was removed and bacteria were
resuspended in 200 ul of PBS. 0.5 ul of pHrodo (Table 2.4) was added into the aliquot of Spn
and the mixture pipetted up and down then vortexed to prevent clumping of the pHrodo dye.
The bacterial suspension was wrapped in foil to prevent light penetrations and incubated at
37°C for 30 mins on a shaker. The bacteria were centrifuged as previously described and the
pellet resuspended in 1 ml of Tris (25 mM, pH 8.4) and incubated at room temperature for 1
min in the dark. The aliquot was centrifuged as previously described and resuspended in 1 ml
PBS to wash the pellet with another centrifugation step. The bacterial pellet was resuspended
in 1 ml HBEC3-KT basal medium and wrapped in foil until required. Prepared samples were

used within 24 hours to avoid degradation.

2.10.2.1 Imaging pHrodo-stained Spn in RSV-infected HBEC3-KT cells

Three independent experiments from three individual populations of cells were conducted
simultaneously in a 24-well culture plate. Cells were seeded at 0.8 x10° cells/plate using
complete medium containing GA-1000 and grown overnight to reach 60% confluence the
following day. Media was removed from the plate washed with 1 ml/well fresh basal media (no

GA-1000) and cells were placed into 1 ml/well basal media (without GA-1000).

Cells were stimulated with basal media or infected with RSV A2 (MOI 0.4) for 2 h in the
presence/absence of SAPS (25 pg/ml) at 37 °C, 5% CO; with periodic rocking every 15 mins.
Media and unbound virus removed, and SAPS re-added to required wells. The plate was

incubated for 24 h.
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The next day, one well was fixed with 250 pl 4% PFA for 15 mins at room temperature to act
as a control to ensure that no Spn should fluoresce unless intracellular. The plate was
stimulated with media or infected with unlabelled Spn or pHrodo-stained (Section 2.10.2) Spn
(FP22) (MOI 1). The plate was centrifuged for 5 mins at 150 g to ensure bacteria were in
contact with the cell monolayer. The plate was incubated for 1 h at 37°C, 5% CO>. Unbound
bacteria were removed and the plate washed 3X with 500 ul PBS washes. Cells were then
incubated with 500 pl antibiotic (20 pg/ml gentamicin/ 40 pg/ml streptomycin and 40 U/ml
penicillin) for 30 minutes at 37°C, 5% CO. to kill any remaining extracellular bacteria. Samples
were collected from each well and plated neat onto blood agar plates to ensure efficient killing
of extracellular Spn. 1 ml fresh basal media was added to each well and the plate wrapped in
foil to protect from light. The plate was imaged immediately using a ZOE Fluorescent Cell
Imager (BIO-RAD) to detect red fluorescence indicative of intracellular, pHrodo-stained Spn.
To ensure no bias in sample image collection, each well was aligned centrally on the imager
using the brightfield setting before switching to the red channel to detect red fluorescence and
capture images. Zoom is 100 um. The CFU/mI of each Spn stock prepared was quantified by

Miles Misra (Section 2.10.3).

2.10.3 Miles Misra viable bacterial count

Viable bacteria from stock preparation (Section 2.10.1) and from experimental procedures
were quantified using the Miles Misra technique (Miles et al., 1938). Six 10-fold serial dilutions
were completed in sterile PBS and plated on blood agar plates with 3 x 10 pl drops of each
dilution to obtain average counts. Agar plates were allowed to air dry then incubated at 37°C,
5% CO: overnight. Spn colonies were confirmed through identification of a-haemolysis of the
blood agar and quantified; number of colonies divided by 30 to acquire CFU/ pl, then multiplied

by the dilution factor of that sample and then multiplied by 1000 to give CFU/ ml.
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2.11 RSV-bacterial co-Infections of HBEC3-KT cells

2.11.1 Optimisation of Spn infections of HBEC3-KT cells

HBEC3-KT cells were cultured (Section 2.2.3) and seeded into 24-well plates (Costar) at a
density of 1.2 x10° cells/plate. Cells were incubated at 37°C, 5% CO, and maintained until
70% confluent where upon complete media was removed and replaced with basal medium
(without antibiotics) (Table 2.1) to ensure cells are all at the same growth phase. Cells were
then incubated over night at 37°C, 5% CO.. The following day, a fresh aliquot of Spn (FP22)
was thawed at room temperature and centrifuged at 9000 g for 3 mins. The supernatant was
removed and the bacterial pellet resuspended in 1 ml PBS before centrifugation at 9000 g for
3 mins. Supernatant was removed and the bacterial pellet gently resuspended in 1 ml PBS.
Bacterial suspensions were prepared to generate MOI 0.5, 1, 1.5, 5 and 10 (diluted in HBEC3-
KT basal media) to generate 200 pl/ well. A PBS control was also included to ensure PBS
alone was not affecting viability and CXCL8 generation from the HBEC3-KT cells. The plate
was centrifuged for 5 mins at 150 g to ensure bacteria were in contact with the cell monolayer
and then incubated with the selected MOI of Spn for 1 h at 37°C, 5% CO,. The bacteria and
media were removed, and wells washed 3 x with 500 pl PBS to remove any unbound bacteria.
Cells were then incubated with antibiotics (100 pug/ml gentamicin/ 100 pg/ml streptomycin and
100 U/ml penicillin) for 1 h. Media and antibiotics were removed, and wells washed as
previously described. Fresh basal media was added to the plate and staurosporine (1 uM)
added to a well to act as a positive control for cell death. The plate was incubated for 24 h at
37°C, 5% CO, and supernatants collected and analysed for CXCL8 via ELISA (Section 2.6)

and cell viability assessed using CellTiter-Glo® (Section 2.4.2).

2.11.2 Bacterial challenge with SAPS

A fresh aliquot of Spn was thawed at room temperature and centrifuged at 9000 g for 3 mins.
The supernatant was removed, and the bacterial pellet resuspended in 1 ml PBS before

centrifugation at 9000 g for 3 mins. Supernatant was removed and the bacterial pellet gently
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resuspended in 1 ml PBS. Bacteria were prepared in basal media to give approximately 2.3
x10° CFU/ 200 pl. Triplicate wells received 200 pl of Spn only and separately, triplicate wells
received 195 pl Spn and 5 pl SAPS (25 pg/ml). The plate was incubated for 1 h at 37°C, 5%
CO.. The bacterial suspension in each well was drizzled ~ 10x to help dislodge any adherent
bacteria to the base of the well. A sample of 100 pl from each well was then removed and

serially diluted (6x 10-fold dilutions) to complete Miles Misra counts (Section 2.10.3).

2.11.3 Co-infected cells: Bacterial adherence assay

HBEC3-KT cells were cultured (Section 2.2.3) and seeded into 24-well plates (Costar) at a
density of 1.2 x106 cells/ plate. Cells were incubated at 37°C, 5% CO, and maintained until
80% confluent where upon complete media was removed and replaced with basal medium
(without antibiotics) (Table 2.1) to ensure cells are all at the same growth phase. Cells were

then incubated over night at 37°C, 5% COs.

Cells were infected with RSV A2 (MOI 0.4) or stimulated with media for 2 h in the
presence/absence of SAPS (25 pg/ml). Unbound virus was removed from the cells and fresh
basal medium added to the cells and SAPS re-added to the appropriate wells. Cells were

incubated for 24 h before subsequent infection with Spn.

The following day, a fresh aliquot of Spn (FP22) was thawed at room temperature and
centrifuged at 9000 g for 3 mins. The supernatant was removed, and the bacterial pellet
resuspended in 1 ml PBS before centrifugation at 9000 g for 3 mins. Supernatant was removed
and the bacterial pellet gently resuspended in 1 ml PBS. Bacterial suspensions were prepared
using HBEC3-KT basal media to generate Spn MOI 1. Cells were stimulated with 200 pl/ well
basal media or Spn and the plate centrifuged for 5 mins at 150 g before incubation at 37°C,
5% CO-for 1 h. The bacteria and media were removed, and wells washed 3 x with 500 ul PBS
to remove any unbound bacteria. Cells were detached from the wells using 200 pl/ well of

0.04% trypsin/EDTA and incubation at 37°C, 5% CO. for 5-7 mins or until cells detached from
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the well. The bacterial-cell suspension was collected from each well and the Eppendorf placed
on ice. PBS (200 pl) was added into each well and drizzled over 3x to collect any remaining
bacteria from the well and resuspended into the appropriate Eppendorf containing the

bacterial-cell suspension. Samples were prepared as in Section 2.10.3.

2.11.4 Co-infected cells: Bacterial invasion

HBECS3-KT cells were seeded into 12-well plates at 1 x10° cells/plate in complete media and
incubated overnight to reach 60-70% confluency after which complete media was removed

and fresh basal medium added to each well overnight.

For co-infection studies, HBEC3-KT cells were infected with RSV A2 (MOI 0.4) or stimulated
with media for 2 h in the presence/absence of SAPS (25 pg/ml). Unbound virus was removed
from the cells and fresh basal medium and SAPS re-added. Cells were incubated for 24 h

before subsequent infection with Spn as described below.

2.11.4.1 Bacterial invasion via flow cytometry

For co-infection studies and those looking at Spn alone (where the RSV infection day was
omitted), cells were stimulated with 250 ul HBEC3-KT basal media or infected with pHrodo-
labelled Spn (Section 2.10.2) at an MOI of 1. The plate was centrifuged at 150 g for 5 mins
and then incubated for 1 h at 37°C, 5% CO.. Bacteria and media were removed, and the plate
washed 3 x with 500 ul PBS to remove any unbound bacteria. The plate was incubated for a
further 30 mins with antibiotics (20 pg/ml gentamicin/40 pg/ml streptomycin and 40 U/ml
penicillin). Supernatant was collected from bacterial-infected cells and plated neat onto blood
agar to confirm the killing of any extracellular bacteria. The plate was washed 3 x with 500 pl
PBS and cells detached with 250 pl/ well of 0.04% trypsin/EDTA and incubation at 37°C, 5%
CO; for ~5-7 mins. The bacterial-cell suspension was collected from each well and the

Eppendorf tube placed on ice. PBS (250 pl) was drizzled 3x over each well to collect any
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remaining bacteria and resuspended into the appropriate Eppendorf containing the bacterial-
cell suspension.

Cells were pelleted with centrifugation at 400 g for 5 mins and the supernatant carefully
aspirated and cells resuspended in 500 pl PBS. Centrifugation was repeated to pellet the cells
where the supernatant was discarded, and cells resuspended in 250 pl 4% PFA with a 1 h
incubation at 4°C. Cells were centrifuged as previously described and supernatant removed.
Cells were washed via centrifugation with 500 pl PBS for 5 mins at 400 g. Cell pellets were
resuspended in basal HBEC3-KT media and maintained in dark conditions at 4°C until

analysis.

Samples were processed using LSRII (BD Biosciences) where two detection filters were
selected (575 and 610 nm) to span the possible wavelength of pHrodo (pHrodo has excitation
peak at 560 nm and emission at 587 nm) which can fluoresce differentially depending on pH.

Analysis was undertaken using FlowJo V10.8.0 (Becton, Dickinson & Company, NJ, USA).

2.11.4.2 Bacterial invasion via confocal

HBEC3-KT cells were grown on collagen coated coverslips (Section 2.9.1) in 12-well plates to
80% confluence. For co-infection studies, cells were infected with RSV (Section 2.11.4) 24 h
prior to bacterial infection with red fluorescent Spn (FT4). A fresh aliquot of Spn was thawed
at room temperature and centrifuged at 9000 g for 3 mins. The supernatant was removed, and
the bacterial pellet resuspended in 1 ml PBS before centrifugation at 9000 g for 3 mins.
Supernatant was removed and the bacterial pellet gently resuspended in 1 ml PBS. Bacterial
suspensions were prepared to generate the appropriate MOI (diluted in HBEC3-KT basal
media) to generate 250 pl/well. The plate was centrifuged for 5 mins at 150 g to ensure
bacteria were in contact with the cell monolayer and then incubated with the selected MOI of
Spn for 1 h at 37°C, 5% CO.. The bacteria and media were removed, and wells washed 3 x
with 500 pl PBS to remove any unbound bacteria. Cells were then incubated with antibiotics

(20 pg/ml gentamicin/40 pg/ml streptomycin and 40 U/ml penicillin) for 30 mins. Media and
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antibiotics were removed, and wells washed as previously described. Cells were fixed in 4%
PFA for 15 mins at room temperature, washed 3 x with 500 ul PBS and incubated at 4°C until
required for staining. In co-infection studies, RSV F protein was stained as described in
Section 2.9.4 and 2.9.5 before DAPI staining and mounting of the samples (Section 2.9.5) and

analysis via confocal microscopy (Section 2.9.7).

2.12 Data Analysis

Data are represented as mean + SEM (where N=3 or more) of separate experiments (BEAS-
2B) or (HBEC3-KT) or separate donors (NHBE) as specified in the legend. GraphPad Prism
(GraphPad Inc., La Jolla, CA) software version 7.0 was used to complete statistical analysis.
Data were analysed using a two-way ANOVA and Tukey’s multiple comparisons test or a one-
way ANOVA with Dunnett’s post-test to the control as specified in the figure legend. Data were
analysed using repeated measures unless otherwise stated. Significant differences are

indicated by *p <0.05, **p<0.01, **p<0.001 and ****p<0.0001.
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Chapter 3: Results — Investigating the Ability of SAPS
Treatment to Modulate the Response of Airway
Epithelial Cells to RSV Infection

3.1 Hypothesis and aims

Previous studies within my lab have explored the potential of the phosphatidylserine
containing liposome, SAPS, to disrupt inflammatory signalling in response to a range of TLR
agonists, and identified that SAPS mediated these actions by a mechanism that was likely to
involve disruption of membrane microdomains (MM)s (Parker et al., 2008). More recently,
SAPS was demonstrated to reduce the inflammatory response in immortalised and primary
airway epithelial cells when infected with the non-enveloped, ssRNA respiratory virus;
rhinovirus (RV) (Stokes et al., 2016). These data demonstrated that treatment of the
immortalised human bronchial epithelial cell (BEAS-2B) line and normal human primary
bronchial epithelial (NHBE) cells with SAPS significantly reduced the production of cytokines
and chemokines such as CXCL8, CXCL10 and CCL5 seen in response to RV (Stokes et al.,
2016). It was noted however that although inflammatory signalling was reduced, SAPS did not

reduce levels of viral replication and thus had limited effects on RV’s life cycle.

Based on my lab groups published data and increasing evidence that supports the role of MMs
at multiple stages of many enveloped virus life cycles during infection of epithelial cells
(Section 1.5), it was hypothesised that SAPS may also be able to modulate the response to
the enveloped respiratory syncytial virus (RSV). My project hypothesis is that treatment of
airway epithelial cells with SAPS can disrupt MM, modulating the immune response to RSV
and potentially also the attachment, replication, and release of RSV during infection. To
determine the importance of having the PS component for activity, a second liposome was
included in the following investigations called 1-palmitoyl-2-arachidonoylsn-glycero-3-
phosphocholine (PAPC), which is a larger, phosphocholine (PC) containing liposome (Parker

et al., 2008; Treede et al., 2007). PAPC has been reported to have anti-inflammatory effects
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when in an oxidised state (ox-PAPC) with no reported toxic effects in cell culture (Kawasaki
and Ohnishi, 1992; Ke et al., 2017; Lichtenberger et al., 2001; Treede et al., 2007; Voelker
and Numata, 2019). SAPS does not require oxidation to mediate its effects and therefore it
was hypothesised that SAPS may offer broader potential as a therapeutic. The non-oxidised

form of PAPC was used for comparative investigations.
The initial aims of this chapter were to therefore:

1. Confirm the activity of newly generated stocks of SAPS and comparative liposome
PAPC in peripheral blood mononuclear cells (PBMC)s to validate their actions in

established models.
2. Develop in vitro cell models for RSV infection studies.

3. Investigate how co-incubation of SAPS/PAPC liposomes in RSV-infected airway
epithelial cells affects the inflammatory response by quantifying CXCL8 and CCL5

production.

4. Explore the potential of SAPS/PAPC as a post-treatment to control inflammatory

responses in RSV-infected cells.

3.2 Confirming the activity of SAPS and PAPC to modulate
inflammatory signalling in PBMCs

In line with previous studies within my lab, a comparative liposome called PAPC (1-palmitoyl-
2-arachidonoyl-sn-glycero-3-phosphocholine) was used alongside SAPS to determine the
effects of different lipid components on experimental outputs (Stokes et al., 2016). In
previously published data (Stokes et al., 2016), the stability and characteristics of SAPS and
PAPC liposomes generated through the lipid hydration method (as described in section 2.8.1)
were determined. The mean size of SAPS was 203.6 + 48.0 nm and PAPC 629.6 + 90.7 nm,
where the size distribution retained their uniformity up to the latest tested point (28 days) when
stored at 4°C. My lab group also reported the targeted activity of SAPS to disrupt the crucial
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signalling platforms required for TLR-dependent activation of the inflammatory response by
perturbing MM (Parker et al., 2008; Stokes et al., 2016). The specificity of SAPS to inhibit MM,
without affecting whole cell integrity, is a key characteristic of this liposome and it was
therefore required that the activity of each new batch of SAPS and PAPC prepared within our

lab (Section 2.8.1) was tested (Section 2.8.2) before its use in cell culture experiments.

Peripheral blood mononuclear cells (PBMC)s express a wide range of TLRs and have
therefore been extensively used to investigate inflammatory signalling (Kwok et al., 2012;
Morris et al., 2005; Parker et al., 2008; Ramirez-Pérez et al., 2020). PBMCs were therefore
used in this study to investigate the inflammatory response of PBMCs to lipopolysaccharide
(LPS) and interleukin-1 beta (IL-1B). LPS and IL-1p both signal through the adaptor complex
MyD88, however, whilst LPS signalling via TLR4 occurs within MM, IL-1j signalling via IL-1R1
does not depend on MM platforms (O’Neill and Bowie, 2007; Triantafilou et al., 2004b, 2004a).
Therefore, SAPS has historically been found to perturb inflammatory signalling associated
with LPS stimulation and not IL-1p stimulated cells. These methods were used to assess that
each prepared batch of SAPS or PAPC had the comparable characteristics detailed in our

labs previously published data before they were applied in proceeding experiments.

For these experiments, PBMCs were treated with two different concentrations of SAPS or
PAPC (10 or 50 pg/ml) and then stimulated with either LPS or IL-1B3. Published work within
this lab have previously investigated the use of LPS and IL-18 to stimulate cocultures of
epithelial cells and PBMCs with subsequent quantification of cytokines (Parker et al., 2008).
Based on these published data, the concentrations used for LPS and IL-13 stimulation were
selected at 1 ng/ml and 10 ng/ml respectively. CXCL8 production was then quantified 24 h
after stimulation, to determine the extent of pro-inflammatory cell signalling in response to LPS

or IL-1B, in the presence or absence of SAPS/PAPC.

Stimulation of PBMCs with LPS alone resulted in a substantial increase in CXCL8 production

(37.6 £ 9.7 ng/ml) in comparison to the unstimulated media control (1.2 £ 0.6 ng/ml) (Figure
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3.1). In line with previous findings (Parker et al., 2008) SAPS treatment resulted in a
concentration dependent decrease in CXCL8 production from LPS stimulated PBMCs. These
changes did not reach statistical significance but were in keeping with extensive previous
published data and taken to indicate stable performance of the liposomes. These data also
demonstrate that in comparison to SAPS, both concentrations of PAPC had only modest
inhibitory effects on CXCL8 release (Figure 3.1). PBMCs stimulated with IL-1 had increased
CXCL8 production compared to the media control and as expected, neither concentration of
SAPS nor PAPC had substantial inhibitory effects (Figure 3.1). Notably, the highest
concentration (50 pg/ml) of SAPS and PAPC appeared to potentiate CXCL8 production from
IL-1B8 stimulated PBMCs, though again changes did not reach statistical significance in

comparison to PBMCs stimulated with IL-1p only (Figure 3.1).
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Figure 3.1 SAPS inhibits CXCL8 release from PBMCs stimulated with LPS but not IL-1B. Peripheral blood
mononuclear cells (PBMCs) were seeded at 30,000 cells/well in a 24-well plate. Designated wells were treated with
SAPS or PAPC (10/50 pg/ml) and incubated for 1 h. Cells were then stimulated with LPS (1 ng/ml), IL-13 (10 ng/ml)
or media and incubated for a further 24 h. Cell-free supernatants were generated and levels of CXCL8 determined
by ELISA. Data are mean (represented by filled bar) + SEM of N=3-5 with each replicate performed on freshly
prepared PBMCs from independent donors. Individual experiments can be identified by the different shaped symbols.
Data were analysed using mixed effects analysis with Tukey’s post-test where no significance was reported.
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3.3 Modulation of inflammatory signalling in RSV-infected BEAS-2B
cells using SAPS/PAPC

Severe RSV infection has often been characterised as an over-exuberant or dysregulated host
immune response where excessive proinflammatory cytokines and chemokines such as
CXCL8 and CCL5 are frequently detected in hospitalised infants (Culley et al., 2002;
Openshaw et al., 2017; Ugonna et al., 2016). These, in part, drive a high influx of immune
cells such as neutrophils (N®), natural killer (NK) cells and eosinophils that, when in excess,
can lead to tissue damage and further pathology within the lungs (Lukens et al., 2010; Vareille
et al., 2011). In addition, CXCL8 and CCL5 can serve as respective markers to indicate
whether nuclear factor-kappa B (NF-kB) and interferon regulatory factors (IRF)s have been
activated during viral infection, since CCL5 has a greater dependence on IRFs for its
production than CXCL8, and were therefore used to monitor the levels and broad patterns of

inflammatory responses (Czerkies et al., 2018; Fitzgerald et al., 2003; Stokes et al., 2011).

Initial studies were completed using the immortalised human bronchial epithelial cell line
(BEAS-2B). These cells have been extensively used within pulmonary research to study the
interactions and responses of respiratory viral infection. Unlike primary cells, cell lines (such
as BEAS-2B cells) do not undergo senescence as rapidly and retain many characteristics that
resemble the human airways, such as the formation of tight junctions and ability to show
relevant immune signalling (Edwards et al., 2016; Hillyer et al., 2018; Satkunanathan et al.,
2014; Stokes et al., 2011; Touzelet et al., 2020; Yoon et al., 2007). Previously published
research undertaken within my group investigated RV-induced inflammatory responses in
BEAS-2B and NHBE cells with comparative results (Mills et al., 2019; Stokes et al., 20186,
2011). In addition, RSV has been historically investigated in BEAS-2B cells (Kalinowski et al.,
2018; Numata et al., 2015, 2013; Yoon et al., 2007). These data therefore support the use of

BEAS-2B cell culture as an initial model to investigate viral infections.
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3.3.1 SAPS significantly reduces the production of CXCL8 and CCL5 from RSV-
infected BEAS-2B cells

Preliminary investigations undertaken during my MSc and prior to commencing my PhD,
investigated the use of two RSV multiplicities of infection (MOI) of 0.4 and 1 to infect BEAS-
2B cells and assess the effect of SAPS/PAPC treatment on CXCL8 and CCL5 release when
applied at a range of time points either pre, post or during RSV infection of the cells. These
data indicated that SAPS was most efficacious when simultaneously incubated with RSV
during the 2 h infection period and reapplied at 0 h (immediately after unbound RSV were
removed) (data not shown). It was therefore decided that this treatment time point would be
predominantly used (unless otherwise stated) for investigative experiments throughout this
project. A summary timeline is provided which outlines the experimental procedure (Figure

3.2).

BEAS-2B cells were either mock infected with basal medium or infected with two different MOI
of RSV where the ratio of virus to cell was either 0.4 or 1. Mock and RSV-infected cells were
co-incubated with SAPS or PAPC (50 ug/ml) for the 2 h infection period (Section 2.2.7). After
24 and 48 h, supernatants were analysed to determine CXCL8 and CCL5 production via
ELISA (Section 2.6). Standard viral controls were also included in these initial studies to
confirm that any differences in cytokine release were attributable to RSV infection alone.
Controls included ultraviolet (UV)-inactivated virus (intact virions with damaged viral RNA),
filtrate RSV (containing no infective virions) and HEp-2 media alone (in which the RSV is

propagated).

The results demonstrated that cells infected with RSV (MOI 0.4) showed a marked increase
in CXCLS8 production at both 24 h: 4.2 (£ 1.4) ng/ml and 48 h: 6.1 (+ 1.6) ng/ml post infection.
However, RSV-infected cells that had been co-incubated with SAPS released significantly less
CXCL8, with 1.7 (x 1.9) ng/ml at 24 h (Figure 3.3 A) and 2 (£ 1.9) ng/ml at 48 h (Figure 3.3
B) compared to RSV alone. SAPS had a similar effect on cells infected with the higher

concentration of RSV (MOI 1) where CXCL8 production was significantly reduced from 5.9 (+
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1.4) ng/mlto 1.7 (£ 0.3) ng/ml at 24 h post infection and 6.5 (£ 0.9) ng/ml to 2 (+ 0.4) ng/ml at
48 h (Figure 3.3 A, B). In contrast, the comparative liposome PAPC did not inhibit CXCL8
release at either time point or with either MOI of virus (Figure 3.3 A, B). Conversely, cells that
were infected with RSV (MOI 1) and co-incubated with PAPC resulted in a significant increase
in CXCL8 at 24 h and 48 h (Figure 3.3 A, B). There were therefore significant differences in
CXCL8 production between RSV-infected cells that had been co-incubated with SAPS to

those treated with PAPC (Figure 3.3 A, B).

The inhibitory effects of SAPS were more profound on CCL5 production from RSV-infected
cells (Figure 3.3 C, D). At 24 h, cells infected with RSV (MOI 0.4) alone produced around
61.3 (£ 9.3) ng/ml CCL5, whereas this was significantly decreased to 0.9 (x 0.2) ng/ml when
cells had been co-incubated with SAPS (Figure 3.3 C). These inhibitory effects were
maintained at 48 h (Figure 3.3 D) where SAPS significantly reduced CCL5 production from

cells infected with both MOls of RSV (Figure 3.3 D).

Unexpectedly, PAPC also demonstrated some inhibitory effects on CCL5 production from
RSV-infected (MOI 0.4) cells at both time points at both 24 and 48 h in comparison to untreated
cells (Figure 3.3 C, D). PAPC also had significant inhibitory effects on RSV-infected cells (MOI
1) at the 48-h time point where the levels of CCL5 were significantly reduced in comparison to
untreated cells (Figure 3.3 D). However, significant differences between SAPS and PAPC
treated cells were again observed, whereby SAPS had an overall stronger inhibitory effect on

CCL5 production than PAPC.

UV-inactivated, filtrate RSV and HEp-2 media alone were included as initial controls to confirm
that any differences in cytokine release were attributable to RSV infection alone (Figure 3.3
A-D). These results indicate that BEAS-2B cells stimulated with HEp-2 media and RSV filtrate
alone did not induce a marked increase in CXCL8 (Figure 3.3 A, B) or CCL5 (Figure 3.3 C,
D) at either time point. As expected, and based on published literature (Culley et al., 2006;

Glaser et al., 2019; Kalinowski et al., 2018), UV-inactivated virus induced a slight increase in
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CXCL8 (Figure 3.3 A, B) but not CCL5 (Figure 3.3 C, D). Of note, liposome treatment of
uninfected cells with either SAPS or PAPC did not result in significantly induced levels of

CXCL8 or CCL5 (Figure 3.3 A-D).
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Figure 3.2 Summary timeline indicating the times at which cells are infected with RSV and incubated with SAPS or
PAPC. BEAS-2B cells were either stimulated with basal medium or infected with two different multiplicities of infection (MOI)
of RSV where the ratio of virus to cell was either 0.4 or 1. Cells stimulated with media or infected with RSV, were co-incubated
with SAPS or PAPC (50 pg/ml) for the 2 h infection period. Unbound virus was removed and placed in fresh basal medium.
Selected wells were treated once more with either SAPS/PAPC which remained present on the cells until sample collection
at 24 and 48 h, where supernatants were collected and analysed to determine CXCL8 and CCL5 production via ELISA.
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Figure 3.3 SAPS significantly reduces CXCL8 and CCL5 production from RSV-infected BEAS-2B cells. BEAS-2B
cells were grown to 80% confluence in 12-well plates and infected with RSV A2 (MOI 0.4 or 1.0), UV-inactivated RSV (UV),
RSV filtrate (F) or stimulated with infection media (IM) or normal (RPMI) growth media (0). Designated cells were
simultaneously incubated with SAPS or PAPC (50 pg/ml) which remained on the cells throughout. The cells were incubated
for 2 h then washed to remove any unbound virus and designated wells treated once more with SAPS or PAPC (50 pg/ml).
After 24 (A, C) and 48 h (B, D), cell-free supernatants were generated and CXCL8 (A, B) and CCL5 (C, D) were quantified
by ELISA. Data are mean + SEM of N=3 independent experiments, with each replicate performed on a separate passage
of BEAS-2B cells. Data were analysed using a two-way ANOVA and Tukey’s multiple comparisons test. Significant
differences are indicated by * p <0.05, ** p <0.01, *** p <0.001 and **** p <0.0001. Blue stars indicate significant differences
between SAPS and PAPC treated cells.
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3.3.2 SAPS does not reduce BEAS-2B cell viability or impact RSV-induced cell death

Phosphatidylserine (lipid component of SAPS) and phosphatidylcholine (lipid component of
PAPC) are naturally occurring lipid species that make up pulmonary surfactant (Agassandian
and Mallampalli, 2013; Ji et al., 2021; Kuronuma et al., 2009; Milad and Morissette, 2021).
Liposomes consisting of these naturally occurring lipids have been used not only within my
research group, but have also been utilised in other published work, where it has been
demonstrated that liposomes composed of naturally occurring lipids including
phosphatidylinositol, phosphatidylethanolamine and phosphatidylglycerol) can be used both
in vitro and in vivo to modulate viral infectivity and resulting immune responses without
associated cytotoxic effects (Numata et al., 2015, 2012, 2010; Voelker and Numata, 2019).
Our previously published data (Stokes et al., 2016) demonstrated that neither SAPS nor PAPC
(up to 50 pg/ml) were cytotoxic in the immortalised BEAS-2B and primary bronchial epithelial
cell cultures, however it was important to confirm these data and ensure that SAPS and/or
PAPC were not potentiating cell death in RSV-infected BEAS-2B cells in this study. RSV can
also impact on cell viability and therefore it was important to monitor BEAS-2B cell viability in
response to RSV infection to ensure that any outputs (such as cytokine/chemokine production)
were not downregulated because of overall decreased cell viability rather than a direct

response to liposome treatment.

An MTT (3-(4,5-dimethylthiazol-2-yl)-2,5-diphenyltetrazolium bromide) assay (Section 2.4.1)
was used to assess the viability of BEAS-2B cells. The levels of NADPH production from
metabolically active cell cultures were quantified, serving as an indicator of cell viability. BEAS-
2B cells were either stimulated with media or infected with RSV (MOI 0.4 or MOI 1). Selected
cells were additionally co-incubated with SAPS/PAPC (50 pg/ml), and levels of viable cells

were gquantified 24 and 48 h after viral infection.

As expected, BEAS-2B cells that were infected with RSV had decreased cell viability over the

24 (Figure 3.4 A) and 48 h (Figure 3.4 B) period in comparison to uninfected media controls.
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RSV (MOI 0.4) infected cells had significantly reduced cell viability at 48 h (22% reduction in
comparison to uninfected cells) and the higher MOI of virus (MOI 1) resulted in a 42%
decrease in viable cells (Figure 3.4 A, B). Conversely, RSV-infected cells (MOI 0.4 and 1)
that had been co-incubated with SAPS did not have reduced cell viability at either time point
(Figure 3.4 A, B). Cell viability as assessed by the MTT assay was modestly lower in RSV-
infected cells treated with PAPC when compared with cells infected with RSV without a lipid

treatment (Figure 3.4 A, B).

Cells treated with filtrate RSV, where RSV virions have been removed, had a non-significant
increase in viable cells at 48 h (Figure 3.4 C) in comparison to the media control. Cells that
were stimulated with UV-inactivated virus (where viral RNA has been degraded) (MOI 1) had
some reduction of cell viability at 48 h only (Figure 3.4 C). Staurosporine, which is used as a
positive control for cell death, resulted in a significant decrease of viable cells (as expected)
at both 24 and 48 h (Figure 3.4 C). Uninfected BEAS-2B cells that were treated with SAPS or
PAPC only, did not have significantly decreased cell viability at 24 or 48 h, however a slight
reduction in viability (~20%) was observed 48 h after treatment for both liposomes relative to

untreated cells (Figure 3.4 C).
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Figure 3.4 The effect of SAPS/PAPC treatment on BEAS-2B cell viability. BEAS-2B cells were infected with RSV A2 MOI
0.4 (A) or MOI 1.0 (B). Viral controls (C) were stimulated with UV-inactivated RSV (UV), RSV filtrate (F) or normal (RPMI)
growth media. Designated cells were simultaneously incubated with SAPS or PAPC (50 pg/ml) which remained on the cells
throughout. The cells were incubated for 2 h then washed to remove any unbound virus and designated wells treated once
more with SAPS or PAPC (50 pg/ml). Staurosporine (S) was used as a positive control for cell death. Cell viability was
determined at 24 or 48 h using an MTT assay. Data are mean + SEM of N=3 independent experiments, with each replicate
performed on separate passages of BEAS-2B. Raw data were analysed using a two-way ANOVA with Dunpgtt’s post-test
comparing data to the media control only. Data presented indicates the cell viability relative to the relevant media control
which has been normalised to 100%. Significant differences are indicated by * p <0.05, ** p <0.01, *** p<0.001 and ****

p<0.0001.



3.4 Optimisation of RSV infection of normal human bronchial
epithelial (NHBE) and HBEC3-KT cells

Whilst BEAS-2B cells are a valuable model system, using primary airway epithelial cells as
the next step for our investigations was important, as these cells are a potentially more
representative model of in vivo behaviours (Broadbent et al., 2020; Sims et al., 2008).
However, primary cells are harder to culture in a lab setting in comparison to cell lines. In
addition, normal human primary bronchial epithelial cells have limited life spans and reduced
proliferation efficiency, making experimental work challenging (Broadbent et al., 2020;

Bukowy-Bierytto, 2021).

3.4.1 Optimisation of NHBE and HBEC3-KT cell cultures

NHBE cells were obtained from the commercial supplier Lonza. This supplier had been
selected as they had cells available from healthy donors and those with airways disease.
Lonza cells had not previously been used in our lab group and therefore required extensive
optimisation to culture (Table 3.1). Our lab had extensive experience of using primary airway
epithelial cells, airway smooth muscle cells and vascular endothelial and smooth muscle cells
from other suppliers. Despite following the strict instructions outlined in the protocol from
Lonza, many of the donor cells did not grow well in our lab. The cells were seeded into the
recommended number of tissue culture flasks (based on the detailed seeding and viability
numbers given to us by Lonza) however based on these recommendations, the cells did not
grow to confluency and seemed to reach senescence very quickly, meaning there were no
cells available for experimentation. Unfortunately, due to these ongoing issues with the NHBE
cells and considerable time taken (14 months) to troubleshoot their growth, the decision was
made to use an alternative cell model (HBEC3-KT cells) for any future studies with some of
the main findings recapitulated in NHBE cells where possible. The normal human bronchial
epithelial cells (HBEC3-KT) were originally obtained from commercial suppliers ATCC and

were a kind gift from Professor Colin D Bingle from within our department. These cells were
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life-span extended through transfection of human primary bronchial epithelial cells with a
retroviral construct containing mouse cyclin-dependent kinase (CDK) 4 and human
telomerase reverse transcriptase (hTERT), lending them to continued application in viral
infection studies compared to the NHBE cells with senescent characteristic (Nakauchi et al.,
2019; Ramirez et al., 2004). In addition, they have been successfully cultured at air-liquid-
interface (ALI) and as such, have the potential to be a more representative model of normal
airway cells than the immortalised BEAS-2B cell line, and act as a good intermediate step to
extend investigations within this project where NHBE cells were unattainable. As such, the
data within this thesis was conducted predominantly in HBEC3-KT cells with key experiments

recapitulated in NHBE cells where possible.

To determine optimal experimental conditions for studies in both the HBEC3-KT and NHBE
cells, a suitable MOI (multiplicity of infection) of RSV was first determined that would induce a
measurable response in cytokine release but not have excessive detrimental effects on whole
cell viability, particularly when collecting samples at 48 h post RSV-infection. Although an
MOI of 1 was used in the BEAS-2B cells, the literature indicated that NHBE cells may be more
susceptible to RSV infection, and thus a lower range of MOls (from 0.1 to 0.8) was studied

(Makris et al., 2016; Satkunanathan et al., 2014).

NHBE and HBEC3-KT cells were grown to 80% confluency in 12-well plates and then infected
with increasing MOI of RSV A2 for 2 h. After unbound virus was removed, cells were placed
in the appropriate basal medium (Section 2.2.7). Cell-free supernatant samples were

generated, and cell viability analysed at 24 and/or 48 h post infection.
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Table 3.1 Steps taken to optimise NHBE culture

Issue

Steps Taken

Result

Cells not detaching
during split process

Increase volume of trypsin

Cells still remaining on
bottom of flask

Increased number of washes with
HEPES-BSS

Slight improvement but not
100% reliable

Visit from LONZA technical support —
replaced trypsin

Detachment greatly
improved

Aliguot trypsin into smaller volumes to
avoid constant freeze thawing.

Detachment more reliable

Passage cells at 80% confluence

Cells detaching easier than
when at 90% confluence

Seeding efficiency on
arrival into the lab

Split cells into more 25 cm? flasks to
neutralise DMSO

Higher proportion of cells
recoverable from initial split

Cells congregating into
the middle of tissue
culture plates

Keep plates on flat surface and move
in horizontal motion then leave to
settle for 5 mins before moving to

incubator

Cells grow in even
monolayer with minimal
detachment in centre of well

Seeding time and
viability

Confirm seeding efficiency, doubling
time and viability of selected donors

Account for these variables
when seeding cells for
experiments

Gaining accurate cell
count

Increased volume of trypsin in wells

Cells clumping, accurate
count still difficult

Increased washing of the wells and
longer incubation in trypsin

More accurate cell count
that coincides with data
sheet
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3.4.1.1 Identification of contaminant in RSV stocks

During the transition to HBEC3-KT cells, it was noted that the supernatant of the RSV-infected
cells had a turbid appearance 24 h after RSV infection, indicative of possible bacterial/fungal
contamination. Initial investigations were carried out to confirm whether the contamination may
have been from the stock of HBEC3-KT cells we were using by seeding HBEC3-KT cells into
a tissue culture plate alongside HBEC3-KT cells from Professor Colin Bingle’s lab group. Cells
were either stimulated with our stocks of culture medium or infected with the same stock of
RSV (MOI 0.4 or 1.2) for 2 hours. Unbound virus was removed and the HBEC3-KT cells
incubated for 24 h. Visual checks of the cell monolayers were carried out the following day
(Appendix 1, photo 1). The uninfected HBEC3-KT cells from both our lab and Professor Colin
Bingle’s lab looked as normal whereas the supernatant from both populations of HBEC3-KT
cells that had been infected with RSV had the distinctive cloudy appearance. From these
observations, it was decided that the contamination may have stemmed from the RSV stocks.
Supernatants were therefore collected from the plate and 50 pl aliquoted onto a Luria-Bertani
(LB) agar plate to determine if bacterial colonies were present. A neat sample (100 pl) was
also taken from one of the frozen RSV stock vials (RSV A2 P6) and streaked onto a LB agar
plate. The agar plates were allowed to dry then placed in an incubator at 37°C, 5% CO; for 48
h. Visual observation indicated that there was bacterial growth in each of the RSV-infected
supernatant samples and in the RSV stock vial (Appendix 1, Photo 2 and Photo 3). A Gram
stain was completed by a fellow PhD student (Rebecca Hull) but the results were inconclusive
regarding bacterial identification. Previous stock vials of RSV, including the original vial (P4)
gifted from Dr Fiona Culley at Imperial College London also tested positive for bacterial growth
indicating contamination in the original stock vials. The stocks at P5 and P6 including the
control antigen are shown (Appendix 1, Photo 4). The control antigen stocks did not contain
bacterial contamination indicating that the bacterial contaminant had originated from the older

RSV stocks rather than the media or equipment.
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Of note, the turbidity observed in the RSV-infected HBEC3-KT cells was not seen during the
NHBE experimental investigations. It was reasoned that the antibiotics present in the NHBE
cell culture medium (gentamicin sulfate-amphotericin-GA-1000) (Table 2.1), was more
bactericidal than the antibiotics included in the HBEC3-KT media (penicillin-streptomycin-PS).
To determine the differential effects of either GA-1000 or PS present in the HBEC3-KT culture
medium to control the bacterial infected RSV stocks, HBEC3-KT cells were infected with RSV
(MOI 0.4 or 1.2) in media containing either PS or GA-1000. Cells were incubated for 24 h then
checked for visual signs of bacterial growth in the medium. Turbidity was noted in the RSV-
infected cells that had been incubated with media containing PS, particularly with the higher
MOI of 1.2. This was not seen in HBEC3-KT cells that were infected with RSV in the presence
of GA-1000 (Appendix 1, Photo 5). Bacterial contamination was once again confirmed on LB

agar plates.

Due to these findings, the decision was made to generate new RSV stocks (Section 2.2.6.1)
however GA-1000 was included in the HEp-2 infection media to kill any bacteria present in the
frozen stocks during the initial stages of propagation. After the first day of RSV propagation,
spent media was removed from the flask and replaced with fresh HEp-2 infection media
without antibiotics to ensure that no antibiotics would be present in the final frozen viral stocks.
Titration was carried out as described (Section 2.2.6.2). In addition, four separate aliquots of
the newly generated RSV stocks (P7) were tested once more on LB agar plates and incubated

for up to 48 hours 37°C, 5% CO.. No bacterial growth was observed from any of the vials.

Given the limited time (due to COVID-19) and issues acquiring new stocks of RSV from ATCC,
the procedures (detailed above) were conducted to reduce the effects of the bacterial
contamination in the RSV stocks. However, it cannot be confirmed with certainty that no
bacteria or bacterial products remained that may have confounded signalling pathways and

their outputs. Therefore, the following data should be interpreted with this in mind.
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3.4.2 RSV induces CXCL8 and CCL5 release in an MOI-dependent manner with limited
effects on cell viability

Pilot experiments were performed with HBEC3-KT and NHBE cells to gain insights into levels
and patterns of chemokine production and cell viability prior to more extensive experiments
with SAPS. RSV infection caused the release of CXCL8 and CCL5 in an MOI-dependent
manner from both NHBE (Figure 3.5 A, B) and HBEC3-KT (Figure 3.6 A-D) cells. In NHBE
cells, although the release of both CXCL8 (Figure 3.5 A) and CCL5 (Figure 3.5 B) increased
in an MOI-dependent manner, some donor variability was observed in the overall levels of
CXCL8 and CCL5 generated. Only two donors could be tested because of cell growth and

maintenance issues discussed above.

In HBEC3-KT cells, the levels of CXCL8 and CCLS5 increased further between the 24 and 48
h time period (Figure 3.6 A-D). This was patrticularly evident for CCL5, where the levels of
CCL5 almost doubled from the initial 24 h time point to the 48-h period in HBEC3-KT cells,

independent of RSV MOI (Figure 3.6 C, D).

The levels of CXCL8 produced from the HBEC3-KT cells (ranging from MOI 0.1 = 2.23 ng/ml
up to MOI 0.8 = 11.28 ng/ml) by 48 h (Figure 3.6 B) were comparable to the overall levels of
CXCLS8 produced from the NHBE cells at the same time point, where MOI 0.1 = 2.13 ng/ml|
and up to 12.93 ng/ml in cells infected with MOI 0.8 (Figure 3.6 A). A similar range of CCL5
production was demonstrated between cell types at 48 h where CCL5 in the HBEC3-KT cells
increased from MOI 0.1 = 17.05 ng/ml up to 57.43 ng/ml in MOI = 0.8 (Figure 3.6 D) and in

NHBE cells MOI 0.1 = 9.62 up to 57.11 ng/ml in MOI 0.8 (Figure 3.5 B).

3.4.3 RSV moderately reduces cell viability of HBEC3-KT and NHBE cells

In these pilot experiments, the viability of RSV-infected cells, in comparison to uninfected cells,
appeared lower at 24 and 48 h in HBEC3-KT (Figure 3.6 E, F) cells and at 48 h post infection
in NHBE cells (Figure 3.5 C). As anticipated, cells infected with the highest RSV MOI (0.8)

had the greatest reduction in cell viability at 48 h in both cell types with 27.81% decrease in
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HBEC3-KT (Figure 3.6 F) and 14.86% average decrease in NHBE cells (Figure 3.5 C). Again,
there was some variation between the two independent NHBE donors in their response to

varying MOI infections and associated cell viability (Figure 3.5 C).

Based on these data, an MOI of 0.4 was selected for forthcoming experimental investigations.
The MOI of 0.4 (also used previously in the BEAS-2B cells), did not reduce overall cell viability
by more than 10% in both cell types which suggested it may be a good MOI to use in future
experiments where sample collection would be required over a period of 48 h. In addition, the
MOI of 0.4 induced measurable levels of CXCL8 and CCL5 which would enable elucidation of

the effect of SAPS treatment on production in future challenge experiments.

The data also indicates that any decrease in cell viability induced by RSV at MOI 0.4 did not
reduce the capacity of cells to produce CXCL8 and CCL5 at 24 or 48 h. In addition, although
a small data set is shown, the optimisation data indicate that the response of NHBE and
HBEC3-KT cells to RSV may be comparable and supports the use of HBEC3-KT cells as a

suitable airway epithelial model when NHBE cells are unattainable.
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Figure 3.5 The effect of increased RSV MOI on the release of CXCL8 and CCL5 and cell viability in two independent
NHBE donors. NHBE cells were infected with RSV A2 (MOI 0.1 — 0.8) or stimulated normal growth media. Cells were
incubated for 2 h then cells were washed to remove any unbound virus and fresh medium added. After 48 h, supernatant
samples were generated and levels of CXCL8 (A) and CCL5 (B) determined via ELISA. A CellTiter-Glo® assay was completed
to determine cell viability (C). Cell viability is displayed relative to the media control which has been normalised to 100%. Data

are the mean of two separate NHBE donors as indicated by the different symbols. S=staurosporine.
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Figure 3.6 The effect of increased RSV MOI on the release of CXCL8 and CCL5 and cell viability in HBEC3-KT cells.
HBEC3-KT cells were infected with RSV A2 (MOI 0.1 — 0.8) or stimulated normal growth media for 2 h. Cells were washed to
remove any unbound virus and fresh media added. After 24 and 48 h, supernatant samples were generated and levels of
CXCLS8 (A, B) and CCL5 (C, D) determined via ELISA. A CellTiter-Glo® assay was completed to determine cell viability (E, F).
Cell viability is displayed relative to the media control which has been normalised to 100%. Data are from one experiment.
S=staurosporine.
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3.4.4 SAPS significantly reduces CXCL8 and CCL5 release from RSV-infected NHBE
cells

Based on the preceding results (Section 3.4), an MOI of 0.4 was selected for RSV infections
in the NHBE and HBEC3-KT experiments. Concentrations of 10 and 25 pg/ml SAPS/PAPC
were selected to investigate the modulation of CXCL8 and CCL5 production from RSV-
infected cells. The decision to lower the concentration of SAPS/PAPC to be used in the NHBE
and HBEC3-KT cells was due to previously published data from my lab group, showing that
NHBE cells stimulated with SAPS at a concentration of 50 pg/ml showed minor production of
CXCL8 from uninfected cells (Stokes et al., 2016). The lowest concentration used in the
Stokes study was 10 pg/ml, which significantly reduced CXCL8 and CCL5 48 h post-RV
infection. | therefore selected 10 and 25 pg/ml as the initial concentrations to investigate

inflammatory responses from uninfected and RSV-infected NHBE or HBEC3-KT cells.

Because of difficulties culturing NHBE cells, data shown here are from multiple replicates of a

single donor tested over sequential passages.

CXCLS8 release from RSV-infected NHBE cells increased from 11.8 (x 3.9) ng/ml at 24 h
(Figure 3.7 A) to 17.2 (£ 6.4) ng/ml by 48 h (Figure 3.7 B) and this was significantly reduced
by both concentrations of SAPS (10 and 25 pg/ml) by approximately 80% and 90%
respectively, at both time points (Figure 3.7 A, B). Both concentrations of PAPC reduced
CXCL8 from RSV-infected cells but only the highest concentration (25 pg/ml) significantly
decreased levels of CXCL8 at both time points, and not to the same extent as SAPS (25 ug/ml)
(Figure 3.7 A, B). As previously noted, both SAPS and PAPC had modest impacts on
uninfected cells (media control) resulting in slightly elevated CXCL8 at both time points, but

this was not statistically significant (Figure 3.7 A, B).
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Figure 3.7 SAPS significantly reduces CXCLS8 release from RSV-infected NHBE cells. NHBE cells were infected with
RSV A2 (MOI 0.4) or stimulated normal growth media. Designated cells were incubated with SAPS or PAPC (10 or 25ug/ml)
which remained on the cells throughout the 2 h incubation. After incubation, cells were washed to remove any unbound virus
and designated cells treated once more with SAPS or PAPC (10 or 25 ug/ml). After 24 (A) and 48 h (B), supernatant samples
were generated and CXCL8 quantified by ELISA. Data are mean + SEM of N=3/4 individual experiments in D365. Data were
analysed using a two-way ANOVA and Tukey’s multiple comparisons test. Significant differences are indicated by *p <0.05,
**p <0.01.
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RSV infection also resulted in a marked increase of CCL5 24 h post infection with 23.5 (+ 7.7)
ng/ml (Figure 3.8 A) which further doubled by 48 h = 45.9 (+ 15.1) ng/ml (Figure 3.8 B). In
keeping with the effect on CXCLS8 release, RSV-infected cells that had been co-incubated with
SAPS had significant and markedly reduced levels of CCL5 production at both time points by
approximately 90% (SAPS 10 pg/ml) or 99% (SAPS 25 pg/ml) (Figure 3.8 A, B). Cells that
had been treated with the highest concentration of PAPC also had significantly reduced CCL5
release at both time points however the lowest concentration of PAPC did not greatly reduce
CCL5 production at 24 h and contradictorily, induced CCL5 production at 48 h by 18% (Figure
3.8 A, B). As expected, and in line with previous data (Figure 3.3, Figure 3.5, and Figure
3.6), uninfected cells had no detectable CCL5 and was therefore assigned the lowest value of
the standard curve (0.039 ng/ml) where neither SAPS nor PAPC treatment impacted on this

(Figure 3.8 A, B).
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Figure 3.8 SAPS significantly reduces CCL5 release from RSV-infected NHBE cells. NHBE cells were infected with
RSV A2 (MOI 0.4) or stimulated normal growth media. Designated cells were incubated with SAPS or PAPC (10 or 25ug/ml)
which remained on the cells throughout the 2 h incubation. After incubation, cells were washed to remove any unbound virus
and designated cells treated once more with SAPS or PAPC (10 or 25 pg/ml). After 24 (A) and 48 h (B) supernatant samples
were generated and CCL5 quantified by ELISA. All data are mean + SEM of N=3/5 individual experiments in D365. Data were
analysed using a two-way ANOVA and Tukey’s multiple comparisons test. Significant differences are indicated by **p <0.01,
***p <0.001.
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A concentration of 25 pg/ml SAPS/PAPC was selected for future experimental work, as this
concentration had the most significant effect on CXCL8 and CCL5 production without inducing
high levels of CXCL8 in uninfected controls (Figure 3.7 and 3.8). As these data were
generated using one NHBE donor (N=3/5 experimental replicates), the experiment was
subsequently repeated in a second NHBE donor to identify any potential donor variation.
These experiments were limited to N=1 for each cell donor because of difficulties with primary
cell culture. Definitive conclusions cannot therefore be drawn from these experiments, but the

cells from both donors appeared to behave similarly.

As shown in Figure 3.9 A; the average level of CXCL8 produced from two independent NHBE
donors, infected with RSV, was approximately 5 ng/ml 48 h post infection. The NHBE cells
that had been co-incubated with SAPS or PAPC (25 pg/ml) resulted in a notable reduction in

CXCLS8 production compared to untreated RSV-infected cells (Figure 3.9 A).

A similar trend was noted in both donors with CCL5 production where RSV-infected cells co-
incubated with SAPS or PAPC during RSV infection had markedly reduced CCL5 production

compared to untreated cells (Figure 3.9 B).

To determine that CXCL8 and CCL5 were not reduced solely due to a reduction in viable cells,
a cell viability assay was conducted alongside supernatant analysis (Section 2.4.2). These
data were also used to confirm (in line with previous published findings) that SAPS and PAPC
(25 pg/ml) were not having a direct, detrimental effect on the NHBE cell viability 48 h post
treatment. The results indicate that neither SAPS nor PAPC potentiated cell death in the
uninfected or RSV-infected cells at 48 h (Figure 3.9 C). There were modest variations in the
overall concentrations of CXCL8 and CCL5 produced from the two different donors but both
donor cells demonstrated similar patterns in regard to SAPS/PAPC treatment (Figure 3.9 A,

B and C).
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Figure 3.9 Comparative investigations in two independent NHBE donors. NHBE cells were infected with RSV A2 (MOI
0.4) or stimulated with normal growth media. Designated cells were incubated with SAPS or PAPC (25 pg/ml) which
remained on the cells throughout the 2 h incubation. After incubation, cells were washed to remove any unbound virus and
designated cells treated once more with SAPS or PAPC (25 pg/ml). Staurosporine (S) was applied to a control well to
indicate positive cell death for the viability assay. After 48 h, supernatant samples were generated and the levels of CXCL8
(A) and CCL5 (B) determined by ELISA. A CellTiter-Glo® assay was completed to determine cell viability (C) where samples
are plotted relative to the media control which has been normalised to 100%. Data are the mean from one independent
experiment in two separate NHBE donors.
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3.4.5 SAPS significantly reduces CXCL8 and CCL5 release from RSV-infected HBEC3-
KT cells

Because of substantial problems studying NHBE cells, | moved to examine the actions of
SAPS and PAPC in models of RSV infection in HBEC3-KT cells. These cells were infected
and stimulated with SAPS/PAPC (25 ug/ml) as previously described (Figure 3.2) and the
levels of CXCL8 and CCL5 were quantified at 24 and 48 h post infection (Figure 3.10).
HBEC3-KT cells that were infected with RSV in the presence of SAPS had significantly
reduced (~ 85%) CXCL8 production at both 24 (Figure 3.10 A) and 48 h (Figure 3.10 B).
There was a similar trend seen for CCL5 where RSV-infected cells treated with SAPS had

significantly reduced (by ~ 99%) CCL5 production at both 24 (Figure 3.10 C) and 48 h (Figure

3.10 C).

In contrast, PAPC treatment did not inhibit the generation of CXCL8 or CCL5 in response to

RSV infection (Figure 3.10 A, B).
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Figure 3.10 SAPS significantly reduces CXCL8 and CCL5 release from RSV-infected HBEC3-KT cells. HBEC3-KT
cells were infected with RSV A2 (MOI 0.4) or stimulated with normal growth media. Designated cells were incubated with
SAPS or PAPC (25 pg/ml) which remained on the cells throughout the 2 h incubation. After incubation, cells were washed to
remove any unbound virus and designated cells treated once more with SAPS or PAPC (25 pg/ml). After 24 and 48 h,
supernatant samples were generated and CXCL8 (A, B) and CCL5 (C, D) quantified by ELISA. All data are mean + SEM of
N=3 individual experiments. Data were analysed using a two-way ANOVA and Tukey’s multiple comparisons test. Significant
differences are indicated by *p <0.05, **p <0.01, ***p <0.001, and ****p <0.0001.
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3.5 The efficacy of SAPS as a post-treatment

The experiments in this chapter thus far have investigated the modulatory effect of SAPS
treatment on CXCL8 and CCL5 release when it is applied at the same time as mock/RSV
infection of the airway epithelial cells. In a clinical setting, individuals will already have an
established RSV infection when presenting at the doctor or hospital and it was therefore
important to investigate whether SAPS had similar modulatory effects on the release of CXCL8
and CCL5 when applied as a post-treatment. Previously published work (Stokes et al., 2016)
demonstrated that SAPS was able to significantly reduce CXCL8 and CCL5 from RV-infected
BEAS-2B and NHBE cells when applied either 1, 4 or 8 h after an established viral infection.
Therefore, to determine if SAPS would have comparable inhibitory effects when applied as a
post treatment in HBEC3-KT cells infected with RSV, a range of post treatment time points

were investigated.

HBEC3-KT cells were either stimulated with media or infected with RSV (MOI 0.4) for 2 h after
which, unbound virus was removed and fresh basal media added and designated time = 0 h.
SAPS or PAPC (25 ug/ml) were added directly into the media of the appropriate well at either
2, 4, 8 or 24 h post RSV-infection/media stimulation. These time points were selected to
determine what efficacy (if any) SAPS would have on CXCL8 and CCL5 production as RSV
infection progressed within the cells. A summary timeline of the infection and treatment

protocol is displayed (Figure 3.11).

3.5.1 Exploring the immunomodulatory effects of SAPS when applied after an
established RSV infection

SAPS and PAPC both significantly reduced the production of CXCL8 at 24 h from RSV-
infected cells when treatment was applied at 2, 4 and 8 h post infection in comparison to
untreated cells (Figure 3.12 C). It is notable that, although still significant, the later the post

treatment is applied to infected cells, the less inhibitory SAPS is on CXCL8 release; (2 h =

53%, 4 h = 43% and 8 h = 23% reduction) (Figure 3.12 C). In addition, the inhibitory effects
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of SAPS and PAPC post treatments were not maintained at 48 h post RSV-infection (Figure
3.12 D). No significant effects were noted from the uninfected control cells (stimulated with
media) that were also co-incubated with SAPS or PAPC 2, 4, 8 and 24 h post media stimulation

(Figure 3.12 A, B).

SAPS and PAPC were less effective at reducing CCL5 production when administered post
RSV-infection (Figure 3.13 C, D). The addition of SAPS at 2 or 4 h post RSV-infection
significantly reduced the levels of CCL5 released from the cells at 24 h; (2h=20% and 4 h =
13% reduction in CCL5) in comparison to untreated cells or those treated with PAPC (Figure
3.13 C). As was noted when examining production of CXCL8, (Figure 3.13), neither SAPS
nor PAPC had any inhibitory effects on CCL5 production by the 48 h sample time point, where
the values between untreated and SAPS/PAPC-treated cells were similar to those of the

untreated RSV-infected cells (Figure 3.13 D).
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Figure 3.11 Summary timeline indicating the times when cells were infected with RSV and incubated with SAPS or
PAPC. HBEC3-KT cells were either stimulated with media or infected with RSV A2 (MOI 0.4) for 2 h. Unbound virus was
removed and fresh basal medium was added to the cells where time = 0 h. Selected wells were treated with either
SAPS/PAPC (25 pg/ml) at either 2, 4, 8 or 24 h after RSV infection which remained present on the cells until sample collection
at 24 and 48 h, where supernatants were collected and analysed to determine CXCL8 and CCL5 production via ELISA.
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Figure 3.12 SAPS has limited inhibitory effects on CXCL8 release from RSV-infected cells when applied as a post-
treatment. HBEC3-KT cells were infected with RSV A2 or stimulated with media control for 2 h. After the 2 h incubation, cells
were washed to get rid of any unbound virus. Designated cells were then treated once with SAPS/PAPC (25 pg/ml) at either
2, 4, 8 or 24 h after RSV infection. At 24 (A, C) and 48 h (B, D), supernatants were generated and the levels of CXCL8 were
quantified via ELISA. All data are mean + SEM of N=3 individual experiments. Data were analysed using a two-way ANOVA
and Tukey’s multiple comparisons test. Significant differences are indicated by **p <0.01, ***p <0.001, and ****p <0.0001.
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Figure 3.13 SAPS as a post-treatment has limited inhibition on CCL5 release. HBEC3-KT cells were infected with RSV
A2 or stimulated with media control for 2 h. After the 2 h incubation, cells were washed to get rid of any unbound virus.
Designated cells were then treated once with SAPS/PAPC (25 pg/ml) at either 2, 4, 8 or 24 h after RSV infection. At 24 (A,
C) and 48 h (B, D), supernatants were generated and the levels of CCL5 were quantified via ELISA. All data are mean + SEM
of N=3 individual experiments. Data were analysed using a two-way ANOVA and Tukey’s multiple comparisons test.
Significant differences are indicated by **p <0.01 and ****p <0.0001.
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3.5.2 Investigating the effect of multiple SAPS post-treatments in HBEC3-KT cells and
cytokine release

Based on the results obtained in Section 3.5.1; when applied as a one-off post-treatment
SAPS/PAPC had some inhibitory actions on CXCL8 release and CCL5 (SAPS only) at 24 h-
only but no significant effect at 48 h. To explore if the activity of SAPS (as a post-treatment)
could be improved, the following experiments were conducted:
1. Reapplying SAPS (25 pg/ml) to the cells at multiple time points post RSV-infection
over 24 and 48 h or,
2. Increasing the concentration of the one-off post-treatment with SAPS from 25 ug/ml to

100 pg/ml (explored in Section 3.5.4 & 3.5.5).

The first set of data demonstrates the results of repeated application of SAPS (25 pug/ml) on
RSV-infected HBEC3-KT cells whereas the increased concentration of 100 pg/ml SAPS is

detailed in the subsequent section (3.5.4 & 3.5.5).

In comparison to the experiments completed in Section 3.5.1 where HBEC3-KT cells were
treated with SAPS/PAPC at one time point post-infection, these experiments investigated the
application of SAPS/PAPC when applied multiple times throughout the infection process
including 4 and 8 h only and 4, 8 and 24 h post-RSV infection, with the timelines illustrated
(Figure 3.14). The 2 h post-treatment time point was removed as this was having the most
significant impact on reducing CXCL8 and CCLS5 but was very close to the initial infection time
point and | wanted to focus on how well SAPS/PAPC would impact cytokine production at the

later time points.

Previous experiments confirmed that SAPS/PAPC (up to 25 pg/ml) did not have a detrimental
effect on the BEAS-2B or NHBE cell viability (Figure 3.4 and Figure 3.9) however the
repeated application of SAPS/PAPC had not been investigated before and it was therefore
important to confirm that exposing the HBEC3-KT cells to multiple treatments with either
liposome would not affect cell viability. Therefore, in addition to quantification of CXCL8 and
CCLS5 via ELISA, a CellTiter-glo® assay was completed to confirm cell viability at both 24 and
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48 h and the airway epithelial cells were visually monitored for signs of cell death using the

ZOE Fluorescent Cell Imager (BIO-RAD) microscope.

Repeated treatments of the airway epithelial cells with SAPS and PAPC did not significantly
reduce CXCLS8 release at 24 h (Figure 3.15 A) or 48 h (Figure 3.15 B) in comparison to the
RSV-infected control cells. The response of the cells at 48 h was more variable, as indicated
by the large error bars (Figure 3.15 B). The data also showed that multiple SAPS treatments
on the uninfected media control cells resulted in a significant induction of CXCL8 in
comparison to the untreated media control and PAPC-treated (Figure 3.15 A). In contrast,
multiple treatments (4 and 8 h) of RSV-infected cells with SAPS significantly reduced CCL5
release at 24 h, whilst PAPC also reduced CCL5, but this did not reach significance (Figure
3.15 C). At 48 h, both SAPS and PAPC repeated treatments (4, 8 & 24 h) significantly reduced
the production of CCL5 in comparison to the untreated cells, with PAPC having more of a

significant effect than SAPS (Figure 3.15 D).
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Figure 3.14 Summary timeline indicating the times at which cells are infected with RSV and incubated with SAPS or
PAPC. HBEC3-KT cells were either stimulated with media or infected with RSV A2 (MOI 0.4) for 2 h. Unbound virus was
removed and fresh basal medium was added to the cells where time = 0 h. Selected wells were treated multiple times with
either SAPS/PAPC (25 pg/ml) post RSV-infection including 4 and 8 h (24 h sample collection) or 4, 8 and 24 h (48 h sample
collection) after RSV infection. SAPS/PAPC remained present on the cells until sample collection at 24 and 48 h, where
supernatants were collected and analysed to determine CXCL8 and CCL5 production via ELISA. Cell viability was also
completed at 24 and 48 h.
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Figure 3.15 Multiple SAPS treatments on HBEC3-KT cells. SAPS as a post-treatment has some effects on CCL5 release.
HBEC3-KT cells were infected with RSV A2 or stimulated with media control for 2 h. After the 2 h incubation, cells were washed
to remove any unbound virus. Designated cells were then treated with SAPS/PAPC (25 pg/ml) at 4 and 8 h (A, C) or 4, 8 and
24 h (B, D) after RSV infection. At 24 (A, C) and 48 h (B, D), supernatants were generated and the levels of CCL5 were
quantified via ELISA. Data are mean + SEM of N=3 individual experiments. Data were analysed using a one-way ANOVA and
Tukey’s multiple comparisons test. Significant differences are indicated by *p <0.05, **p <0.01.
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3.5.3 Investigating the effect of multiple SAPS post-treatments on HBEC3-KT cell
viability

To confirm that repeated treatment of the cells with SAPS or PAPC was not having detrimental
effects on whole cell viability, the viability of HBEC3-KT cells was monitored at both 24 and
48 h (Figure 3.16 A, B). Of interest, and in contrast with previous data (Figure 3.4 and Figure
3.9), SAPS treatment of uninfected cells decreased cell viability at the 24 h time point by
approximately 5% relative to the media control (Figure 3.16 A). Repeated PAPC treatment of
uninfected cells also reduced cell viability at 24 h and this was a significant effect with a
decrease of around 29% (Figure 3.16 A). A similar observation was noted in RSV-infected
cells at 24 h where, SAPS and PAPC treatment reduced cell viability (SAPS-treated =
approximately 9% reduction, PAPC = 29% reduction) relative to RSV-infected cells alone, and

again PAPC treatment had a significant impact (Figure 3.16 A).

Due to the low replicates at 48 h, statistical analysis was not performed on the data but there
appeared to be a similar trend whereby SAPS and PAPC treatment decreased levels of viable
cells at 48 h in comparison to the untreated media control, with PAPC having a more notable
impact (Figure 3.16 B). SAPS and PAPC-treated cells that had been infected with RSV, also
had reduced cell viability in relation to RSV-infected cells that had not received any liposome

treatment (Figure 3.16 B).

The impact of repeated SAPS/PAPC treatment on the morphological appearance of the
HBEC3-KT cells (uninfected and RSV-infected) are shown at 24 h (Figure 3.17 A) and 48 h
(Figure 3.17 B). The media control cells that have not been infected with RSV or treated with
either SAPS or PAPC and illustrate the common morphology and appearance of HBEC3-KT
cells when viable and growing as expected. HBEC3-KT cells that have been repeatedly
treated with SAPS appear more elongated and free moving debris above the monolayer
appeared as darker particles. In comparison, cells treated with PAPC appear more rounded

than the untreated control, though no notable free-moving debris was observed (Figure 3.17
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A). The observations made at 24 h become more apparent in the 48 h images (Figure 3.17
B) where SAPS-treated cell cultures appear to have accumulated more debris as illustrated
by the darker spots. The rounded appearance of the uninfected PAPC-treated cells at 24 h
was also further augmented at 48 h but the cells appeared more granular relative to the
uninfected and untreated control cells that, as expected, did not differ significantly in

appearance to the relative 24 h images (Figure 3.17 B).

RSV-infected HBEC3-KT cells that had been repeatedly treated with either SAPS or PAPC
had more evidential monolayer disruption associated with cell shrinkage, rounding and
detachment of cells in comparison to RSV-infected cells that had not been treated with either
liposome (Figure 3.17 A, B). It was again noted that the RSV-infected cells treated with SAPS
resulted in visible debris that was moving across the monolayer when being observed in real
time with the ZOE Fluorescent Cell Imager, demonstrated by the darker particles in the fixed

image (Figure 3.17 A, B).
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Figure 3.16 Multiple SAPS or PAPC treatments may be detrimental to HBEC3-KT viability. HBEC3-KT cells were infected
with RSV A2 or stimulated with media control for 2 h. After the 2 h incubation, cells were washed to remove any unbound virus.
Designated cells were then treated with SAPS/PAPC (25 pg/ml) at 4, 8 (A) or 4, 8 and 24 h (B) after RSV infection. At 24 (A)
and 48 h (B) a CellTiter-glo® assay was used to determine cell viability. 24 h data are mean + SEM of N=3 individual
experiments and 48 h data are the mean of N=2 individual experiments. The 24 h raw data were analysed using a one-way
ANOVA with Dunnett’s post-test. The data displayed represents cell viability relative to the media control which has been
normalised to 100%. Significant differences are indicated by ***p <0.001. S=staurosporine.
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Figure 3.17 Multiple SAPS or PAPC treatments causes visible cytotoxic effects on HBEC3-KT monolayers. HBEC3-
KT cells were infected with RSV A2 or stimulated with media control for 2 h. After the 2 h incubation, cells were washed to
remove any unbound virus. Designated cells were then treated with SAPS/PAPC (25 pg/ml) at 4 and 8 (24 h samples only)
or 4, 8 and 24 h (48 h samples only) post RSV infection. After 24 h (A) and 48 h (B), cell monolayers were imaged using BIO-
RAD ZOE fluorescent cell imager. Scale bar is 100 um. Images are from N=1 individual experiment but indicative of samples
from N=3.
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3.5.4 Exploring the effect of 100 ug/ml of SAPS/PAPC on cytokine release from
HBEC3-KT cells

To determine if SAPS/PAPC would have longer lasting effects perturbing the production of
CXCL8 and CCLS5 if a higher initial concentration of liposomes were added to the cells, a
comparative investigation was completed alongside the experiments conducted in Section
3.5.3. HBEC3-KT cells were treated with 100 pg/ml SAPS/PAPC at one time point only; 4, 8
or 24 h post-RSV or mock infection where CXCL8 and CCL5 production was quantified at 24
h and 48 h. Cell viability was monitored as described in section 3.5.3. A summary timeline for

this experimental work is shown below (Figure 3.18).

Samples collected 24 h after viral infection or stimulated with media, indicated that there were
no significant differences in CXCL8 production, except for uninfected cells that were treated
with PAPC 4 h after media stimulation where levels of CXCL8 were significantly increased

relative to the untreated media control (Figure 3.19 A).

At 48 h, both SAPS and PAPC significantly induced CXCL8 production from the uninfected
cells relative to the untreated media control and these effects were more pronounced with the
earlier liposome treatments (Figure 3.19 B). In contrast, in the presence of RSV infection,
SAPS but not PAPC significantly reduced the production of CXCL8 at 48 h (Figure 3.19 D)
compared to untreated cells infected with RSV. Once more, this effect was more pronounced
the earlier the liposomes are administered to the cells but lost by 24 h post infection (Figure

3.19 D).

There were no significant differences in CCL5 production at 24 (Figure 3.20 A) or 48 h (Figure
3.20 B) between the uninfected media control cells and those treated with SAPS or PAPC. In
contrast, in the presence of RSV and at both 24 (Figure 3.20 C) and 48 h (Figure 3.20 D), all
the SAPS post-treatments significantly reduced the production of CCL5 compared to the
untreated control cells and this was again more pronounced the earlier the post-treatment.

RSV-infected cells treated with PAPC (4 and/or 8 h post-infection) also significantly reduced
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CCL5 production at 24 and 48 h where once more, the earlier the liposomes were

administered after infection, the greater the reduction in CCL5 (Figure 3.20 C, D).
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Figure 3.18 Summary timeline indicating the times at which cells are infected with RSV and incubated with SAPS or
PAPC. HBEC3-KT cells were either stimulated with media or infected with RSV A2 (MOI 0.4) for 2 h. Unbound virus was
removed, and fresh basal medium was added to the cells where time = 0 h. Selected wells were treated once with either
SAPS/PAPC (100 pg/ml) at a range of times post RSV-infection including 4 or 8 h (24 h sample collection) or 4, 8 or 24 h
(48 h sample collection) after RSV infection. SAPS/PAPC remained present on the cells until sample collection at 24 and 48
h, where supernatants were collected and analysed to determine CXCL8 and CCLS5 production via ELISA. Cell viability was
also completed at 24 and 48 h.
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Figure 3.19 Higher concentrations of SAPS or PAPC are cytotoxic to HBEC3-KT cells and perturb the production of
CXCL8. HBEC3-KT cells were infected with RSV A2 or stimulated with media control for 2 h. After the 2 h incubation, cells
were washed to remove any unbound virus. Designated cells were then treated once with SAPS/PAPC (100 pg/ml) at either
40or8h (A, C)or4,8o0r24h (B, D). At 24 (A, C) and 48 h (B, D), supernatants were generated and the levels of CXCL8
were quantified via ELISA. Data are mean + SEM of N=3 individual experiments. Data were analysed using a two-way ANOVA
and Tukey’s multiple comparisons test. Significant differences are indicated by *p <0.05, **p <0.01, ***p <0.001, and ****p
<0.0001.
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Figure 3.20 Higher concentrations of SAPS or PAPC are cytotoxic to HBEC3-KT cells and affect the production of
CCL5. HBEC3-KT cells were infected with RSV A2 or stimulated with media control for 2 h. After the 2 h incubation, cells were
washed to remove any unbound virus. Designated cells were then treated once with SAPS/PAPC (100 pg/ml) at either 4 or 8
h (A, C) or 4, 8 or 24 h (B, D) after RSV infection. At 24 (A, C) and 48 h (B, D), supernatants were generated and the levels of
CCL5 were quantified via ELISA. Data are mean = SEM of N=3 individual experiments. Data were analysed using a two-way
ANOVA and Tukey’s multiple comparisons test. Significant differences are indicated by *p <0.05, **p <0.01, ***p <0.001, and
*+*p <0.0001.
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3.5.5 Exploring the effect of 100 ug/ml of SAPS/PAPC on HBECS3-KT cell viability

Cell viability after treatment with higher doses of lipids was evaluated. The results (Figure
3.21 A-D) indicate that 100 pg/ml SAPS/PAPC post-treatments had a significant impact on
both the uninfected and RSV-infected HBEC3-KT cells at the 24 h time point. Due to the low
number of repeats for the 48 h time point, statistical analysis was not performed, however
there were still notable trends that mirrored those seen at 24 h where the cells that had been
treated with SAPS/PAPC had greatly reduced cell viability compared to the appropriate

untreated cell comparison (Figure 3.21 B, D).

To determine the impact of the higher liposome concentration on HBEC3-KT cells,
representative images were taken at 24 and 48 h to help document the morphology of the
cells in response to SAPS/PAPC treatments relative to their untreated control (mock-infected
with media or RSV-infected) (Figure 3.22 A, B). The images share some common features
that were previously noted in Section 3.5.2. Most notable was the accumulation of extracellular
particles in the SAPS-treated cells (RSV-infected and uninfected). This was also associated
with the disruption of the cell monolayer with notable areas of cell detachment and shrinkage
at the 24 h time point, particularly 4 h post (mock)-infection where the monolayer differs
greatest from the uninfected and RSV-infected cells that has not been treated with either
liposome (Figure 3.22 A). By 48 h, large differences between the RSV-infected control cells
and the RSV-infected cells that had received SAPS treatment, particularly the 24 h post-
treatment cells where no visible monolayer is seen (Figure 3.22 B). In comparison to the
SAPS-treated cells, PAPC-treated cells did not appear to result in the accumulation of
particulate at either time point (Figure 3.22 A, B). There were visible morphological
differences however in both the mock-infected and RSV-infected cells that had either received
PAPC post-treatment or not. At 24 h, there were visibly more rounded cells (in the 4 and 8 h
post-treated cells) in contrast to the untreated cells (Figure 3.22 A). These differences in

morphology were also noted at 48 h but were additionally associated with shrinkage of the cell
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monolayer particularly those that had been treated 4 or 8 h post mock/RSV-infection (Figure

3.22 B).
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Fig 3.21 Higher concentrations of SAPS and PAPC are cytotoxic to HBEC3-KT cells. HBEC3-KT cells were infected with
RSV A2 or stimulated with media control for 2 h. After the 2 h incubation, cells were washed to remove any unbound virus.
Designated cells were then treated once with SAPS/PAPC (100 pg/ml) at either 4 or 8 h (A, C) or 4, 8 or 24 h (B, D) after RSV
infection. At 24 (A, C) and 48 h (B, D) a CellTiter-Glo® assay was performed to determine cell viability. 24 h data are mean +
SEM of N=3 individual experiments and the 48 h data are mean of N=2 independent experiments. The 24 h raw data were
analysed using a two-way ANOVA with Dunnett’s post-test. Data are presented against the media control which has been
normalised to 100%. Significant differences are indicated by *p <0.05, **p <0.01. S=staurosporine.
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3.6 Chapter summary

The main aims for this chapter were to explore the effect of SAPS on production of CXCL8
and CCL5 in response to RSV infection utilising a range of AECs. Investigations were primarily
conducted in the immortalised BEAS-2B cell line. Studies were then optimised and conducted
in the lifespan extended HBEC3-KT cells and, where possible, NHBE cells. Further to this, the
efficacy of SAPS as a post-treatment was investigated within HBEC3-KT cells that were
incubated with SAPS at a range of times post-infection to determine ifiwhen SAPS would be

most efficacious.

Data within this chapter demonstrate that SAPS can significantly reduce the production of
CXCL8 and CCL5 (up to and including 48 h after infection) when it is simultaneously co-
incubated with airway epithelial cells during RSV infection (Figures 3.3, 3.7, 3.8, 3.9 and
3.10). This efficacy was demonstrated in the immortalised BEAS-2B, lifespan extended
HBEC3-KT and in NHBE cells with equal effect. In contrast, co-incubation with the
comparative liposome PAPC had more modest (and inconsistent) inhibitory effects on CXCL8
and CCL5 production across the different cell types used. The inhibitory effects on cytokine
production at the initial doses tested were not due to decreased cell viability and no cytotoxic

effects were seen in any of the AECs when co-incubated with either SAPS or PAPC.

The efficacy of SAPS appeared to diminish however when HBEC3-KT cells were treated after
RSV infection with significant reductions in CXCL8 (SAPS and PAPC) and CCL5 (SAPS only)
levels only at 24 h post infection where the HBEC3-KT cells had been treated with
SAPS/PAPC (25 pg/ml) 2 or 4 h post RSV infection (Figure 3.12 and 3.13). Attempts to
increase the efficacy of SAPS by increasing the number of applications and the overall
concentration of SAPS did not improve its activity as a post-treatment but in fact, led to

cytotoxic effects within the HBEC3-KT cells (Figure 3.15 — Figure 3.22).
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Chapter 4: Results — SAPS Modulates the Life Cycle
of RSV in Airway Epithelial Cell Cultures

4.1 Hypothesis and Aims

Published data from my research group demonstrated the ability of SAPS to perturb RV-
induced inflammatory signalling in both immortalised and primary airway epithelial cells
(Stokes et al., 2016). In chapter 3, | presented data that shows SAPS reduces the
inflammatory response to RSV, patrticularly when cells were co-incubated with SAPS during
the initial infection stage. In a previous report by Stokes et al. (2016), SAPS treatment had no
impact on the productive life cycle of RV whereby the infection of airway epithelial cells and
subsequent levels of viral replication were not reduced despite reports suggesting that RV use
MM for attachment and productive infection (Dreschers et al., 2007; Grassmé et al., 2005). It
was hypothesised that SAPS may have more efficacy against an enveloped virus such as
RSV where lipid membrane fusion at MM is required for viral entry (Chang et al., 2012; San-
Juan-Vergara et al., 2012). | therefore wanted to explore if SAPS would impact on the life cycle
of RSV including the infection of, and subsequent replication within, airway epithelial cells. In
addition to this, | wanted to employ high resolution microscopy techniques to try and visualise
the interactions of RSV during infection of airway epithelial cells and investigate if SAPS was

impacting these interactions.

Another aspect of my project was to explore the impact of viral-bacterial co-infections in airway
epithelial cells and determine if SAPS may moderate these interactions. As we hypothesise
that SAPS may be able to inhibit RSV infection of airway epithelial cells, | considered that
SAPS treatment may also prevent the subsequent bacterial infections that can occur after
viral-induced inflammation. As discussed in Section 1.4, bacterial co-infections, particularly
with Streptococcus pneumoniae (Spn) and non-typeable Haemophilus influenzae (NTHi) are
commonly associated with hospitalised individuals with severe RSV disease and may

exacerbate airway pathology (Bosch et al., 2013; Brealey et al., 2015; Duttweiler et al., 2004;
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Godefroy et al., 2020; Jung et al., 2020; Liu et al., 2021; Wiegers et al., 2019). | therefore
sought to determine if SAPS would reduce RSV infection and the associated factors that
enable the increased adherence and uptake of bacteria in RSV-infected airway cells.

The aims of this chapter were to;

Optimise and employ viral plague assays to determine infectivity of normal human

bronchial epithelial cells with RSV in the presence/absence of SAPS.

e Quantify the levels of viral replication using RT-gPCR to determine if SAPS was
modifying the subsequent infection and replication of RSV.

e Optimise and employ confocal microscopy to visualise RSV infection of airway
epithelial cells in presence/absence of SAPS.

¢ Investigate how RSV infections may predispose the cells to bacterial co-infection

(focussing on adherence and invasion) with Streptococcus pneumoniae and if SAPS

can moderate this process.

4.2 SAPS significantly reduces RSV infection of NHBE cells

4.2.1 Viral plaque assay optimisation in NHBE cells

It was hypothesised that SAPS may modify the MM that RSV target during infection of airway
epithelial cells. To investigate this, NHBE cells were infected with RSV in the
presence/absence of SAPS and the number of infected cells quantified 24 h later. Additionally,
to determine if the effect of SAPS was concentration dependent, a lower (10 pg/ml) and higher

(25 pg/ml) concentration of SAPS/PAPC was used.

To investigate viral infectivity, a variation of the traditional viral plaque assay was utilised that
allows for the quantification of infected cells through immunostaining instead of viral lysis. This
method was also used to determine the viral titre when propagating RSV (Section 2.2.5.2).
This is termed a focus forming assay, where infected NHBE cells are detected using

antibodies that specifically target intracellular RSV antigens, which are then subsequently
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labelled using an HRP-conjugated antibody and immunostaining (Section 2.2.6.2). Infected
cells are termed focus forming units (FFU) and appear a darker brown colour relative to
uninfected cells, and can therefore be identified and quantified using an inverted light

microscope (Baer and Kehn-Hall, 2014).

This technique had not been established for the NHBE cells and thus required optimisation to
first establish a suitable MOI that would result in a quantifiable level of virus that could be
counted by eye (up to 100 plaques per well in a 12-well plate), as summarised in Table 4.1. In
the wells infected with the higher MOls (0.2-1), there were too many FFU to accurately quantify
the total number of FFU in the whole well. A snapshot of one area of the infected well
visualised through the microscope is shown in Figure 4.1. By reducing the MOI much further
in the following experiment, | was able to quantify viral-infected cells more accurately from
each well. As expected, there were no visible FFU in the uninfected NHBE cells however,
there were 260 FFU/well quantified from the triplicate wells infected with RSV MOI 0.001
(Figure 4.2). From these experiments it was determined that the best MOI to infect the NHBE
cells was MOI 0.001 as it gave rise to a level of infected cells that could be accurately

guantified by this method.
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Experimental Range of MOI Additional Result
Attempt used methods altered
1 1.0,0.8,0.4 No clear stain
1. Level of stained
Doubled cells too high to
concentration of count.
2 0.4 0.3.02 DAB stain in one 2. Double DAB
made FFU harder
row
to see.
1. Higher
concentration
0.1, 0.05, 0.01, Doubled RSV ab (1:50) RSV ab did
0.001 : not improve
concentration to ,
3 (Based on more (1:50) in additional darkness of stain.
accurate cell ' wells 2. The lowest MOI
count in NHBE) (0.001) had level
of FFU that | could
attempt to count.

Table 4.1 Summary of the steps taken to optimise viral plaque assay to quantify RSV-infected cells.

Figure 4.1 Images from viral plaque assay optimisation. Representative images showing uninfected (media)
NHBE cells and cells that had been infected with MOI 0.2 and the resultant staining to identify RSV-infected cells
or, focus forming units FFU. Images were taken using an inverted light microscope. Magnification is x40. Arrows

Media

RSV (MOI 0.2)

indicate RSV-infected cells which are darker brown in colour FFU.
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Figure 4.2 Optimising viral plaque assay in NHBE cells. NHBE cells were stimulated with media or infected with RSV A2
(MOI 0.001) for 2 h. Unbound virus was washed off and cells incubated for a further 24 h in fresh basal media. Cells were
permeabilised and fixed with 4% PFA. Cells were stained using an RSV-antibody and DAB staining. Viral-infected cells
(FFU/well) were counted using an inverted light microscope. Pictures were taken to demonstrate the difference in FFU visible
in one focal area under an inverted light microscope.
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4.2.2 SAPS significantly reduces the number of NHBE cells infected with RSV

Two different concentrations of SAPS/PAPC (10 and 25 pg/ml) were used to determine the
efficacy of either liposome to modulate infectivity of NHBE cells. Based on the observations
made in Section 4.2.1, RSV MOIs were further reduced to 0.001 and 0.0001 with
investigations carried out using a 96-well plate, where the smaller area of each well would
allow for easier counting of infected cells. The number of infected cells were guantified

(represented as FFU/well) 24 h after RSV infection.

Low numbers of NHBE cells became infected using MOI 0.0001, thus no significant
differences were observed between the RSV-infected cells that had received either SAPS or
PAPC treatment (Figure 4.3). However, NHBE cells infected with MOI 0.001 RSV resulted in
77.67 (x 13.42) FFU/well and co-incubation with either concentration of SAPS reduced the
number of infected cells by ~95% at 24 h (Figure 4.3). Unexpectedly, the highest
concentration of PAPC (25 ug/ml), also significantly reduced the number of RSV infected cells

by 94% in comparison to NHBE cells infected with virus alone (Figure 4.3).
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Figure 4.3 Both concentrations of SAPS significantly inhibit viral infection of NHBE cells. NHBE cells were infected with
a range of RSV A2 (MOI 0.01, 0.001 and 0.0001) for 2 h. Designated cells were incubated with SAPS or PAPC (10 or 25 pg/ml)
which remained on the cells throughout the 2 h incubation. After incubation, cells were washed to remove any unbound virus
and designated cells treated once more with SAPS or PAPC (10 or 25 pg/ml). After 24 h, cells were stained and the quantity of
viral infected cells counted. MOI 0.01 media control are set at the upper limit of 100 FFU (quantifiable by eye) and therefore not
represented in the graph. Data were analysed using a two-way ANOVA and Tukey’s multiple comparisons test. Significant
differences are indicated by **p <0.01, and **** p <0.0001. Data are N=3 technical repeats from one independent donor #365.
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4.3 SAPS may modulate RSV infection of, and subsequent viral
replication within, airway epithelial cells

RSV is thought to preferentially bind to cholesterol-rich MM of the host cell to allow successful
attachment, entry, and replication of viral RNA before subsequent release of new virion
(Section 1.4). Perturbing MM with SAPS modulates RSV viral entry (as demonstrated in
Section 4.2) and it was hypothesised that it was also likely to affect the subsequent viral
replication within airway epithelial cells. To validate these findings, viral replication was
guantified using RT-qPCR as described in Section 2.5 and using an assay established during
my MSc lab project with the advice of Dr Fiona Culley, Imperial College London (Culley et al.,

2002).

4.3.1 Viral replication in BEAS-2B cells

The data shown in Figure 4.4 represents N=1-3 individual experiments in BEAS-2B cells,
although some samples failed during the RNA extraction procedure and are therefore omitted
from the final RT-qgPCR analysis. Due to this, no statistical analysis and conclusive remarks

can be made from this data.

The data suggest BEAS-2B cells infected with RSV (MOI 0.4 and 1), that had also been co-
incubated with SAPS, had reduced levels of detectable RSV at both 24 and 48 h (Figure 4.4
A, B). In contrast, RSV-infected cells that had been treated with PAPC showed little to no
reduction in detectable viral copies at 24 h (Figure 4.4 A) however, there was a slight reduction

of RSV (MOI 0.4) detected at 48 h where PAPC treatment had been used (Figure 4.4 B).

As expected, no virus was detected in cells treated with infection media alone, UV-inactivated
RSV or filtrate control (Figure 4.4 A, B). In addition, no viral RNA was detected at either time

point in the uninfected (indicated as MOI 0) media controls (Figure 4.4 A, B).
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Figure 4.4 SAPS treatment may reduce RSV viral copies at 24 and 48 h. BEAS-2B cells were infected with
RSV A2 (MOI 0.4 or 1), UV-inactivated (UV) RSV, filtrate (F) or stimulated with infection (HEp-2) media (IM)
or mock infected with normal growth media (MOI 0). Designated cells were incubated with SAPS or PAPC (50
pa/ml) which remained on the cells throughout the 2 h incubation. After incubation, cells were washed to
remove any unbound virus and designated cells treated once more with SAPS or PAPC (50 pg/ml). After 24
(A) and 48 h (B), RNA samples were generated, and viral RNA measured by RT-gPCR. Data range between
N=1-3 due to sample loss during RNA sample generation. No statistical analysis completed.
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4.3.2 SAPS significantly reduces viral RNA from RSV-infected NHBE cells

Due to the limited sample number in the BEAS-2B cell data set (Section 4.3.1), it was not
clear what effect SAPS or PAPC had on RSV replication. In addition, BEAS-2B cells have
limitations in modelling the airway epithelium during viral infection and experiments were
therefore conducted in the NHBE cells. NHBE cells were infected with RSV (MOI 0.4) for 2 h
in the presence/absence of SAPS/PAPC at a concentration of 10 or 25 pug/ml. Unbound virus
was removed and selected wells retreated with SAPS or PAPC, which remained on the cells
for the remaining infection period of 24 or 48 h at which point sample RNA was recovered from
the cells and RT-gPCR completed. Data were performed on multiple replicates of a single

airway cell donor.

These data indicated that at 24 h post RSV infection (Figure 4.5 A), NHBE cells contained
around 2.3x108 (+ 4.21x107) copies of the RSV L-gene per 1 yg of RNA. SAPS treatment
resulted in a concentration-dependent inhibition of viral replication (Figure 4.5 A). A similar
trend was also noted at the 48-h time point where significantly less viral RNA was detected

from cells co-incubated with increased concentrations of SAPS (Figure 4.5 B).

RSV-infected NHBE cells that were co-incubated with PAPC were more varied in their
response, which was dependent upon the concentration used (Figure 4.5 A, B). Only the
highest concentration of PAPC significantly reduced viral RNA whereas the lower

concentration had no effect at either time point (Figure 4.5 A, B).
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Figure 4.5. NHBE cells treated with SAPS have significantly lower levels of detectable viral RNA at 24 and 48 h.
NHBE cells were infected with RSV A2 (MOI 0.4) or stimulated normal growth media. Designated cells were incubated with
SAPS or PAPC (10 or 25 pg/ml) which remained on the cells throughout the 2 h incubation. After incubation, cells were
washed to remove any unbound virus and designated cells treated once more with SAPS or PAPC (10 or 25 pg/ml). After
24 (A) and 48 h (B), RNA samples were collected, and levels of viral RNA quantified using RT-qPCR. All data are + SEM of
N=3/4 technical repeats in D365. Data were analysed using a two-way ANOVA and Tukey’s multiple comparisons test.
Significant differences are indicated by *p <0.05, ***p <0.001.
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4.3.3 SAPS significantly reduces viral RNA in RSV-infected HBEC3-KT cells

Following on from the data demonstrated in section 4.3.2, experiments were conducted in
HBEC3-KT cells to confirm if SAPS (and PAPC) would have comparable inhibitory effects on
viral replication in the HBEC3-KT cells (Figure 4.5). Based on the data obtained from the
NHBE cells where both liposomes seemed to be most effective at the highest concentration
used (25 ug/ml), it was decided that remaining investigations would use this highest
concentration only. The experimental plan was carried out in the same way as detailed
previously and the corresponding levels of viral RNA quantified at 24 and 48 h post-RSV

infection and relative to RSV L-gene copy number/ 1 ug RNA.

Figure 4.6 A illustrates that RSV-infected HBEC3-KT cells co-incubated with SAPS had
significantly reduced L-gene copy number at both 24 and 48 h with ~93% less L-gene copies
compared to untreated cells infected with RSV. In contrast, RSV-infected HBEC3-KT cells that
were co-incubated with PAPC did not have significantly reduced copies of the RSV L-gene at

either time point in comparison to untreated, RSV-infected cells (Figure 4.6 A, B).
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Figure 4.6 HBEC3-KT cells treated with SAPS have significantly lower levels of detectable viral RNA at 24 and 48
h. Cells were infected with RSV A2 (MOI 0.4) or stimulated with normal growth media. Designated cells were incubated
with SAPS or PAPC (25 pg/ml) which remained on the cells throughout the 2 h incubation. After incubation, cells were
washed to remove any unbound virus and designated cells treated once more with SAPS or PAPC (25 pg/ml). After 24 (A)
and 48 h (B), RNA samples were collected, and levels of viral RNA quantified using RT-gPCR. All data are + SEM of N=3
independent experiments. Data were analysed using a two-way ANOVA and Tukey’s multiple comparisons test. Significant

differences are indicated by ***p <0

.001 **** p <0.0001.
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4.3.4 SAPS does not impact viral replication in HBEC3-KT cells when applied as a
post-treatment

The data presented in this chapter thus far demonstrate evidence that SAPS (and to some
extent PAPC) may be actively preventing the initial infection and associated subsequent viral
replication of RSV within a range of airway epithelial cells. Inhibition of viral replication could
result from reduced initial viral entry, and potentially also from direct effects on virus replication
and release from infected cells. However, it was not known whether SAPS would be able to
inhibit further replication and spread in cells already with an established RSV infection. To
explore this further, HBEC3-KT cells were infected with RSV in the absence of SAPS to enable
efficient viral uptake. Liposomes were applied at a range of times post-RSV infection including
2, 4 or 8 h post infection (RNA samples collected and analysed at 24 h) or 2, 4, 8 or 24 h post

infection (RNA samples collected and analysed at 48 h).

These data collectively demonstrate that SAPS, when applied post-RSV infection, did not
reduce copy numbers of the RSV L-gene at 24 or 48 h (Figure 4.7). In addition, RSV-infected
HBEC3-KT cells that had received PAPC as a post treatment, had elevated levels of L-gene
copies relative to HBEC3-KT cells that had not received any liposome treatment (Figure 4.7

A, B).
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Figure 4.7 SAPS post-treatment does not impact on viral replication in HBEC3-KT. HBEC3-KT cells were infected
with RSV A2 (C, D) or treated with media (A, B) for 2 h. After the 2 h incubation, cells were washed to remove unbound
virus. The indicated cells were then treated once with SAPS/PAPC (25 pg/ml) at either 2, 4, 8 or 24 h after RSV infection.
At 24 (A, C) and 48 h (B, D), RNA samples were collected, and levels of viral RNA quantified using RT-qPCR. All data are
+ SEM of N=3 individual experiments. Data were analysed using a two-way ANOVA and Tukey’s multiple comparisons
test. Significant differences are indicated by **p <0.01, ***p <0.001 and ****p <0.0001.
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4.4 Confocal microscopy for visualising RSV infection

In addition to the quantitative methods so far employed to determine the effect of SAPS and
PAPC on viral infection and replication in airway cells, the interactions of RSV with airway
epithelial cells were also explored using fluorescence microscopy. It was hoped that these
techniques could then be advanced to live microscopy imaging however, due to the disruption
of the COVID-19 pandemic, this was ultimately not achieved.

The rapid distribution of SAPS to both the external and inner membrane leaflets throughout
BEAS-2B cells has previously been published by my research group where fluorescent SAPS
was shown to distribute to membranes of the endosome and Golgi (Stokes et al., 2016) and
has also been described in (Leventis and Grinstein, 2010). However, the mechanism of SAPS
and PAPC integration into host cell membranes, and how this relates to their ability to
modulate cellular responses and the RSV life cycle, remains unknown. Confocal microscopy
techniques were therefore employed, first and foremost, to determine if RSV infection could
be visualised and quantified within BEAS-2B cells using an anti-RSV fusion (F) antibody
(Table 2.4). The results of these experiments would then be applied to future investigations to
explore the modulatory effects of SAPS/PAPC on the infection, replication, or egress of RSV

within airway epithelial cells, as well as imaging the colocalisation of RSV at MM.

4.4.1 Optimisation of RSV anti-fusion (F) antibody in BEAS-2B

To explore if RSV infection of BEAS-2B cells could be visualised and quantified using
fluorescent microscopy, the cells were infected with RSV (MOI 1) for 2 h and then fixed with
4% PFA at either 0 h (immediately after the 2 h incubation with RSV) or at 20 h (when RSV
would have had more time to replicate). Cells were stained using an antibody against the
fusion (F) glycoprotein of the RSV virion and then stained with a secondary AlexaFluor 488
antibody (shown in green). DAPI staining (blue) was used to stain the cell nuclei of BEAS-2B

cells so that cell number could be quantified. A secondary only control was included to ensure
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that no non-specific binding was occurring and only RSV was being detected. It was predicted
that there would be lower levels of RSV F protein detected at 0 h (and therefore less green
fluorescent signal) in comparison to RSV-infected cells left for an additional 20 h with higher
levels of F protein (emitting increased green fluorescent signal) indicative of increased RSV
replication. Uninfected cells were also included for each time point to act as negative controls
to confirm that green fluorescent signal should only be apparent in cells infected with RSV.
Images were taken using a Nikon Al Confocal and three separate fields of view captured for
each sample to acquire a representative value for mean fluorescent intensity (MFI). Fields of

view were selected using the DAPI only channel to avoid selective bias.

As illustrated in Figure 4.8 A, DAPI was used to stain the nuclear material of BEAS-2B cells
(blue) which allowed quantification of cell number. As expected, no RSV F protein (green) was
detected in the uninfected media control cells at either time point, whilst visible green
fluorescence was observed in RSV-infected cells at both 0 and 20 h post infection (Figure 4.8
A). The levels of green fluorescence at 20 h appeared to have increased when visually
compared to the O h time point in RSV-infected cells (Figure 4.8 A). This finding was confirmed
by quantifying the mean fluorescent intensity (MFI) from the cells, where a 1.4-fold increase
of green fluorescence was detected from 0 h to the 20 h time point (Figure 4.8 B). These data
indicate that green fluorescence was observed within cells that had been infected with RSV
but was not detected in uninfected cells and no non-specific binding occurred, as indicated by
the secondary only (2°) control (Figure 4.8 A). The results therefore support the application
of the anti-F antibody and confocal microscopy technique to help visualise and quantify RSV

infection within BEAS-2B cells.
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Figure 4.8 Confocal microscopy to visualise and quantify RSV infection. BEAS-2B cells were grown to 80%
confluence on coverslips and infected with RSV A2 (MOI 1) for 2 h. Unbound virus were removed and cells either
fixed immediately (O h) or incubated for a further 20 h before fixation with 4% PFA. Cell nuclei were stained using
DAPI (blue) and viral infected cells stained using a primary antibody targeting the RSV anti-F (fusion) protein and then
secondary staining with AlexaFluor-488 (green). Confocal microscopy was used to visualise levels of RSV infection
at 0 h and 20 h. A secondary only control (2°) was also included to determine if any non-specific binding was occurring
(A). Mean fluorescence intensity was calculated relative to cell number (B). Data is N=1. Magnification = x 600. Scale
bar is 22 pm.
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4.4.2 Optimisation of RSV F antibody staining in NHBE Cells

It was important to confirm that the fluorescent staining achieved in the BEAS-2B cells would
also work effectively in NHBE and HBEC3-KT cells. Two independent NHBE donors were
infected with RSV (MOI 0.4) as in Section 4.4.1. In addition to a secondary only (2°) antibody
control, an additional well was incubated with an isotype control (Table 2.4), to further
determine that non-specific binding had not occurred (Figure 4.9 A). Mean fluorescence

intensity (MFI) was quantified for each NHBE cell donor at 0 h and 20 h post viral infection.

Images were collated using ImageJ software and demonstrate a representative image from
three separate fields of view (randomly selected) from each sample (Figure 4.9 A). The
collated images demonstrate that there was visibly more green fluorescence in the later time
point (20 h) in comparison to 0 h in both NHBE cell donors infected with RSV (Figure 4.9 A).
This was confirmed through quantification of the mean fluorescence intensity (MFI) values for
each image, which indicated that green fluorescence (RSV F-protein) was augmented over
the 20 h period from 0.14 MFI at O h up to 2.52 MFI at 20 h (Figure 4.9 B). Uninfected cells
that had been stimulated with media, secondary, or the isotype control alone, had no visible

green fluorescence and the MFI remained below 0.1 MFI (Figure 4.9 B).
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Figure 4.9 Confocal microscopy can be used to quantify viral infected cells. NHBE cells were grown to 80% confluence
on coverslips and infected with RSV A2 (MOI 0.4) for 2 h. Unbound virus was removed, and cells were either fixed immediately
(0 h) or incubated for a further 20 h before fixation with 4% PFA. Cell nuclei were stained using DAPI (blue) and viral infected
cells stained using a primary antibody targeting the RSV anti-F (fusion) protein and then secondary staining with AlexaFluor-
488 (green). Control cells were incubated with secondary antibody (AlexaFluor 488) or the isotype control only to confirm that
no unspecific binding occurred. Confocal microscopy was used to visualise levels of RSV infection at 0 h and 20 h in two
independent NHBE donors and representative images are shown (A) Mean fluorescence intensity was calculated relative to cell
number (B, C). Data are N=2 from two independent NHBE cell donors. Magnification = x 600. Scale bars are 22 um.
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4.4.3 Phalloidin staining in HBEC3-KT cells to visualise the interaction of RSV at
filament rich microdomains

The difficulties associated with imaging MM has often meant that their existence has been
extensively critiqued (Section 1.5.1). There is published evidence for the role of actin filament
rearrangement within host cells to enable the formation of MM (Head et al., 2014; Jumat et
al., 2015, 2014), and therefore in the following experiments the staining of actin using a
lipophilic probe (phalloidin) was incorporated to identify potential MM regions within the cell.

For these studies, a Zeiss Airyscan confocal microscope was used as it offers better
opportunities for live-microscopy imaging. The Airyscan enables better visualisation of the field
by increasing spatial resolution compared to a standard confocal microscope, but without the
increased excitation power of super resolution microscopy which may bleach samples

(Korobchevskaya et al., 2017).

Quantification of the mean fluorescent intensity (MFI) for HBEC3-KT cells indicated that there
was more background green fluorescence in the uninfected HBEC3-KT cells stimulated with
media only, than observed using the Nikon Al confocal microscope. Therefore, the average
background green fluorescence from all four fields of view were quantified and the average
value subtracted from the RSV-infected cells to confirm that any green fluorescence was
indeed due to the presence of RSV-F protein. As demonstrated in Figure 4.10 A, visible green
fluorescence was observed in the HBEC3-KT cells infected with RSV at MOls of 0.2, 0.4 or
0.8, indicative of detectable RSV fusion (F) protein (Figure 4.10 B). Of note, and as indicated
by the white arrows, there were multiple images where the localisation of green fluorescent
protein appeared to be accumulating at areas of the cell membrane that was additionally rich

in actin (as demonstrated by the density of purple stain) (Figure 4.10 A).

These data indicate that increased green fluorescence was observed with increased RSV
MOI. As the collated images demonstrate the interaction of RSV with localised points of the

cell membrane, the next step was to determine the impact of SAPS on this interaction.
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Figure 4.10 Optimisation of phalloidin staining in RSV-infected cells. HBEC3-KT cells were grown to 80% confluence
on coverslips and infected with RSV A2 (MOI 0.1, 0.2, 0.4 and 0.8) for 2 h. Unbound virus was removed, and the cells were
incubated for 20 h then fixed with 4% PFA. Cell nuclei were stained using DAPI (blue) and viral infected cells were stained
using RSV anti-F (fusion) antibody and fluorescent secondary antibody AlexaFluor-488 (green). Actin filaments were stained
using Texas Red phalloidin (purple). An Airyscan confocal microscope was used to visualise levels of RSV infection at 20
h. White arrows indicate possible colocalisation of RSV egressing from actin-rich areas of cell membrane (A). Mean
fluorescence intensity was calculated relative to cell number and background fluorescence of the media control was
subtracted from the RSV samples (B). Data are from one independent experiment. Images were obtained using the 60X oil
lens. Scale bars are 9 pm.
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4.4.4 SAPS visibly reduces levels of viral infection in HBEC3-KT cells

Due to time constraints created by the COVID-19 pandemic, the remaining experiments were

streamlined by omitting the use of PAPC with the focus solely on SAPS.

As demonstrated in section 4.4.3, potential RSV colocalisation with actin-rich filaments of the
cell membrane was observed, and subsequent experiments explored if SAPS could modify

these interactions and reduce the number of virus infected cells.

To explore the mechanism and identify at what point SAPS is affecting RSV binding/fusion to
the HBEC3-KT cells, two different incubation temperatures were used to distinguish viral
binding and viral fusion events. As demonstrated in (San-Juan-Vergara et al., 2012, 2004),
the incubation of RSV with cells at 4 °C allows viral binding but does not allow viral fusion
events with the cell membrane, whilst increasing the temperature to 37 °C allows for viral
fusion and entry. Thus, the temperature chosen can distinguish what effect SAPS is having
on each stage of the viral life cycle and if actin filament rearrangement can be observed during
viral entry or release. Viral infection was also compared between HBEC3-KT cells with or
without SAPS treatment during the infection stages. As a control, some of the HBEC3-KT cells
in each plate were stimulated with media and incubated with SAPS (25 pg/ml) to confirm that

SAPS treatment alone would not obscure fluorescent signal.

A summary timeline for this experimental procedure is given below (Figure 4.11). To complete
these investigations, two duplicate plates of HBEC3-KT cells were exposed to RSV (MOI 0.4)
or basal media for 1 h at 4 °C in the presence/absence of SAPS (25 pg/ml). One plate was
then washed using ice cold PBS to remove any unbound virus and subsequently fixed with
4% PFA. The second plate was transferred to a humidified incubator for 1 h at 37 °C, 5% CO»
to allow viral fusion and infection of the HBEC3-KT cells. Cells were washed to remove any
unbound virus, required wells treated again with SAPS (25 pg/ml) then the plate put back into

the incubator for 20 h. Cells were fixed and stained with DAPI to identify cell nuclei (blue),
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RSV fusion (F) protein and secondary antibody staining (green), and actin filaments stained
with phalloidin (magenta). Cells were imaged using a Zeiss Airyscan confocal microscope.

The mean fluorescence intensity (MFI) was quantified for each sample and is summarised in
Figure 4.12 E. The media samples for each time point contained a low level of background
green fluorescence and this was deducted from all RSV-infected samples and media samples
treated with SAPS only to ensure any green fluorescence detected was due to viral infected
cells and levels of F-protein rather than background noise (Figure 4.12 E). The data and
images demonstrate that SAPS treatment alone did not interfere with the green fluorescent
signal in either of the channels used and would therefore not obscure the fluorescent MFI

values for SAPS-treated cells infected with RSV (Figure 4.12 A, B).

HBEC3-KT cells incubated with RSV for 1 h at 4 °C had low baseline MFI values
representative of RSV F-protein (Figure 4.12 E). Due to low repeats in this sample (N=2
repeats only), no statistical analysis between cells co-incubated with SAPS and those that had
not received liposome treatment at this time point. However, there was visibly reduced green
fluorescence in HBEC3-KT cells infected with RSV in the presence of SAPS compared to
RSV-infected cells that had received no liposome treatment at this early time point (Figure

4.12 C).

Green fluorescent staining in the RSV-infected HBEC3-KT cells at 20 h was higher than that
in the O h samples (Figure 4.12 C, D). Of interest, HBEC3-KT cells that had been co-incubated
with SAPS during RSV infection demonstrated significantly reduced levels of green

fluorescence with a reduction of ~90% MFI (Figure 4.12 D, E).

In addition, images from HBEC3-KT cells infected with RSV for 20 h suggested co-localisation
at actin-rich membranes where RSV can be seen apparently egressing from the cells (Figure
4.13 A, B, C). Interestingly, none of the SAPS-treated cells displayed this morphological event.
Furthermore, where virus was identified at the 20 h time point the cells appeared to have

different characteristics with the virus appearing perinuclear and the cell membrane appeared
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to be ruffling and condensing in size (Figure 4.14). This was not apparent in any of the RSV-
infected cells that did not receive SAPS treatment. Attempts were made to try and quantify co-
localisation of RSV at actin-rich membranes, but these proved challenging and were not

completed and thus results are based on visual interpretation only.
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Figure 4.11 Summary timeline indicating the times at which cells are infected with RSV and incubated with SAPS.
HBEC3-KT cells were stimulated with media or infected with RSV A2 (MOI 0.4) for 1 h at 4 °C in the presence/absence of
SAPS (25 pg/ml). Plate 1 was then washed using ice cold PBS to remove any unbound virus and subsequently fixed with
4% PFA. Plate 2 was transferred to a humidified incubator for 1 h at 37 °C, 5% CO2to allow viral fusion and infection of the
HBEC3-KT cells. Cells in plate 2 were washed to remove any unbound virus, required wells treated again with SAPS (25
pg/ml) then put back into the incubator for 20 h before fixing with 4% PFA. After fixation, plates were stained with DAPI to
identify cell nuclei (blue), RSV fusion (F) protein and secondary antibody staining (green), and actin filaments stained with
phalloidin (magenta). Cells were imaged using a Zeiss Airyscan confocal microscope.
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Figure 4.12 Investigating the effect of SAPS on viral infection within HBEC3-KT cells and the role of actin
rearrangement. HBEC3-KT cells were grown to 80% confluence on coverslips and stimulated with media or infected with
RSV A2 (MOI 0.4) in the presence or absence of SAPS (25 pg/ml). Cells were incubated for 1 h at 4°C to allow for viral
binding. Cells were either washed to remove unbound virus and fixed immediately (1 h at 4°C) with 4% PFA or, placed in
an incubator for an additional 1 h to allow viral internalisation after which, unbound virus was removed, designated cells
retreated with SAPS (25 pg/ml) and the cells incubated for a further 20 h (20 h at 37°C) before cells were washed and fixed
with 4% PFA. Cell nuclei were stained using DAPI (blue) and viral infected cells were stained using RSV anti-F (fusion)
antibody and fluorescent secondary antibody AlexaFluor-488 (green). Actin filaments were stained using Texas Red
phalloidin (purple). An Airyscan confocal microscope was used to visualise cells stimulated with media (A, B) or infected
with RSV (C, D) (+ SAPS) after 1 h at 4°C (A, C) or 20 h at 37°C (B, D). Mean fluorescence intensity was calculated relative
to cell number and background fluorescence of the media control was subtracted from the RSV samples (E). Data are from
three independent experiments from different population of HBEC3-KT cells. Images were obtained using the 60X oil lens.
Scale bars are 22 um. Significant differences are indicated by ****p <0.0001
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RSV 20 h at 37 °C

Figure 4.13 Images demonstrating the interactions of RSV at actin-rich membranes of HBEC3-KT cells. HBEC3-KT
cells were grown to 80% confluence on coverslips and infected with RSV A2 (MOI 0.4) for 1 h at 4°C to allow for viral
binding. Cells were then placed in an incubator at 37°C for an additional 1 h to allow viral internalisation after which, unbound
virus was removed, and the cells incubated for a further 20 h (20 h at 37°C). Cells were washed and fixed with 4% PFA.
Cell nuclei were stained using DAPI (blue) and viral infected cells were stained using RSV anti-F (fusion) antibody and
fluorescent secondary antibody AlexaFluor-488 (green). Actin filaments were stained using Texas Red phalloidin (purple).
An Airyscan confocal microscope was used to visualise cells infected with RSV and images were analysed using ImageJ
software to obtain images for the selected field of view (i) (22 um) and relative zoomed in areas (ii) of the image are
additionally demonstrated where the scale bar is 10 um. Images are from three representative independent experiments.
Images were obtained using the 60X oil lens. 158
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Figure 4.14 Images demonstrating the morphology of HBEC3-KT cells infected with RSV in the presence of SAPS.
HBECS3-KT cells were grown to 80% confluence on coverslips and infected with RSV A2 (MOI 0.4) in the presence of SAPS
(25 pg/ml) for 1 h at 4°C to allow for viral binding. Cells were then placed in an incubator at 37°C for an additional 1 h to allow
viral internalisation after which, unbound virus was removed, and designated cells retreated with SAPS. Cells were incubated
for a further 20 h after which, cells were washed and fixed with 4% PFA. Cell nuclei were stained using DAPI (blue) and viral
infected cells were stained using RSV anti-F (fusion) antibody and fluorescent secondary antibody AlexaFluor-488 (green).
Actin filaments were stained using Texas Red phalloidin (purple). An Airyscan confocal microscope was used to visualise cells
infected with RSV and images were analysed using ImageJ software to obtain images for the selected field of view (i) (22 pm)

and relative zoomed in areas (ii) of the image are additionally demonstrated where the scale bar is 10 um. Images are from
three representative independent experiments. Images were obtained using the 60X oil lens.
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4.5 Section summary

Work within this chapter aimed to explore the effect of SAPS/PAPC treatment on the RSV life
cycle events in AECs. Data indicated that co-incubation of NHBE cells with SAPS (and to
some extent PAPC) during viral challenge, significantly reduced the number of infected cells
after 24 h (Figure 4.3). In addition, co-incubation of AECs with SAPS during infection with
RSV significantly reduced the level of viral RNA quantified at 24 and 48 h (Figure 4.5 and
Figure 4.6). In addition, (Figure 4.10 and 4.13) demonstrate that RSV may interact with actin-
rich areas (indicative of MM formation) of AEC membranes during viral egress. Figure 4.12 C

also indicates that SAPS may inhibit initial binding events of RSV to AEC.
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4.6 Exploring the efficacy of SAPS to perturb bacterial co-infections
in RSV-infected cells

As previously discussed, (Section 1.4), viral infections (such as with RSV) can predispose
individuals to concurrent or subsequent bacterial co-infections which may potentiate severe
disease (Cilla et al., 2008; Honkinen et al., 2012; Thorburn et al., 2006). One of the most
common bacterial species isolated from individuals (particularly those that have been
hospitalised) with RSV is Streptococcus pneumoniae (Spn). As summarised in Section 1.4,
some of the ways in which RSV infection has been demonstrated to increase the occurrence
of bacterial co-infection are through direct destruction of the protective airway epithelium and
modulation of immune signalling. Data presented in this thesis demonstrate that co-incubating
HBEC3-KT cells with SAPS during infection with RSV protects the cells from viral infection,
subsequent viral replication and associated inflammatory responses. In addition, a previous
publication by Parker et al. (2008) demonstrated that co-incubation of SAPS with PBMCs
diminished IL-1p (and CXCL8 in unpublished data) production from cells infected with heat
killed Spn. With these findings in mind, it was hypothesised that SAPS may modulate the
ability of Spn to co-infect airway epithelial cells after exposure to RSV. To better understand
the role RSV may play in predisposing individuals to subsequent bacterial infections,
experiments were conducted whereby HBEC3-KT cells were infected with RSV in the

presence/absence of SAPS before subsequent infection with Spn 24 h later.

4.6.1 HBEC3-KT infections with Streptococcus pneumoniae

Over 100 different serotypes of Spn have been identified based on their genetically distinct
polysaccharide capsule (Ganaie et al., 2020). The capsule is an important virulence factor for
Spn protecting it from immune-mediated phagocytosis and aiding its ability to colonise the
nasopharynx (Morona et al., 2004). Pneumococcal conjugate vaccines (that target the
capsule) have been widely used to control Spn infections, however, Spn can also exist in an

unencapsulated form and cases of unencapsulated serotypes have been on the increase
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since the use of pneumococcal conjugate vaccines (Ganaie et al., 2020). Unencapsulated Spn
serotypes may be able to bind airway epithelial cells more readily than capsulated forms,
causing more invasive disease (Adamou et al., 1998; Talbot et al., 1996). In addition, more
recent work has demonstrated that Spn are able to shed their capsule during infection in the
airways to allow for better adherence and invasion of airway epithelial cells using a phase
transition from transparent (low capsule expression) to opaque (high expression of capsule)

(Hammerschmidt et al., 2005).

Due to the increased ability of unencapsulated Spn serotypes to adhere to and invade airway
epithelial cells and their current clinical importance, unencapsulated strains of Spn were
selected for the following investigations. The unencapsulated Spn serotype, FP22, is an
isogenic unencapsulated derivative of serotype 2 strain D39 (Pearce et al., 2002) originally
gifted from Professor Tim Mitchell (University of Birmingham). The D39 strain has been used
extensively in research for studying the interactions of Spn with airway epithelial cells (Adamou
et al., 1998; Hammerschmidt et al., 2005; Kiing et al., 2014; Marriott et al., 2012; Talbot et al.,
1996) . For fluorescent studies, the unencapsulated serotype FT4 (originally provided by Dr
Andrew Fenton, University of Sheffield) was used which is engineered to express a protein
called mKate tagged to histone-like protein A (hlpA), a DNA binding protein which is encoded
in the chromosome of FT4 and results in bright red fluorescence as more protein is transcribed

during bacterial growth of stocks (Bonnet et al., 2017; Kjos et al., 2015).

4.6.2 Optimising Streptococcus pneumoniae infection of HBEC3-KT cells

To my knowledge, investigations looking at viral-bacterial co-infections of HBEC3-KT cells are
limited, and it was therefore important to first establish a suitable co-infection model that would
support both RSV and Spn infections over a 48 h period. Unencapsulated serotypes of Spn
induce more CXCLS8 production from airway epithelial cells in comparison to capsulated strains
through exposure of the Spn cell wall during infection and exposure of the pneumolysin toxin

to TLR2 and TLR4 (Baumgartner et al., 2016; Kiing et al., 2014, 2014; Marriott et al., 2012).
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It was therefore important to determine which MOI of Spn would induce a quantifiable CXCL8
response from the HBEC3-KT cells. It was also important to observe how exposure to Spn

would affect HBEC3-KT cell viability.

HBEC3-KT cells were infected with a range of bacterial MOI (0.5, 1, 1.5, 5 and 10) and cell
viability or CXCL8 release quantified 24 h later by CellTiter-Glo® and ELISA respectively.
Infections were carried out as described (Section 2.11.1).

As demonstrated in Figure 4.15 A, increasing the bacterial MOI resulted in decreased
HBEC3-KT cell viability at 24 h post infection in comparison to uninfected cells. Cell viability
was significantly decreased where MOI 5 and MOI 10 were used (Figure 4.15 A). Cells
stimulated with the PBS control did not result in a marked decrease in cell viability, apart from
one outlier where the viability dropped to around 60%. As expected, the staurosporine treated
cells (positive control for cell death) demonstrated a significant decrease in cell viability at 24

h in comparison to unstimulated media control cells (Figure 4.15 A).

As shown in Figure 4.15 B, CXCL8 production at 24 h from HBEC3-KT cells increased with
increasing MOI of Spn. In comparison to uninfected HBEC3-KT cells (media control), cells
infected with MOI 1, 5 and 10 Spn resulted in a significant increase of CXCL8 production.
HBEC3-KT cells stimulated with media or that were mock infected (PBS control) did not incur

increased CXCL8 production (Figure 4.15 B).

Based on these data, an MOI of 1 was selected for future studies exploring Spn infection in
RSV-infected HBEC3-KT cells, as Spn alone at this MOI 1 did not induce significant cell death
but still induced the release of CXCLS, this lower MOI of Spn may also be tolerable in RSV-

infected cells.
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Figure 4.15 Optimisation of Streptococcus pneumoniae infection conditions. HBEC3-KT cells were infected with a
range of Spn MOI (0.5 — 10) for 1 H. Cells were subsequently treated with antibiotics (100 pg/ml Gentamicin/100 pg/ml
Streptomycin and 100 U penicillin) for 1 h to prevent overgrowth of bacteria overnight. Cells were washed and fresh basal
media added before the plates were incubated overnight. Staurosporine (S) was added as a positive control for cell death.
At 24 h a CellTiter-glo® assay was used to determine cell viability (A). Cell-free supernatants were generated and the levels
of CXCL8 quantified via ELISA (B). Data are + SEM of N=3/4 technical repeats. Data were analysed using a one-way
ANOVA with Dunnett’s post-test relative to the media control. Raw values were used for the analysis of cell viability. The
displayed data represents cell viability relative to the media control which has been normalised to 100%. Significant
differences are indicated by *p <0.05, **p <0.01 and **** p <0.0001.
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4.6.3 SAPS significantly reduces the number of viable Spn after 1 h incubation

To investigate if SAPS would have any direct effects on Spn viability, bacteria (~ 2.31x10°
CFU/ well) were incubated in a 12-well tissue culture plate (with no cells) for 1 h in the
presence or absence of SAPS (25 ug/ml) (Section 2.11.1). Supernatants were collected and
serially diluted onto blood agar. Figure 4.16 demonstrates the quantity of viable bacteria

(CFU/ well) after 24 h incubation.

Spn untreated with SAPS grew over the one-hour period, increasing from 2.31x10° CFU to
1.92x10° (+ 2.22x10%) CFU/well. However, there was significantly lower levels of growth from
Spn that had been co-incubated with SAPS for the 1 h incubation period indicating that SAPS

may have some bactericidal/bacteriostatic properties (Figure 4.16).

The effect of SAPS on bacterial adhesion was next investigated in the presence of HBEC3-

KT cells.

165



- A Spn+SAPS

2x106- b

1.5%106-

1%106 - %

5x%10°+

CFU/well

Figure 4.16 Investigating the direct impact of SAPS (25 pg/ml) on Streptococcus pneumoniae (Spn) growth. One
frozen aliquot of Spn (FP22) was prepared in basal medium (2.3lx105 CFU/200 pl) and added to a 24-well plate (200
pl/well) in the presence or absence of SAPS (25 pg/ml). The plate was then incubated for 1 h. The bacterial suspension
was collected and gently washed over the well 10x to aid the removal of any bacteria bound to the plastic. Samples of the
bacterial suspension from each well were removed and serial dilutions completed. Samples were plated on blood agar and
incubated for 24 h where upon Miles Misra calculations were completed. The grey dashed line indicates the approximate

number of bacteria (CFU) added to each well at the start of the incubation period calculated as (2.31x105 CFU/ml). Data
are + SEM of N=3 technical replicates from one vial of frozen bacterial stock. Data were analysed using a paired t-test
where significant differences are indicated by **p <0.01.
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4.6.4 Adherence of Streptococcus pneumoniae is upregulated in RSV-infected
HBEC3-KT cells but significantly inhibited with SAPS

Published research shows that preceding viral infections (including RSV) can enable
increased bacterial adherence of Spn to a range of airway epithelial cells (Agarwal et al.,
2013; Avadhanula et al., 2006; Hament et al., 2005, 2004; Novick et al., 2017; Park et al.,

2021).

A timeline for these investigations is summarised below demonstrating that cells were infected
with RSV or stimulated with media for 2 h in the presence/absence of SAPS (25 ug/ml). Cells
were incubated for 24 h before subsequent infection with Spn (MOI 1) or stimulated with media

for 1 h. Cells were detached, and the number of colonies quantified (Figure 4.17 B).

As demonstrated (Figure 4.17 A), around 14% of Spn that were initially added at the start of
infection (indicated by the grey dashed line) were able to adhere to the HBEC3-KT cells in the
absence of RSV. However, the levels of bacterial adherence were significantly increased in
HBEC3-KT cells that had been infected with RSV prior to bacterial infection (Figure 4.17 A).
Of interest, HBEC3-KT cells that had been incubated with SAPS 24 h prior to bacterial
infection resulted in significantly reduced bacterial adherence in both the RSV-infected cells

and cells that had not been infected with virus (Figure 4.17 A).
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Figure 4.17 The adherence of Streptococcus pneumoniae is upregulated in RSV-infected cells but significantly
inhibited with the addition of SAPS. A summary timeline demonstrating the experimental process is shown below (B).
HBECS3-KT cells were grown to confluence in 24-well plates and placed into basal medium when 80%. On day 1, cells were
infected with RSV A2 MOI 0.4 for 2 h £ SAPS (25 pg/ml). Unbound virus was removed and fresh media replaced on the
cells £ SAPS (25 pg/ml). After 24 h incubation, cells were then infected with Spn MOI 1, for 1 h. Cells were then washed to
remove unbound bacteria and cells detached. Serial dilutions of each sample were plated and Miles Misra counts conducted
24 h afterwards. Total CFU/well counts of each well are shown where the average number of bacteria initially added to well
is indicated by the grey dashed line = 1.5x10°% CFU/well (A). All data are + SEM of N=3/4 from independent experiments
completed on different populations of HBEC3-KT cells. Data were analysed using mixed effects analysis and Tukey’s
multiple comparisons test. Significant differences are indicated by **p <0.01 and **** p <0.0001.
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4.6.5 Exploring if RSV infection predisposes to increased rates of bacterial invasion
with Streptococcus pneumoniae in HBEC3-KT cells

In section 4.6.4, it was demonstrated that there was increased bacterial adherence to HBEC3-
KT cells that had been infected with RSV 24 h before subsequent infection with Spn. Of
interest, bacterial adhesion was reduced where HBEC3-KT cells had been co-incubated with
SAPS in both RSV-infected cells and cells that had not been infected with virus. As previously
discussed, RSV infections can enable bacteria such as Spn to progress into the lower airways,
preferentially adhering to infected cells and invading the cells which can lead to bacteraemia
(Morona et al., 2004). The following experiments were therefore completed to help determine
what effect RSV would have on the rates of bacterial invasion of Spn in HBEC3-KT cells in

the presence/absence of SAPS.

A previous study demonstrated the application of the fluorogenic dye (pHrodo) to label Spn in
order to discriminate between adherent and internalised bacteria using flow cytometry
(Fabbrini et al., 2012). The basis is that the relative fluorescent signal of pHrodo labelled
bacteria increase as the environmental pH (such as within a lysosome during infection)
decreases from neutral to acidic (Jubrail et al., 2016; Lenzo et al., 2016; Meena and Kimmel,
2018). The following experiments were completed to ensure the pHrodo labelling would result
in fluorescent signal (visualised via microscopy) and then applied to co-infection studies to try

and quantify relative internalised Spn via flow cytometry.

4.6.5.1 Optimisation of techniques to investigate pHrodo-labelled Spn invasion in
HBEC3-KT cells

A fixed cell control was included to inhibit cell entry during infection with Spn and therefore
used as a negative control for bacterial invasion. Infections were carried out as described

(Section 2.20.2.1) and as summarised in (Figure 4.18 A).

The collated images (Figure 4.18 B, C) are representative of N=3 independent populations of
HBEC3-KT cells that were simultaneously stimulated/infected. The images indicated that both
the uninfected wells stimulated with media only (media ctrl) and those infected with RSV only
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(RSV), had no detectable red fluorescence (Figure 4.18 B, C). There were limited fluorescent
bacteria detected in the ‘Fixed ctrl’ sample wells which indicate some bacteria may still have
adhered to infected fixed cells however, the overall levels of red fluorescence were visibly
lower than cells infected with pHrodo-stained Spn (Figure 4.18 B). Cells that had been treated
with SAPS 24 h before infection with Spn alone, were observed to have reduced levels of red
fluorescence, but this was not quantified (Figure 4.18 B). Of note, quantitative analysis of MFI
between samples was not attainable due to a technical error in capturing the images, however
they do indicate that the pHrodo stained Spn was fluorescing and that this fluorescent signal
appeared to be restricted to intracellular locations but not on the surface of the HBEC3-KT
cells. In addition, to confirm that only intracellular Spn was detected, supernatants were
collected from each well after antibiotic treatment and plated overnight on blood agar to
confirm that no viable extracellular bacteria were present (Section 2.11.4.1). Overall levels of
detected fluorescence were low, and further experiments were attempted to increase the

working signal for further study.
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Figure 4.18 Investigating the application of pHrodo-stained Spn to visualise internalisation in HBEC3-KT cells. A
summary timeline demonstrating the experimental process is shown above (A). HBEC3-KT cells were grown until 80% confluent
in 24-well plates and then placed into basal medium overnight. On day 1, selected cells were infected with RSV A2 MOI 0.4 for
2 h or stimulated with media + SAPS (25 pg/ml). Unbound virus were removed and fresh media replaced on the cells £+ SAPS
(25 pg/ml). A fixed cell control was included to determine that only intracellular bacteria were present indicative with red
fluorescence. 24 h post viral infection, the fixed cell control was fixed with 4% PFA for 15 minutes at room temperature. Selected
cells were then infected with pHrodo Spn (MOI 1) for 1 h. Cells were subsequently treated with antibiotics (20 pg/ml
Gentamicin/40 pg/ml Streptomycin and 40 U/ml penicillin) for 30 minutes to selectively kill any extracellular bacteria. Fresh basal
medium was then added to each well and cells imaged using a ZOE Fluorescent Cell Imager (BIO-RAD) (B, C). To remove bias,
all samples were aligned centrally using the brightfield setting then imaged on the red channel to detect fluorescent Spn. Images
were taken using the 20X objective lens and the scale bar is 100 um. The image contrast of all images was increased by 20%
on PowerPoint to allow for better visualisation. These images are representative of N=3 individual experiments.
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4.6.5.2 Investigating flow cytometry techniques to quantify Spn uptake in HBEC3-KT
cells

Given the low levels of pHrodo signal detected using the fluorescent microscope and inability
to accurately quantify the mean fluorescent intensity, an alternative technique was explored
using flow cytometry to quantify the numbers of intracellular bacteria. HBEC3-KT cells were

infected as described (Section 2.11.4.1).

As demonstrated (Figure 4.19 i), a broad gate was applied to include the projected forward
scatter (FSC) and side scatter (SSC) properties of the HBEC3-KT cells as well as any smaller
particles that may have included dead cells (containing bacteria) or bacteria alone based on
FSC = < 50 K. Detection of pHrodo-labelled Spn were selected for using the SSC and 575 or

610 nm detection filters however no pHrodo-labelled bacteria were detected in any of the
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Figure 4.19 Investigating the application of flow cytometry to quantify intracellular Spn within HBEC3-KT cells.
HBEC3-KT cells were grown to 80% confluence in a 12-well tissue culture plate. Selected cells were stimulated with media
or infected with RSV A2 (MOI 0.4) for 2 h + SAPS (25 pg/ml). Unbound virus was removed, cells placed into fresh basal
medium = SAPS (25 pg/ml) and incubated for a further 24 h. Selected cells were then infected with pHrodo-stained Spn or
unstained Spn (both MOI 1) for 1 h. Cells were washed to remove adherent bacteria and the cells treated with antibiotics
(20 pg/ml gentamicin/ 40 pg/ml streptomycin and 40 U/ml penicillin) for 30 minutes to remove any remaining adherent
bacteria. Cells were detached with trypsin/EDTA and then fixed with 4% PFA. Samples were analysed using a 4 laser 13
colour LSRII™ (BD Biosciences) and BD FACSDiva software. Cell population was gated to include dead cells and possible
fluorescent bacteria (i). Two different detectors were used to try and detect the fluorescent bacteria; 575 nm (ii) and 610
nm (iii).
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4.6.5.3 Increased incubation periods of Spn on HBEC3-KT cells does not increase
invasion

Signals obtained from pHrodo-labelled bacteria remained modest. Spn were therefore
incubated on the HBEC3-KT cells for longer periods to determine if this would increase the
observed signal as a marker of bacterial invasion. The incubation time of Spn was increased
from 1 hto 2, 3 and 4 h before fixing and processing as previously described (Section 2.11.4.1).
Cells were gated as previously described but did not include dead cells/debris to determine
that any signal was from pHrodo-labelled Spn within viable HBEC3-KT cells. However, no

pHrodo positive cells were detected from any of the samples (data not shown).
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4.6.5.4 Investigating the occurrence of bacterial invasion in RSV-infected HBEC3-KT
cells using confocal microscopy

An alternative approach was tested by infecting HBEC3-KT cells with red fluorescent Spn
(FT4) and using confocal microscopy to analyse bacterial invasion. HBEC3-KT cells were
infected with higher quantities of Spn (MOI 1, 10, 20 and 30) as described (Section 2.11.4.2)
to determine the best MOI to use before conducting experiments in RSV-infected cells.

As demonstrated, there was no red fluorescence in HBEC3-KT cells treated with SAPS alone
or infected with the lowest MOI of Spn (MOI 1) (Figure 4.20 A). There was increased red
fluorescence observed as the MOI increased from 10 to 30 (Figure 4.20) where the MFI

quantified also increased (Figure 4.20 B, C).

Based on these observations, it was decided that using an MOI of 20 would allow more
bacterial invasion without incurring the levels of cell death observed with MOI 30. This MOI

was applied in the following co-infection studies.
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Figure 4.20 Optimisation of fluorescent Streptococcus pneumoniae (Spn) to visualise and quantify bacterial
invasion in HBEC3-KT cells. HBEC3-KT cells were grown to 90% confluence on coverslips and infected with Spn (FT4)
at a range of MOls including 1, 10, 20 and 30 or cells were stimulated with media for 1 h. To confirm that SAPS would not
auto fluoresce, an additional control was included where cells were stimulated with media and SAPS (25 pg/ml) for 1 h.
Cells were then washed with PBS and treated with antibiotics (20 pg/ml Gentamicin/40 pg/ml Streptomycin and 40 U/ml
penicillin) for 30 minutes to selectively kill any remaining extracellular bacteria. Cells were again washed with PBS then
fixed with 4% PFA for 15 minutes at room temperature. Cell nuclei were stained using DAPI (blue). Confocal microscopy
was used to visualise intracellular Spn (568 nm). To increase visualisation of the red fluorescence, all the images were
modified on PowerPoint to increase the brightness by +40% (A, B). Mean fluorescence intensity of Spn was calculated
relative to cell number (C). Data are N=1. Magnification = x 600. Scale bar is 22 pm.

180



4.6.5.5 Investigating the effect of SAPS treatment on bacterial invasion in HBEC3-KT
cells using confocal microscopy

Confocal microscopy techniques were applied to investigate whether bacterial invasion of Spn
within HBEC3-KT cells would be increased in RSV-infected HBEC3-KT cells, and whether

infection could be modified by SAPS.

Cells were infected as previously described (Section 4.6.4.2) except that after the antibiotic
treatment and washes, cells were immediately fixed with 4% PFA. Cells were subsequently
stained for the anti-fusion (F) protein of RSV (indicative of viral infection) and DAPI stained for
identification of cell nuclei. Cells were imaged using a confocal microscope and are
summarised in (Figure 4.21 A, B). Mean fluorescence intensity (MFI) of Spn (568 nm) (Figure

4.21 C) and the RSV-F protein (Figure 4.21 D) were quantified.

As illustrated, the levels of intracellular Spn were relatively low across all the experimental
samples whether infected with RSV or not. However, the images indicate that red fluorescence
was only detected in samples infected with fluorescent Spn (Figure 4.21 A, B). There were
no notable differences in bacterial fluorescence in HBEC3-KT cells that were infected with

RSV before challenge with Spn in the presence or absence of SAPS (Figure 4.21 B, C).

As expected, there was visible green fluorescence in RSV-infected HBEC3-KT cells but no
significant differences in green fluorescence were observed between these cells and those
co-infected with Spn (Figure 4.21 D). Of note, and in line with data presented in section 4.4.4,
HBEC3-KT cells that had been infected with RSV in the presence of SAPS had significantly
lower levels of RSV F protein compared to cells infected with RSV only, and co-infected cells

that had not received SAPS treatment (Figure 4.21 D).

These data thus far demonstrate that there was limited bacterial invasion in HBEC3-KT cells

regardless of RSV infection and SAPS treatment.
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Figure 4.21 Investigating the effect of SAPS on RSV infection and subsequent Streptococcus pneumoniae (Spn)
invasion in HBEC3-KT cells. HBEC3-KT cells were grown to 80% confluence on coverslips and infected with RSV A2 for
2 h or, stimulated with media in the presence or absence of SAPS (25 pug/ml). Cells were washed to remove unbound virus
and designated cells were then treated once more with SAPS (25 pg/ml). After 24 h, the fixed cell control was fixed for 15
minutes in 4% PFA then washed with PBS. Selected cells were then infected with fluorescent Spn (MOI 20) for 1 h. Cells
were then washed with PBS and treated with antibiotics (20 pg/ml gentamicin/40 pg/ml streptomycin and 40 U/ml penicillin)
for 30 minutes to selectively kill any remaining extracellular bacteria. Cells were again washed with PBS then fixed with 4%
PFA for 15 minutes at room temperature. Cell nuclei were stained using DAPI (blue) and viral infected cells stained using
RSV anti-F (fusion) antibody (green). Confocal microscopy was used to visualise intracellular Spn (red) and any viral
infected cells stained using RSV anti-F (fusion) antibody (green). To increase visualisation of the red fluorescence, all the
images were modified on PowerPoint to increase the brightness by +40% (A, B). Magnification = x 600. Scale bar is 22 um.
To quantify viral infection and intracellular bacteria, the mean fluorescence intensity (MFI) of Spn (C) and RSV anti-F (D)
were calculated relative to cell number. Data are £+ SEM of N=3 from individual experiments. Data were analysed using a
one-way ANOVA with Tukey’s multiple comparisons post-test. Significant differences are indicated by *p <0.05.
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4.7 Chapter summary

The major aims for this chapter were to explore the impact of SAPS on RSV infection and
replication in airway epithelial cells. Confocal microscopy techniques were also applied to

visualise interactions of RSV at cell membranes to elucidate the possible mechanism of SAPS.

Data presented in this chapter showed that co-incubation of NHBE and HBEC3-KT cells with
SAPS significantly reduced RSV infection (Figure 4.3, Figure 4.12 E). Moreover, SAPS
significantly reduced viral replication in NHBE and HBEC3-KT cells when administered during
infection (Figure 4.5, Figure 4.6). However, when SAPS was applied to HBEC3-KT cells post
infection, no significant differences in RSV replication were seen (Figure 4.7). Interrogation of
the RSV life cycle was investigated using confocal microscopy techniques. These illustrated
co-localisation of RSV with actin rich areas of the HBEC3-KT cell membrane, indicative of
possible interactions with MM (Figure 4.10, Figure 4.13). Furthermore, co-incubation of
HBEC3-KT cells with SAPS during RSV infection appeared to reduce initial viral binding to the

HBEC3-KT cells highlighting a possible mechanism of SAPS (Figures 4.12 C).

This chapter also aimed to assess whether RSV infection predisposed airway epithelial cells
to subsequent bacterial co-infection with Spn and, whether SAPS-treatment during RSV

infection would inhibit these secondary bacterial infections.

The data within this chapter demonstrated that RSV infection significantly increased Spn
adhesion to the HBEC3-KT cells (Figure 4.17). Of note, these data also indicated that the
presence of SAPS during RSV infection significantly reduced subsequent bacterial adhesion
with Spn (Figure 4.17). Surprisingly, treatment of HBEC3-KT cells with SAPS also reduced
Spn adhesion in the absence of RSV infection (Figure 4.17). To conclude the work of this
thesis, it was examined whether RSV predisposed airway epithelial cells to Spn invasion of

cells, but intracellular infection proved challenging to detect.
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Chapter 5: Discussion

RSV is a highly ubiquitous virus for which there is currently no licensed vaccine, nor
established licensed therapies to control its respiratory disease, which is particularly
problematic in infants and the elderly. There remains an urgent need for effective and
accessible therapeutics, particularly those which may help to alleviate hyperinflammation
associated with severe RSV disease which contributes to pathology. Naturally occurring
phospholipids present in pulmonary surfactant have been linked to modulation of the immune
response to both bacterial and viral infections (Ji et al., 2021; Kandasamy et al., 2016;
Kuronuma et al., 2009; Milad and Morissette, 2021; Numata et al., 2020, 2010). In addition,
work within my group has demonstrated that SAPS, a liposome containing the anionic
phospholipid phosphatidylserine, may have immunomodulatory mechanisms against
rhinovirus (RV) infection, and a range of TLR agonists in airway epithelial cells (AEC)s via
modulation of membrane microdomain (MM)-dependent activities (Parker et al., 2008; Stokes
et al,, 2016). Additional research has identified numerous roles that MM may play in
productive infection of RSV in airway cells (Brown et al., 2004; Chang et al., 2012; San-Juan-
Vergara et al., 2012; Yeo et al., 2009). The role of MM during viral infection is a growing area
of research, however, studying these highly dynamic interactions can be challenging and
many questions regarding MM and their potential roles as therapeutic targets remain
ambiguous. This project aimed to investigate whether SAPS could inhibit RSV infection of
AECs, viral-induced inflammation, and subsequent bacterial co-infection. In addition, this work
aimed to decipher the interactions of RSV with MM during infection and evaluate the

mechanistic actions of SAPS on these events.

5.1 Airway epithelial cell models

The airway epithelium is both the target of, and an early defence against, respiratory viruses
such as RSV. Innate functions of the airway epithelium thus play a crucial role in disease

outcome; therefore, exploring these pathways may identify therapeutic targets to either inhibit
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viral infection or reduce the associated inflammatory response. For in vitro studies, selection

of a representative AEC model is therefore crucial.

A range of epithelial cell models have been used to investigate host-pathogen interactions in
the context of RSV infection such as immortalised cell lines; HEp-2 (human epithelial type 2),
A549 (type Il alveolar epithelial carcinoma cell line), and BEAS-2B and 16HBE140 (both
simian virus 40 transformed bronchial epithelial cell lines) (Hillyer et al., 2018; Linfield et al.,
2021). Other studies have used primary AECs isolated from human volunteers, for example
obtained from nasal brushings or via bronchoscopies. Primary AECs can be differentiated into
pseudostratified mucociliary epithelium when grown at air liquid interface (ALI), which
generates a more accurate airway model for investigating respiratory infections. However,
there are several factors that limit the routine use of primary AECs for experimental
investigations. A major barrier is that directly obtaining cells involves a specialised clinical
team with associated ethical approval in place, and extensive infrastructure support for cell
culture. Although commercially available primary cells offer an alternative option, these also
have their limitations. Whilst attempts can be made to match donors (for factors such as age,
sex and health status), this is dependent on the availability of cells, and clinical data to help
interpret donor response patterns is usually very limited. Commercial companies also often
limit information on the exact airway source and preparation of cells. Furthermore, not all
donors are viable in culture, with individual donors exhibiting genetic or phenotypic differences
that can confound data. Primary AECs also require costly reagents for their maintenance and
have a reduced and definitive lifespan, limiting availability for continued and comparative work
(Reeves et al., 2018). Due to this, immortalised cell lines have proven a popular choice for

RSV studies, particularly in the early stages of research.

The initial work presented in this thesis exploring the impact of SAPS on RSV infection was
conducted in the immortalised BEAS-2B cell line. This cell type was selected due to the
relative ease of maintenance, reproducibility, and their previous applications for viral infection
studies within our group (Mills et al., 2019; Parker et al., 2008; Stokes et al., 2016, 2011) and
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its wide use elsewhere. BEAS-2B cells are frequently used within pulmonary research due to
their durability, longevity, and characteristics that resemble human airways, such as tight
junctions and immune signalling pathways (Edwards et al., 2016; Hillyer et al.,, 2018;
Satkunanathan et al., 2014; Stokes et al., 2011; Touzelet et al., 2020; Yoon et al., 2007).
However, a recent study has presented evidence that BEAS-2B cells are more representative
of mesenchymal stem cell than an epithelial cell type (Han et al., 2020). In addition, previous
work has also highlighted the differential effects of using foetal bovine serum in cell culture
which may reduce E-cadherin protein expression and induction of squamous differentiation of
cells (Lechner et al., 1984; Stewart et al., 2012; Zhao and Klimecki, 2015). Together, these
characteristics of BEAS-2B cells may limit their application as a model for respiratory viral

infection.

The aim of this project was to replicate studies in primary normal human bronchial epithelial
(NHBE) cells with key experiments recapitulated at ALI as a further, more relevant model of
the airway epithelium. However, a major setback for this project was unexpected problems
establishing NHBE cells for experimental work. Our group had previously obtained NHBE cells
from Promocell, where their growth and maintenance had been established (Manley et al.,
2019; Stokes et al., 2016). However, the research group planned to study viral responses in
cells from people with asthma, which were not at the time available in sufficient numbers from
Promocell, so, Lonza was selected as a commercial provider. Unfortunately, despite extensive
optimisation, and continued communication with Lonza, only two donors were successfully
propagated and utilised to generate the data in this thesis. It was eventually discovered,
through personal communication with Dr Michael Edwards (Imperial College London), that the
recommended seeding densities in the Lonza protocols were too low and that this contributed
to the rapid senescence of cells. The lengthy optimisation (and ongoing cost) rendered the
NHBE cells unsuitable for their continued use, especially in the light of major delays in
experimentation caused by the impact of the COVID-19 pandemic, and thus alternative cell

models had to be considered.

188



After careful consideration, the HBEC3-KT cells were selected as an alternative model to the
NHBE cells. A major deciding factor was that, unlike the BEAS-2B cells, the HBEC3-KT cells
were not immortalised using virus but transfected using cyclin dependent kinase 4 (CDK4)
and telomerase reverse transcriptase (hTERT), where CDK4 can sequester and inhibit p16,
forcing the constitutive expression of telomerase thus preventing the senescent properties
demonstrated in NHBE cells (Ramirez et al., 2004; Vaughan et al., 2006). In addition, unlike
BEAS-2B cells, the HBEC3-KT cells retain their capacity to differentiate into basal, mucin-
producing, and ciliated cells when grown at ALl suggesting preservation of more primary AEC
characteristics (Kaisani et al., 2014; Nakauchi et al., 2019; Ramirez et al., 2004; Vaughan et
al., 2006). For example, Kaisani et al. (2014) have demonstrated that in submerged culture,
HBEC3-KT cells can express markers from that of both the central (stem cell marker p63 and
cytokeratin 7, 14, 17, 19) and distal (surfactant proteins A, C, D and CCSP) lung, supporting
the credible role of HBEC3-KT cells as an intermediate model for continued investigations in
the project. However, there are limited investigations that have used HBEC3-KT cells for viral
infection studies and therefore required optimisation for this project. Of note, Nakauchi et al.
(2019) recently demonstrated the use of HBEC3-KT cells as a suitable model for the
propagation or RV-C, a subclass of RV that cannot be propagated in standard cell models and
requires an ALl model (Nakauchi et al., 2019). HBEC3-KT cells have also been used to

investigate the induction of TLRs to protect against influenza infection (Kirkpatrick et al., 2019).

Selecting a relevant in vitro cell model was important to evaluate RSV-induced host responses
that could be compared to SAPS-treated cells. Differences between and within AEC models
in the context of viral infection have been described, with variations in viral tropism
(characterised by available host cell receptors that may hinder/promote viral infectivity), viral
replication, and differential immune signalling that may modify experimental outcomes such
as cytokine production (Ferreira Lopes et al., 2017; Fonceca et al., 2012; Glaser et al., 2019;

Rijsbergen et al., 2021).
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Data generated during my MSc (not shown) and previous research within our group had
determined 0.4 and 1 as suitable multiplicity of infections (MOI)s for RSV infection studies
within the BEAS-2B cells based on cell viability and induction of CXCL8. However, work using
the NHBE, and HBECS3-KT cells required initial optimisation experiments to confirm a suitable
MOI for investigations. Previous work in our lab has indicated that primary cells may be more
permissive and more sensitive to viral infections, with potential for greater viral-induced cell
death. Therefore, the NHBE and HBEC3-KT cells were challenged with a lower range of RSV
(MOI 0.2 — 0.8) than was used in the BEAS-2B cells over the required maximum 48-hour time
point. Within these optimisation experiments, the levels of pro-inflammatory chemokines
CXCL8 (a principal mediator for neutrophil recruitments) and CCL5 (which recruits
lymphocytes, monocytes, and eosinophils) were quantified up to and including 48 hours post
RSV infection. Our lab group is particularly interested in these two key chemokines as they
are routinely identified in cases of severe RSV disease. In addition, CXCL8 is indicative of NF-
kB and MAPK-dependent signalling whilst CCL5 coordinates both innate and adaptive
processes and its production is also dependent upon the IFN-stimulated gene (ISG) pathways
(Culley et al., 2006; Fitzgerald et al., 2003; Monick et al., 2001; O’Neill and Bowie, 2007). Due
to their roles in disease severity during RSV infection, both CXCL8 and CCL5 were used to
assess the impact of SAPS on inflammatory (via NF-kB signalling) and anti-viral signalling (via
IRF signalling) respectively. Therefore, establishing an MOI that induced these signalling

pathways without causing major cell death was required.

Data presented in chapter 3 demonstrate that there was some variation in both RSV-induced
cell viability and chemokine production between AEC models. In the BEAS-2B cell line, cells
infected with RSV had a 22% (MOI 0.4) or 42% (MOI 1) reduction in cell viability at 48 hours
post-infection (Figure 3.4). In similar experiments conducted in the NHBE (Figure 3.5 C) and
HBEC3-KT cells (Figure 3.6 E, F), infection with the highest MOI of RSV (0.8) had the greatest
impact on cell viability 48 hours post infection, reducing viability by more than 10%. The lower

MOls (< 0.8) of RSV did not reduce cell viability by more than 10%. The differences in viability
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between AEC types in response to RSV infection were surprising as published data generally
demonstrates that BEAS-2B cells are less permissive to viral infection in comparison to NHBE
cells as well as other cell lines such as A549 (Fonceca et al., 2012; Hillyer et al., 2018).
Fonceca et al. (2012) demonstrated that NHBE cells had ~25% decreased cell viability 24
hours after RSV infection (MOI 0.25) whereas only minor effects were seen in BEAS-2B cells.
In addition, Hillyer at al. (2018) demonstrated that BEAS-2B cells were less permissive to RSV
infection in culture and demonstrated an anti-viral state. Differences observed between
published work and data presented in this thesis may be attributed to the number of cells
infected which may vary between cell types, or differences between batches of RSV used in
the different cell types. All cell types were screened for mycoplasma (Section 2.2.5) ruling out
the possibility of mycoplasma contamination. Ultimately, different cell types will exhibit variable
responses to viral infection based on differential gene expression levels (e.g receptor
expression), which would be interesting to assess using RNAseq. Therefore, optimisation of
the MOI of RSV for each cell type was essential to establish an MOI that stimulated a robust

immune response without inducing high levels of cell death.

NHBE (Figure 3.5 A, B) and HBEC3-KT cell data (Figure 3.6 A-D) indicated that increased
RSV MOI correlated with increased production of CXCL8 and CCL5 up to 48 hours post
infection with levels peaking at ~12 ng/ml CXCL8 and ~60 ng/ml CCL5 for both cell types.
Based on these results, the MOI of 0.4 was selected for future investigations as moderate
levels of CXCL8 and CCL5 were induced without overtly reducing cell viability. Of note, there
were observable differences between the two independent NHBE donor cells. Unfortunately,
donor variation could not be statistically tested or evaluated in detail, due to the use of only
two donors. However, it was noted that with increased MOI, the variation in chemokine levels
increased between the two donors with donor 1 generally producing higher levels of CCL5
and having less viable cells after RSV infection whereas donor 2 produced greater levels of

CXCL8 to donor one and had higher levels of viable cells.
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There was also variation in cytokine production between the different cell types in response to
RSV (MOI 0.4) at 48 hours post infection. RSV-infected BEAS-2B cells produced moderate
levels of CXCL8 (~6 ng/ml) but much greater levels of CCL5 (~80 ng/ml) 48 hours post
infection (Figure 3.3 B, D). The levels of CXCL8 in NHBE cells was comparable to the BEAS-
2B cells (=7 ng/ml) but CCL5 levels were lower (~40 ng/ml) (Figure 3.5 A, B). HBEC3-KT
cells produced the lowest levels of CXCL8 (~4.5 ng/ml) but produced considerable amounts
of CCL5 (~55 ng/ml) (Figure 3.6 B, D). In general, the levels of CXCL8 were comparable
between cell types with larger variations in CCL5 production, which may be cell specific and
suggest different permissiveness and responses to viral infection. Investigations to explore
the induction of signalling pathways (such as IRF) in different AECs may help explore if there
are any correlations between chemokine production and levels of viral infection however this
may not provide huge additional data given a broadly stable pattern between cell types, which
is reassuring when studying signalling patterns. Publications generally suggest that BEAS-2B
cells produce lower levels of both CXCL8 and CCL5 than NHBE cells and other cell lines (e.g.
A459), however, this was not the case in my own work. Hillyer et al. (2018) demonstrated that
baseline levels of CXCL8 and CCL5 were similar between the BEAS-2B and A549 cells until
48 hours post RSV infection where A549 cells demonstrated a more pro-inflammatory state,
secreting more CXCL8 and CCL5 than BEAS-2B cells. Of interest, the phenotypic
characterisation of BEAS-2B cells as being in a more anti-viral state, or more resistant to viral
infection, was also mirrored in another study where BEAS-2B cells were less permissive to

influenza virus compared with NHBE and A549 cells (Seng et al., 2014).

During optimisation of HBEC3-KT cell cultures, it was noted that the media in the RSV-infected
cells had a cloudy appearance that indicated a possible contaminant. After further
investigation it was discovered that the original RSV stocks (which had been used to
propagate successive viral stocks), were contaminated with bacteria (Section 3.4.1.1). This
issue had not been highlighted during initial experiments with NHBE cells, thought to be due

to the presence of gentamicin-amphotericin (GA-1000) used in NHBE cell culture that had
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effectively inhibited bacterial growth. BEAS-2B and HBEC3-KT cell culture instead included
penicillin-streptomycin which was thought to have been ineffective at killing the bacteria
present in the virus inoculum. The incorporation of GA-1000 was utilised in HBEC3-KT cell
culture and new RSV stocks were propagated in the presence of antibiotics and confirmed to
be bacteria free before use. Although there had been no observable indications of bacterial
contamination during the BEAS-2B cell work, it is possible that the combination of RSV and
bacteria induced this heightened cell death observed in BEAS-2B cells compared with
HBEC3-KT and NHBE cells. Moreover, BEAS-2B cells were infected with an earlier passage
of RSV containing higher levels of bacterial contamination with later passages of virus stocks
exhibiting less contamination due to dilution of the original stocks. The data showing RSV-
induced CXCLS8 in the BEAS-2B cells may therefore have been impacted by the presence of
possible bacterial contaminates such as LPS.

Interestingly, two separate studies have demonstrated evidence that AECs (including BEAS-
2B and NHBE cells) treated with heat-inactivated (HI) NTHi, secreted increased levels of both
IL-6 and CXCL8 after subsequent infection with RSV, compared to NTHi infection alone
(Bellinghausen et al., 2016; Gulraiz et al., 2015). These data indicate that predisposing
bacterial infections may induce increased inflammatory responses, tissue damage and thus
permissibility to viral infection. Similarly, Neu and Mainou (2020) highlight the synergistic
interactions that viruses and bacteria play in disease susceptibility (Gulraiz et al., 2015; Neu
and Mainou, 2020). The possible presence of bacterial products may have confounded data
presented in this thesis however, the overall production of CXCL8 (which can be stimulated
by LPS) appeared to be in keeping with published data.

Inclusion of antibiotics such as polymyxin B to neutralise possible LPS contaminates
remaining in the RSV stocks may have been beneficial here (Domingues et al., 2012).
Attempts were made to acquire fresh stocks of RSV from ATCC however there were issues
with the product provided and after lengthy discussions with ATCC to replace the virus, they
advised that vials of RSV A2 were then out of stock. These issues also occurred just before
the national lockdown in response to COVID-19 and thus upon arrival back in the lab, swift
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decisions had to be made to progress with the current lab work. A replacement challenge
virus would be obtained for any future experimental work to avoid these possible
contamination issues. What’s more, the application and use of a clinical isolate of RSV for this
study would also be considered. Despite the use of commercially available isolates (such as
RSV A2 used in this thesis) being widely used in the field, RSV A2 (acquired in 1961) does
not circulate within the human population and is therefore not as representative for viral
challenge studies investigating RSV-induced immune responses (Van der Gucht et al., 2019).
In addition, these commercial isolates have naturally acquired mutations because of continual
propagation in cell cultures, obscuring the interactions of RSV with airway epithelial cells
during infection in vivo (Van der Gucht et al., 2019; Villenave et al., 2011). Thus, the
implementation of a more representative airway epithelial cell model infected with a relevant

clinical isolate of RSV, would be desirable for the progression of this work.

Data presented in this thesis, and published work referenced above, highlight some of the
differences that can occur between different cell types in response to viral challenge. Being
aware of these differential responses is important as to ensure the reproducibility of work and
to ensure that the cell model is recapitulating events that may occur during “natural” infection
as accurately as possible. The data within this thesis illustrate that although there was some
variation of CXCL8 and CCL5 production in response to RSV infection, the overall results were
comparative, and the effect of SAPS treatment had consistent inhibitory effects on the

production of both chemokines despite variable production.

5.2 Mechanism of SAPS when co-incubated during RSV infection

After initial optimisation of RSV infection in AECs, demonstrating a minimal reduction in cell
viability with the production of pro-inflammatory chemokines CXCL8 and CCLS5, the ability of
SAPS to perturb these markers of RSV infection when present during viral challenge was

investigated.
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Overall, SAPS reduced chemokine production and RSV infection of airway epithelial cells.
Each of these pathways and mechanisms will be discussed however it is most likely that the
dominant actions of lipid treatments are to inhibit RSV infection, potentially by disruption of
membrane microdomains, with a concomitant reduction in the inflammatory response that may
also be by reduction in early signalling events from the cell membrane. Interestingly, this
appears to be a different mechanism to SAPS inhibition of rhinovirus (RV) infection-induced

inflammation, where SAPS inhibits signalling but not infection.

Firstly, the effect of SAPS on AEC viability in the presence or absence of RSV infection was
examined. This determined whether SAPS treatment alone reduced AEC viability or any
cytoprotective effects in the context of RSV infection were seen. Data presented in chapter 3
demonstrate that SAPS treatment alone had no effect at the tested concentrations on AEC
viability up to 48 hours in BEAS-2B cells (Figure 3.4 C), and in NHBE cells (Figure 3.9 C).
These results are in line with published findings from my group where Parker et al. (2008)
demonstrated that co-incubation of SAPS (up to 50 pg/ml) with either peripheral blood
mononuclear cells (PBMCs) or BEAS-2B cells did not have cytotoxic effects, measured by
nutrient uptake and metabolic capabilities (alamarBlue assay), 20 hours after incubation with
SAPS. In addition, Stokes et al. (2016) described similar observations in both BEAS-2B and
NHBE cells where incubation of cells with either SAPS or PAPC (50 pg/ml) did not induce
cytotoxic effects. Furthermore, the presence of SAPS in RSV-infected BEAS-2B (Figure 3.4
A, B) and NHBE cells (Figure 3.9 C) did not appear to potentiate cell death up to 48 hours
post-infection. Overall, these data demonstrate that cells incubated with SAPS during RSV
infection had higher levels of cell viability than RSV-infected cells, which may indicate some
cytoprotective properties of SAPS against viral infection. In comparison, PAPC appeared to
potentiate RSV-induced cell death in BEAS-2B cells at 48 hours post-infection. However,
these effects were not recapitulated in two independent NHBE cell donors (Figure 3.9 C). Of
note, cell viability in BEAS-2B and NHBE cells was evaluated using the MTT or CellTiter-Glo

assay. Therefore, the viability of cells in culture was assessed through quantification of
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metabolic activity and the production of either NADPH (MTT) or ATP (CellTiter-Glo®).
Although these are commercially available and widely used assays to measure cell viability, it
is worth highlighting that these are crude measures of cell viability that may not fully capture
what is happening in viral infected cells. Viruses require a host cell to replicate their viral
genome which requires the transition of the cell metabolic capacity to orientate towards viral
progeny production (Connelly et al., 2021; Martin-Vicente et al., 2020; Sumbria et al., 2021).
Therefore, viral infection can directly alter metabolic activity within AECs that may result in the
increased production of ATP, as was demonstrated in cells infected with dengue virus (Heaton
and Randall, 2010). Studies have shown that RSV induces increased glycolysis events and
citric acid components during host cell infection which can lead to the production of ATP
(Martin-Vicente et al., 2020; Rezinciuc et al., 2020). These studies reveal that viral infection
alone has the potential to mediate host cell metabolism and therefore viability assays
conducted within these settings must be interpreted with an element of caution. Alveolar lipid
metabolism is involved in the continual cycling of lipid generation and degradation within the
lung and as such, the addition of exogenous lipids such as SAPS and PAPC into AECs may
alter cell metabolism processes (Agudelo et al., 2020). As such, it is important to note that
data showing the increased viability of SAPS-treated cells versus RSV-infected cells may not
be entirely due to a cytoprotective effect but may also reflect an additional component of the
induction of metabolism within the cell in response to excess lipid administration. Due to these
limitations of the viability assays, visual analyses of cell cultures during experimental challenge
were conducted to note any observable differences between cells that would indicate reduced
cell viability or toxicity from either liposome treatment or RSV infection. There was visible
cytopathic effect (CPE) in viral-infected BEAS-2B and NHBE cells at 48 hours post infection
with cell rounding and visible disruption of the cell monolayer. However, in RSV-infected cells
treated with SAPS, the morphology of the cells remained indistinguishable to that of the media
control (data not shown), supporting the viability assay data which indicated a cytoprotective
effect of SAPS treatment. Of interest, Numata et al. (2010) also described a similar
observation where the pulmonary surfactant lipid phosphatidylglycerol (PG) reduced CPE
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during RSV infection of both BEAS-2B and NHBE cells, and where PG-treated cells had a
similar morphology to that of the uninfected control. In addition, this group confirmed that lipid
treatment alone did not alter BEAS-2B cell viability as measured by 3H-leucine incorporation
(to measure normal protein synthesis events) over a 48 hour incubation period (Numata et al.,

2010).

5.2.1 SAPS possible mechanism on chemokine production

It has been frequently demonstrated that RSV can induce the potent production of CXCL8 and
CCL5 from AECs in vitro and in vivo, e.g. from nasopharyngeal secretions of infants
hospitalised with RSV-induced bronchiolitis (Bermejo-Martin et al., 2007; Culley et al., 2006;
Hillyer et al., 2018; Russell et al., 2017; Villenave et al., 2012). These soluble mediators are
induced via viral-host cell reactions whereby pattern recognition receptors (PRR)s such as
surface TLR2 and/or TLR4 and intracellular TLR3 may detect RSV upon infection (Section

1.2.2).

Data shown in chapter 3 demonstrated that co-incubation of AECs with SAPS during viral
challenge significantly reduced the production of CXCL8 and CCL5 up to 48 hours post
infection (Figure 3.3, 3.7, 3.8, 3.9 and 3.10). In BEAS-2B cells, SAPS significantly reduced
CXCL8 and CCLS5 from cells infected with either MOI (0.4 or 1) with equal effect (Figure 3.3
A-D). The inhibitory effects of SAPS were most pronounced against RSV-induced CCL5
production, where the levels of CCL5 were reduced to levels within the vicinity of the matched
media control. Numata et al. (2010) also described similar inhibitory effects on cytokine
production from BEAS-2B cells infected with RSV in the presence of the surfactant lipid
phosphatidylglycerol (PG). PG treatment significantly reduced the production of both IL-6 and
CXCLS8 at 48 hours post infection. This group also presented comparable findings in NHBE
cells with significant reduction of cytokine production in the presence of PG, demonstrating
that the effect was maintained across different AECs (Numata et al., 2010). A subsequent

study by the same group also noted similar inhibitory effects of another lipid species,
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phosphatidylinositol (Pl), where co-incubation of BEAS-2B cells with increasing
concentrations of Pl during RSV infection, correlated with significant reduction of CXCL8
production 48 hours later (Numata et al., 2015). Of note, the significant effects of SAPS
demonstrated in the BEAS-2B cell work were also demonstrated in NHBE and HBEC3-KT cell
experiments at both 24 and 48 hours post infection (Figure 3.7-3.10). SAPS had a
concentration dependent inhibitory effect on CXCL8 and CCL5 production in NHBE cells.
Concentration dependent effects of SAPS were also demonstrated in co-cultures of PBMC
and BEAS-2B cells by Parker at al. (2008) where increasing concentrations of SAPS (0 — 50

pg/ml) were used to antagonise cytokine production in response to LPS stimulation.

Although these data support the role of SAPS to inhibit RSV-induced chemaokine production,
SAPS treatment may induce elevated baseline levels of CXCL8 production in uninfected
AECs. These observations have been previously reported from my group where BEAS-2B
cells treated with the highest concentration of SAPS (50 pg/ml) and NHBE cells incubated with
either 25 or 50 pug/ml SAPS, resulted in elevated CXCL8 production in uninfected cells (Parker
et al., 2008; Stokes et al., 2016). Collectively, these results suggest that co-incubation of cells
with  SAPS may induce slight inflammatory effects, particularly when used at high
concentrations. Of interest, a study by Fonceca et al. (2012) noted that the overall baseline
levels of CXCL8 in uninfected NHBE cells was higher than BEAS-2B cells. This group
postulated that the higher confluency of the NHBE cells, particularly after 48 hours in culture,
may result in cell death and subsequent production of CXCL8 (Fonceca et al., 2012). It is
therefore also possible that co-incubation of AECs with SAPS may permit increased cell
growth and lead to subsequent over confluence and cell death. However, it is notable that the
induction of CXCL8 with increased concentrations of lipids, was not demonstrated by Numata
et al. (2010), where the addition of PG to uninfected BEAS-2B or NHBE cells did not induce
elevated CXCL8 in comparison to untreated cells despite using a relatively high concentration

of PG at 200 pg/ml.
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The comparative liposome (PAPC) used in these investigations elicited more variable effects
on chemokine production from RSV-infected AECs. In BEAS-2B cells, co-incubation of cells
with PAPC during RSV infection significantly reduced production of CCL5 at both 24 and 48
hours post infection, though with less potency than SAPS (Figure 3.3 C, D). The highest
concentration of PAPC (25 pg/ml) had further significant effects on cytokine production from
RSV-infected NHBE cells, inhibiting both CXCL8 and CCL5 equally well as SAPS (Figure 3.7,
Figure 3.8). These effects were surprising as PAPC had not demonstrated any inhibitory
effects on cytokine production in previous studies by my group (Stokes et al., 2016). In
addition, PAPC has been routinely used as a negative control lipid in previous studies by
Numata et al. (2010, 2012, 2020). However, it has been shown that lipids composed of
phosphatidylcholine (PC) may have some immunomodulatory effects on NF-kB induced
signalling as was reported in intestinal epithelial cells stimulated with LPS (Chen et al., 2018).
PAPC has been reported to have anti-inflammatory effects when in an oxidised form (ox-
PAPC) (Kawasaki and Ohnishi, 1992; Ke et al., 2017; Lichtenberger et al., 2001; Treede et
al., 2007). The inhibtory effects elicited by SAPS were more consistent across all AECs and
therefore may suggest that the varied response of PAPC might be due to subtle variations in
PAPC preparations and/or its state of oxidation as all the liposomes are prepared in the lab
(Section 2.8). Importantly, there are other potential points at which SAPS and PAPC may
target RSV infection, and which may explain differences in the ability of these lipids to target
RSV replication vs other viruses such as RV. For example, Stokes et al. (2016) have
suggested that SAPS may inhibit TLR3-mediated raft signalling in the endosome. It is possible
that PAPC may not translocate to the endosome and therefore have limited effects on certain
signalling pathways in response to different viral infections compared to SAPS which has been
shown to rapidly locate to the endosome. It's possible that for RSV, SAPS inhibition of
signalling events is primarily by preventing early infection, and that maybe PAPC may also
moderately inhibit RSV infection and thus the downstream signalling cascades, but just not as
well as SAPS. Of note, the prepared liposomes have been previously tested for stability up to
4 weeks when stored at 4°C, however these liposomes were routinely used for longer periods
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of time during the investigations outlined in this thesis. Therefore, it may be that the
characteristics of PAPC have changed over prolonged use. In the future, it may be appropriate
to monitor the lipid biochemistry more closely using analytical tools such as lipid mass
spectrometry to monitor the changes in both structure and function of SAPS and PAPC over
time and within experimental investigations (Karnati et al., 2018; Li et al., 2014). Data obtained
from the different PBMC donors within this study demonstrated high donor variation of
baseline CXCL8 production, hindering the more accurate assessment of SAPS/PAPC
treatment. The methods used for determining the efficacy of newly gnerated liposomes in the
lab may also be improved by implementing the use of a more consistent cell model such as
the THP-1 monocytic cell line, as was previoulsy used in Parker et al. (2008) to investigate

SAPS efficacy to reduce LPS induced signalling responses.

It is also worth noting the possible differences in lipids used between the data demonstrated
in this thesis and comparative published studies. The comparative PC lipid species used in
studies by Numata et al. (2010, 2012, 2020) was 1-palmitoyl-2-oleoyl-sn-glycero-3-
phosphatidylcholine (16:0-18:1), whereas the PC lipid species used in this thesis was 1-
palmitoyl-2-arachidonoyl-sn-glycero-3-phosphatidylcholine  (16:0-20:4). The differences
between these two lipid species are the arachidonic acid (used in these studies) which is a
polyunsaturated acid with 20 carbon chains and 4 cis double bonds. Oleoyl acid in comparison
is a monosaturated fatty acid with 18 carbons and one double bond (https://avantilipids.com/).
As described in Bakht et al. (2007), the structure of certain lipids may alter their function and
interactions with host membranes and this may explain the different results obtained in this
thesis compared with other published literature, especially in the context of two different
viruses where effects may inhibit different sites such as PRRs that respond to specific viral

species (Bakht et al., 2007).

Whilst production of CXCL8 and CCL5 to RSV infection differed across AEC types, SAPS
maintained its ability to significantly decrease the production of both these chemokines when
co-incubated during viral infection. Moreover, a range of alternative lipid species have also
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been detailed to inhibit chemokine production in response to RSV and other clinically relevant

respiratory viruses, suggesting a role for lipids to modulate immune signalling.

5.2.2 Viral infection and replication

Data presented in this thesis demonstrate that co-incubation of AECs with SAPS during viral
challenge exhibited significant inhibitory effects on viral infection of NHBE cells and viral
replication within NHBE and HBEC3-KT cells. Both concentrations of SAPS significantly
reduced RSV infection of NHBE cells by ~95% regardless of concentration used, as measured
by plaque assay (Figure 4.3). These results indicate that SAPS may be physically blocking
viral infection or that SAPS may be perturbing stages of the viral replication process and thus
reducing subsequent viral spread in culture. To this end, viral replication was also quantified
at 24 and 48 hours post infection to determine the effect of SAPS on viral load. Data presented
in Figure 4.5 and Figure 4.6 indicate that SAPS reduced the levels of viral replication in both
NHBE and HBEC3-KT cells. There was a dose dependent effect of SAPS within NHBE cells,
whereby the highest concentration of SAPS (25 pg/ml) had the greatest effect on viral
replication. Of note, the levels of viral replication in the untreated HBEC3-KT cells were almost
2-fold higher than the NHBE cells at both 24 and 48 hours. This may indicate that the HBEC3-
KT cells were more permissible to viral infection and/or replication. It would have been
interesting to compare the infectivity of the HBEC3-KT cells using the viral plaque assay,
however this was not completed due to time restrictions. An interesting observation was that
despite overall higher levels of viral replication in the HBEC3-KT cells compared to the NHBE
and BEAS-2B cells, SAPS (25 pg/ml) retained significant inhibitory effects up to 48 hours post
RSV infection. Collectively, these data indicate that SAPS was able to inhibit not only the initial
infection of AECs but also continued to suppress viral replication up to 48 hours post-infection

despite variations in viral infectivity and replication between cell types.

These data exploring SAPS effect on the viral life cycle of RSV differ to that which was

demonstrated in the study of RV infection, where SAPS treatment had no effect on viral load
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of RV within BEAS-2B cells (Stokes et al., 2016). Data have described a role for MMs in RV
infection whereby ICAM-1 (a receptor for the majority of RV serotypes) are found to
congregate into MMs (Bacsoé et al., 2002; Grassmé et al., 2005). However, the interactions
and thus reliability of RV on MMs for fusion and entry into AECs may be dissimilar to RSV due

to RV virion structure that lacks a lipid envelope.

Numata et al. (2010, 2015) reported similar findings to that demonstrated in this thesis using
an alternative lipid species (PG and PI) to antagonise RSV infection of AECs. Data from their
earlier study (2010) demonstrated that co-incubation of PG (200 pg/ml) with RSV reduced viral
infection of HEp-2 cells by 4 log units. Further to this, Numata et al. (2010) demonstrated that
these inhibitory effects could be replicated in vivo where BALB/c mice were infected with RSV
in the presence or absence of PG (75-150 ug/ml). Treatment significantly reduced the viral
burden within the lungs, as quantified by viral plaque assay as well as inflammatory cell
mediators (Numata et al., 2010). In a later publication, Numata et al. (2015) replicated these
investigations using Pl and indicated similar efficacy to that of PG on viral infectivity and
immune cell infiltrates in vivo. Additional studies by this group investigated whether PG and/or
Pl would also antagonise infection and subsequent inflammation in response to different
strains of Influenza A virus (IAV) including HIN1 pdmQ9, Philippines 82/H3N2 and HIN1/PR8
(Numata et al., 2020, 2012). Viral infection of Madin-Darby canine kidney (MDCK) and A549
cells was reduced in the presence of either lipid where it was also shown that these lipids
could directly bind influenza virions thus blocking their successive binding to cells (Numata et
al., 2020, 2012). The exact mechanisms of these observations however remain unclear and
there is ambiguity around whether inhibition of influenza binding to the cells is achieved
through antagonistic effects of the lipids of the cognate receptor (sialic acids) that influenza
requires to bind. The addition of lipids may also be acting directly on the virions alone, or a
combination of both these activities may be having this effect. It is therefore difficult to compare
SAPS to these effects where the mechanisms remain unclear. An important observation is

that both RSV and IAV require receptors that are predominantly found enriched in MMs. Lipids
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may therefore be disrupting the binding of the viruses to host cell through the modulation of

lipids on MMs (Bukrinsky et al., 2020; Sorice et al., 2021; Verma et al., 2018).

Research from Numata et al. (2015) contradict data presented in this thesis on the role of PS
lipids inhibiting RSV infection of AEC. They report that PS (and another anionic lipid species,
phosphatidic acid [PA]) did not have any significant inhibitory effects on RSV binding to HEp-
2 cells. However, this viral binding assay was their only comparative investigation using PS
and was at just one concentration (200 pg/ml). Numata et al. (2015) suggested that PS is not
as effective at controlling RSV infections in AECs because it is not naturally found in
pulmonary surfactant. However, published work demonstrate that PS is present in surfactant
and makes up less than 5% of total surfactant alongside Pl and phosphatidylethanolamine
(PE), with PG (=7-15%) and PC the major component making up approximately 80% (in
disaturated form-DPPC) (Agassandian and Mallampalli, 2013; Ji et al., 2021). It is also worth
noting that as previously discussed with PAPC, different forms of PS lipids may have been
used in studies by Numata et al. (2015). Although the specifics are not outlined in their paper
regarding the structure of PS used, the specific form of PS used in this thesis was the
arachidonoyl form of PS which is polyunsaturated and has 4 cis double bonds. This structure
results in extensive kinking of the tails and poor ‘tight packing’ ability within membranes — thus
more disruptive to membrane microdomains (Bakht et al., 2007). Collectively, these published
findings and my own data suggest that numerous lipids, many of which are found in pulmonary
surfactant, may inhibit viral attachment of RSV to a range of AECs in vitro and in vivo and that
the precise structure of lipid classes may hinder or promote this function. Bakht et al. (2007)
explain that ordered liquid domains that form MMs rely on tight packing between sphingolipids

and sterols and the incorporation of some lipids may disrupt this occurring.

A notable difference between data within this thesis and published work is that PAPC
displayed some anti-viral effects in the NHBE cells. In the viral plaque assay, the highest
concentration of PAPC (25 pg/ml) exhibited similar inhibitory effects on RSV infection of NHBE
cells as the same concentration of SAPS (Figure 4.3). Similarly, PAPC demonstrated a
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concentration-dependent effect on viral replication within NHBE cells, significantly decreasing
viral load at both time points (Figure 4.5). Once more, these effects were only demonstrated
in the NHBE cells and not in HBEC3-KT cells, where PAPC had no significant inhibitory effects
on viral replication (Figure 4.6). As previously discussed, there may have been batch variation
in suspensions of PAPC where older batches (as were used in the NHBE studies) may have
become oxidised and thus had some level of anti-inflammatory properties. However, these
data suggest that PAPC may also have antagonistic effects on viral binding of NHBE cells. It
may also be that PAPC exhibits differential effects in specific cell types, however, this was not
a phenomenon described in previously published work from my group where NHBE cells were
incubated with PAPC (Stokes et al., 2016). The work of Stokes et al. (2016) however, was
conducted in the context of RV infection and therefore the differences that were seen with
PAPC treatments on RSV-infected cells may also indicate that PAPC is virus specific by
targeting of RSV and inhibiting viral infection but not having direct effects on viral-induced cell
signalling. In addition, studies by Numata et al. (2010) did not demonstrate any inhibitory
effects of PC lipids against RSV infection of HEp-2 cells. In viral binding assays, Numata et
al. (2015, 2020) also showed data indicating that PC, unlike PG and PI, did not directly bind
RSV. Due to potential structural differences that may have affected lipid function, it would have
been of benefit to characterise the stability and structural properties of these lipid species over
time. Work to do this began before the COVID-19 pandemic arose where additional studies
were going to employ a ZetaView® system to compare SAPS and PAPC batches over time.
This machine analyses the concentration of liposomes in suspension in addition to determining
particle size and electrostatic potential. This may be something that could be employed in
future investigations to monitor possible changes in lipids that may affect their characteristics

in viral challenge studies.

5.3 Mechanism of SAPS when applied post RSV infection
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To explore the impact of SAPS on an established RSV infection, the application of SAPS at a
range of post-RSV infection time points was investigated in HBEC3-KT cells. Initial
investigations included one treatment of SAPS (25 ug/ml) at 2, 4, 8 or 24 hours post RSV
infection. The efficacy of SAPS to significantly reduce chemokine production (Figure 3.1,
Figure 3.13) diminished the later it was applied. SAPS significantly reduced CXCLS8
production at 24 hours relative to the untreated HBEC3-KT cells infected with RSV when
applied 2, 4 or 8 hours after viral challenge. Similarly, SAPS had limited effects on CCL5
production with only the 2- or 4-hour post treatment significantly reducing this chemokine.
These results differed to earlier data where co-incubation of SAPS during viral challenge had
a particularly potent effect against CCL5 induction. The longevity of these inhibitory effects
also diminished at 48 hours post infection where the levels of both CXCL8 and CCL5 were not
significantly different to that of the untreated RSV-infected cells. In addition, unlike earlier
results indicating that co-incubation of SAPS decreased viral load, when given as a post-
treatment, SAPS had no significant impact on viral replication at either 24 or 48 hours (Figure
4.7). Of interest, post treatments with PAPC resulted in increased copies of the RSV L-gene
which was significant at 24 hours where the HBEC3-KT cells had been treated 2 or 4 hours
after viral infection. These data indicate that PAPC may enable viral spread or replication of
RSV within the cells although there was no plaque assay data to confirm this, and any potential
mechanism for this is currently unclear. Whilst SAPS did not appear to be impacting on viral
life cycle events as a post-treatment, experiments were conducted to determine if the
inhibitory effects of SAPS on inflammatory cytokine production could be improved. The time
points 4, 8, and/or 24 hours post infection were selected to determine if recurrent treatment of
AECs with SAPS (25 pg/ml) would increase its efficacy (Figure 3.15). Parallel experiments
using an increased concentration of SAPS (100 pg/ml) were also completed (Figure 3.19,
3.20).

Increased concentrations of either liposome, or repeated treatments, did not markedly improve
on their ability to inhibit post-infection responses (Figures 3.16, 3.19, 3.20). However,
repeated treatments did impact on cell viability (Figures 3.17, 3.21, 3.22).

205



These data collectively demonstrated that SAPS had only modest effects as a post-treatment
to control RSV-induced chemokine production and that increased concentrations of SAPS
induced cytotoxic effects in HBEC3-KT cells. Interestingly, Stokes et al. (2016) showed that
SAPS significantly inhibited RV-induced cytokines post-infection indicating a possible viral-
dependent effect of SAPS. Stokes et al. (2016) demonstrated that one treatment of SAPS
(10/50 pg/ml) was able to significantly reduce the production of CXCL8, CCL5, and CXCL10
from BEAS-2B cells when applied 1, 4, or 8 hours after RV infection. In addition, SAPS
inhibitory effects were maintained up to 48 hours post RV infection which was in contrast to

the modest short-lived effects observed with RSV (Stokes et al., 2016).

Numata et al. (2013) demonstrated that PG significantly inhibited RSV-induced CXCL8 when
applied post-infection. This group showed that increased concentrations of PG (200, 500 and
1000 pg/ml) had a concentration dependent impact on CXCL8 production from HEp-2 cells
infected with RSV for 24 hours prior to treatment. Of note, only the higher concentrations (500
and 1000 pg/ml) significantly reduced CXCLS8 relative to the RSV-infected HEp-2 cells that
had not received treatment. These concentrations of lipid far exceeded the concentrations of
SAPS used in this thesis. Furthermore, Numata et al. (2013) did not assess cell viability.
Therefore, it is not clear whether PG actively reduced cytokine production or if this was an
artefact of lipid-induced cell death. Also of note, previous studies by this group analysed the
effect of PG when co-incubated with BEAS-2B and NHBE cells during viral challenge (Numata
et al., 2010). However, for their post-treatment investigation, studies were conducted in HEp-
2 cells. It would have been of interest to have had post-treatment experiments conducted

within the same cell type as a more comparable model.

The use of SAPS as a post treatment in RSV infection also had limited effects on viral
replication. However, it was reassuring to note that SAPS did not increase viral replication
when applied post RSV infection. This contrasts with PAPC where post-treatments resulted in

elevated viral replication at most time points, with this effect significant at 24 hours in HBEC3-
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KT cells treated either at 2- or 4-hours post-infection. These results support the possible
mechanism of SAPS in reducing the initial attachment of RSV to AECs. In cases where RSV
has already infected cells, SAPS does not seem to inhibit subsequent spread or viral
replication suggesting direct interactions are needed between SAPS and RSV to reduce
infectivity. These published findings, together with the data in this thesis, indicates that SAPS

may have both viral-specific and cell specific effects.

Once again, these data suggest that lipids such as SAPS may have broad antiviral actions,
but different ways of mediating inhibition of different viruses. For RSV, the predominant actions
of SAPS appear to be to inhibit viral infection at the membrane, with possible additional effects
on intracellular signalling in response to virus infection. For RV, Stokes et al. (2016) suggested
that the main actions of SAPS were to disrupt TLR3 signalling after viral infection. Since TLR3
contributes to RSV-induced inflammatory responses (Rudd et al., 2005), it is to some degree
surprising that post-infection treatment with SAPS had little effect on cytokine production
(except where cell mortality was increased). It would be interesting in future work to explore
in more detail the signalling pathways activated by RSV in the presence and absence of SAPS
as a pre- and post-treatment. For example, tracking activation of ISG signalling pathways as
described by Stokes et al. (2016) could be undertaken, together with siRNA treatments to
target signalling molecules such as TLR3, and determine further which signalling pathways

are ameliorated or preserved in SAPS-treated cells that have been infected with RSV.

In contrast to RSV, RV is an unenveloped virus and therefore the reliance on membranes is
minor where lipid mixing during infection processes are not required (Grassmé et al., 2005).
RSV has also been demonstrated to form syncytia between cells and can therefore spread to
adjacent cells through these membrane dependent processes (Jessie and Dobrovolny, 2021).
Viral replication data suggests that SAPS was not able to perturb subsequent rounds of
infection in the HBEC3-KT cells when applied after an established viral infection. It would have
been interesting to investigate how post-treatments also affected infectivity of the cells using
a viral plaque assay. This could be used to investigate if PAPC was increasing viral infection,
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accounting for the notable increased viral load or, if PAPC modified the viral replication
efficiency of RSV when applied 2 or 4 hours after RSV infection. Although my data indicate
that SAPS may only have beneficial effects when applied during viral challenge, published
data from Numata et al. (2010) demonstrated that PG (200 or 500 pg/ml), could significantly
inhibit RSV infection within HEp-2 cells after an established viral infection. However, the
application of PG was directly after unbound virus had been removed (designated 0 hour in
studies within this thesis) and therefore didn’t fully explore the efficacy of PG to inhibit viral
spread when given at later time points in a more relevant post-infection model. In addition,
most of the work in this particular study explored the effects of PG when co-incubated with
BEAS-2B or NHBE cells during viral challenge, but as noted above for this particular
experiment, HEp-2 cells were used (Numata et al., 2010). Of interest, in a later publication
from the same group, when investigating the effect of PG and PI to alleviate inflammation and
viral infection of AECs with RSV, no experiments were conducted to explore the potential
application post-RSV infection (Numata et al., 2015). Comments from this study were that both
PG and PI were most efficacious when administered during viral challenge of BEAS-2B cells
which is in line with the findings in this thesis. Comparative investigations were also completed
by this group investigating the efficacy of PG and PI to reduce influenza infection of MDCK
and A549 cells (Numata et al., 2020, 2012). These investigations also demonstrated that both
PG and Pl were most efficacious when administered close to the initial viral challenge time
point. Numata et al. (2012) reported that PG (1000 pg/ml) had some inhibitory effects on
subsequent viral infection when administered up to 1 hour post influenza infection but was
ineffective by 2 hours post-infection. Published data and data presented within this thesis
therefore demonstrate that the efficacy of certain lipids to reduce inflammatory responses and
viral infection of AECs is highly dependent upon the time of administration in relation to
infection. Comparative studies using SAPS against RV infection and RSV infections of AECs

also suggests that the efficacy of lipids may be variable against different viral species.
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As well as the limitations of SAPS as a post-treatment, this project also revealed some
unexpected results whereby increased concentrations of SAPS resulted in markedly high
cytotoxic effects within HBEC3-KT cells. Although it had been previously noted that SAPS
could moderately increase production of CXCL8 from uninfected AECs, no cytotoxic effects
had previously been visualised where SAPS had affected epithelial cell integrity. Therefore,
the visible detrimental effect that SAPS had when applied post RSV-infection may indicate

that SAPS can exacerbate viral harm if applied to cells already infected with virus.

Lipid homeostasis is a highly regulated process within cells which enables the rapid turnover
of different lipid species. The submerged cell culture model used in this thesis and by Stokes
et al. (2016) does not fully recapitulate the regulation of lipid metabolism in the lungs.
Surfactant lipids such as PS and PC species are catabolically degraded by type Il alveolar
epithelial cells (which also generate lipids at ER) or alveolar macrophages (Agassandian and
Mallampalli, 2013). In vivo both toxicity and efficacy may also be affected by accessibility of
lipids to the cell surface, and by their metabolism and degradation. Excess PS may be
converted, via decarboxylation to other lipid species, including PC and PE, which may also
have a role in modulating viral infection and inflammation. Of interest, Numata et al. (2010,
2012, 2015) have demonstrated in multiple in vivo studies that the use of exogenous lipids

into mouse lungs, were not associated with toxicity.

5.4 SAPS interactions with cell receptors and virus

The data presented in this thesis indicate that SAPS was most efficacious at reducing cytokine
production and viral infection of AECs when co-incubated with RSV during viral challenge.
Published data from my group showed that SAPS may interact with host cell receptors,
impeding inflammatory signalling responses typically driven through PRR interactions (Parker
et al., 2008). Many studies have shown that MM are crucial for the induction of transmembrane

signalling events in response to a range of pathogens, including RSV (Triantafilou et al.,

209



2004hb, 2002; Yokoyama et al., 2021). RSV infection initiates the recruitment of TLR2 and/or
TLR4 into MM that enables the congregation with their associated co-receptors myeloid
differentiation factor 2 (MD-2) and cluster of differentiation 14 (CD14) and subsequent
production of proinflammatory cytokines (Broadbent et al., 2018; Haynes et al., 2001; Kurt-
Jones et al., 2000). Therefore, disruption of TLR recruitment into MM may be inhibiting RSV-
induced inflammation and may be a potential mechanism of SAPS. Previous investigations
from my lab group have demonstrated that SAPS reduced the association of PRRs within MM
in response to a range of TLR agonists (Parker et al., 2008). FRET technology demonstrated
that LPS stimulation of monocytes was disrupted in the presence of SAPS where TLR2/4 were
unable to associate with co-receptors MD-2 and CD14. A similar finding was demonstrated by
Abate et al. (2010) where inhibition of TLR4 into MM was shown via density gradient
ultracentrifugation. In the presence of commercially available surfactant (Survanta®,
Curosurf® and dipalmitoylphosphatidylcholine [DPPC]), TLR4 was unable to congregate into
MM and thus CXCL8 production from A549 airway epithelial cells was inhibited (Abate et al.,
2010). A similar study also showed that TLR2/4 inflammatory signalling in macrophages was
disrupted using an alternative anionic phospholipid containing phosphatidylglycerol (PG)
which directly bound CD14, antagonizing the binding of LPS and downstream signalling
events (Kandasamy et al., 2016). The direct binding of PG to CD14 and MD-2 was also
reported by another group, whereby LPS-induced inflammatory signalling in macrophages
was directly inhibited using PG, but not PC-containing lipids that were administered in mice
(Kuronuma et al., 2009). Parker et al. (2008) also showed that SAPS (50 pg/ml) could inhibit
the interactions between LPS and CD14 by directly binding CD14 in both co-cultures (BEAS-
2B cells and PBMCs) and independently in THP-1 (macrophage model) cell culture. In a
separate study investigating interactions between PS and the brain, it was shown that PS
modified ligand receptor binding and associated signalling (Agassandian and Mallampalli,
2013). However, in contrast to published findings by Parker et al. (2008), Kuronuma et al.
(2009) demonstrated that PS-containing liposomes (up to 20 pg/ml) had only minor
antagonistic effects in comparison to PG and a reduced ability to inhibit nitric oxide and TNFa..
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Work from Numata et al. (2013, 2012, 2010) also showed that PG containing liposomes
directly modulated the binding of RSV and influenza virus to cells including RSV (HEp-2 cells)
and influenza (MDCK cells). These data indicate that specific lipids may have abilities to
directly bind signalling receptors, co-receptors, and/or PAMPs to arrest hyperinflammation in
the lung and which may be the mechanism by which SAPS inhibited responses to RSV in this

study.

In addition to modulation of inflammatory chemokine production, the results presented in this
thesis indicate that SAPS treatment reduced RSV infection and replication, suggesting that
additional mechanisms (alongside MM modulation) may be involved. The data presented in
this thesis show that co-incubation of SAPS as well as reapplication of SAPS immediately
after viral infection (0 hours), significantly reduced subsequent viral load of RSV detected up
to 48 hours post infection. This may indicate that SAPS is having inhibitory effects on the initial

attachment of RSV to AECs.

To determine if SAPS reduced viral binding in the HBEC3-KT cells, fluorescent microscopy
was used to visualise the different stages of RSV infection, specifically binding and fusion
events. As demonstrated in Figure 4.12 A-E, the presence of SAPS during viral challenge
significantly reduced the levels of RSV-infected cells 20 hours after viral infection as
determined by the presence of F-protein. Furthermore, in Figure 4.12 C, cells were incubated
at 4°C for 1 hour to allow for the attachment of RSV to HBEC3-KT cells but prevent viral fusion
and uptake into the cell. There was reduced expression of F protein (indicative of RSV
attachment) on the HBEC3-KT cells that had been incubated with SAPS relative to RSV
infection alone. This indicates that SAPS may have directly reduced RSV attachment to the
HBEC3-KT cells, with unbound RSV removed in the subsequent cell wash. This raised the
possibility that SAPS was either binding HBEC3-KT cell receptors used by RSV, disrupting
MMs that were critical for viral attachment and infection, or directly binding RSV virions to
disrupt viral-host cell interactions required for successful attachment. Of interest, published
work by Numata et al. (2010, 2012, 2013, 2015 and 2020) demonstrated that PG and P! lipids
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were able to directly bind to both RSV and influenza virions in a concentration-dependent
manner. They also demonstrated that unlike PG or PI, PC lipids had only minor binding
capabilities to RSV and influenza and thus only insignificant inhibitory properties. Overall, the
findings within this thesis and published data support the potential mechanism of SAPS to
directly antagonise RSV binding to airway epithelial cells. However, it would have been of
interest to complete additional mechanistic studies to investigate this interaction in more detail.
For example, Numata et al. (2010) investigated the binding efficiency of RSV and influenza to
solid phase lipids coated on microwell plates. This may have helped determine if SAPS was
directly binding to RSV virions and whether this was a temporal effect as well as concentration
dependent. As such, this may have enabled determination of whether the minor binding
activities of PC lipids demonstrated by Numata et al. (2010, 2012, 2013, 2015 and 2020) may
have accounted for the variable data generated with the PC-containing liposome PAPC. The
potential binding activities of lipids such as PS demonstrated in the literature and within this
thesis have also been observed for other constituents of pulmonary surfactant including
surfactant proteins (SP)-A and -D which have been shown to directly bind TLRs of host cells
as well as playing crucial roles antagonising responses to fungal, bacterial, and viral

pathogens (Numata and Voelker, 2022).

In addition to determining the interactions of SAPS on viral attachment to the HBEC3-KT cells,
another important aspect of the fluorescent imaging was to determine if host-viral interactions
were occurring at MM, as hypothesised. As discussed, (Section 1.4.1), the presence and
activities of MM can be challenging to visualise due to their transient nature. Published data
have indicated that the formation of MM is dependent on actin rearrangement to form these
platforms during viral infection (Jumat et al., 2015; San-Juan-Vergara et al., 2012; Yeo et al.,
2009). It was anticipated that fluorescent microscopy would allow visualisation of actin
rearrangement within the cell during various stages of the RSV life cycle, supporting the
possible presence of MM during these events. Moreover, the formation of these actin-rich

areas within the membrane were disrupted in the presence of SAPS was investigated.
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Data presented in Figure 4.10 A and Figure 4.13 A-C, illustrate that there were defined
regions of the membrane that were densely stained purple, indicative of the accumulation of
actin filaments. Actin-rich areas of the membrane appeared to colocalise where there was also
intense green fluorescence, indicative of the RSV virions. It was difficult to quantify these
interactions, and these may have been subject to bias so to reduce this, multiple areas of each
sample slide were randomly selected based on DAPI staining alone. The time point of 20
hours post infection suggests that images may capture RSV congregation at the HBEC3-KT
cell membrane for budding and egress out of the cell. As such, not all RSV-infected cells
demonstrated the accumulation of RSV at actin-filament rich areas of the host cell. This may
be due to images capturing cells at different stages of infection. In addition, the nature of
confocal microscopy means that these images only capture one focal plane of the cells. This
can be overcome by using a Z-stack to visualise the entirety of the infected cells; however,
this requires long processing times and can rapidly bleach samples. Similar images were also
demonstrated by Jumat et al. (2014) showing human metapneumovirus (HMPV: a virus that
is closely related to RSV within the Pneumoviridae family) colocalising at actin-rich
membranes during viral egress. In addition, the staining of the major surface glycoproteins
attachment glycoprotein (G) and fusion (F) protein of HMPV demonstrated that these viral
proteins were most abundant at areas of the cell membrane together with areas rich in actin
filaments. To better visualise MM, Jumat et al. (2020) stained for the glycolipid, GM-1 which
has been shown to be in abundance in MM and therefore used as a marker for identifying MM
using Cholera Toxin (CTxB) (Rissanen et al., 2017). By incorporating these different markers,
Jumat et al. (2020) illustrated that HMPV appears to interact with MM during viral budding and
that HMPV appears to bud in a filamentous morphology. Kinder et al. (2020) also
demonstrated similar findings with RSV and HMPV where filamentous projections were seen
from infected AECs at ALI although they noted that these filamentous projections were more
prominent in HMPV-infected cells (Kinder et al., 2020). Of interest, the images captured within

this thesis did not demonstrate characteristics of syncytia (multinucleated cells) formation in
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RSV-infected HBEC3-KT cells. Kinder et al. (2020) also reported similar findings where no
syncytia were observed at the peak of viral infection (72 hours post-infection). These
observations may be due to cell culture methods where virus may be able to bud from apical
membranes of the cells easier in submerged culture and not require the fusion and spread to
adjacent cells. This may also suggest some limitations to using in vitro modelling for observing
these processes and how SAPS may be modulating the spread of RSV between cells. An
interesting observation, however, was that the RSV-infected HBEC3-KT cells that had been
co-incubated with SAPS not only had less infected cells 20 hours after infection but also had
distinct morphological features. The RSV-infected cells were condensed in size relative to the
surrounding cell monolayer with the membrane of the infected cell appearing ruffled and
shrunken (Figure 4.14). It is hard to determine from these images whether this may illustrate
an apoptotic cell but there did not appear to be characteristic accumulation of RSV at the cell
membrane indicating a possible mechanistic modulation. The images also seemed to indicate
that although there were some RSV-infected cells, the virus had not been able to egress and
spread within culture to adjacent cells. This may indicate that SAPS can impact on viral egress,
a feature that would have been interesting to explore using a viral budding assay to

characterise the infectivity of RSV in these cases.

5.5 RSV-bacterial co-infections

Studies have shown evidence that peaks in RSV infections (particularly in children) also
coincide with peaks in co-infection with Streptococcus pneumoniae (Spn) (Michelow et al.,
2004) and that severe RSV disease is frequently identified as a contributing factor for
subsequent bacterial pneumonia (Greenberg et al., 2017; Juvén et al., 2000; Suérez-Arrabal
et al., 2015; Thorburn et al., 2006; Vu et al., 2011). A recent report demonstrated that the rates
of pneumococcal pneumonia were reduced in Israel during the COVID-19 pandemic and that
this may be attributable to the decreased rates of infections with respiratory viruses such as

RSV (Danino et al., 2021). In this study, the authors observed that pneumococcal carriage in
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children (< 5 years old) was not perturbed but incidence of bacterial pneumonia were reduced
suggesting that non-pharmaceutical interventions may have played a minor role in reducing
community acquired pneumonia. The rates of carriage were not largely affected and therefore
the incidence of illness was more likely associated with reduced frequency of viral infections
with influenza, RSV, and human metapneumovirus (Danino et al., 2021). Circulation of RV,
adenovirus and parainfluenza virus were not as dramatically affected which may suggest that
RSV plays a larger role in predisposing individuals to pneumococcal pneumonia than other

common respiratory viruses.

Data presented in this thesis demonstrate that co-incubation of HBEC3-KT cells with SAPS
during RSV infection protects the cells from viral infection, subsequent viral replication and
associated inflammatory responses. Therefore, it was of interest to determine if these effects
would also confer protection against subsequent infection with Spn. It was initially planned
that these investigations were to be conducted over the last 18 months of my PhD, however
due to the COVID-19 pandemic, the funding was delayed by approximately 12 months and
the experimental opportunities had also been curtailed due to decreased access to laboratory
spaces. Therefore, the experimental design for this part of the project had to be streamlined.
In addition, optimisation of the viral-bacterial co-infection model was time consuming and did

not allow for extensive interrogation of the role of SAPS in this context.

The pneumolysin toxin of Spn, particularly of unencapsulated strains, has been shown to
interact with TLR2 and TLR4 on AECs during infection and induce MyD88 and TRIF-
dependent signalling pathways leading to the upregulation of CXCL8 (Baumgartner et al.,
2016; King et al.,, 2014; Marriott et al., 2012; Sanchez-Tarjuelo et al., 2020). A primary
objective to optimise the co-infection model was to first assess the effects of Spn infection
alone in HBEC3-KT cells. HBEC3-KT cells were challenged with increased quantities of Spn
to assess the interaction with cell receptors and resulting levels of CXCL8 and effect on cell
viability (Figure 4.15 A, B). These data illustrated that increasing MOIs of Spn positively
correlated with increased production of CXCL8 and decreased HBEC3-KT cell viability 24
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hours after bacterial challenge, except for the highest MOI used (10) which significantly
reduced cell viability and subsequently, CXCL8 generation. These data indicate that Spn was
able to infect the HBECS3-KT cells and trigger CXCL8 production, supporting a possible

interaction with TLR2 and/or TLRA4.

Bacterial co-infections are particularly common in cases of severe RSV disease where viral-
infected cells are susceptible to bacterial colonisation through upregulation of host cell
receptors and dysregulated immune responses that occur during viral infection (Section 1.3.4).
Data within this thesis demonstrated that SAPS was most efficacious against RSV when
incubated with the cells during viral challenge, therefore this was the application time point
applied to the subsequent bacterial co-infection experiments. The co-infection experiments
conducted within this thesis were designed to model a scenario where RSV would be the
predisposing factor for bacterial co-infection, and thus bacterial adhesion and invasion in RSV-
infected cells was assessed. In addition, the ability of SAPS to inhibit these predisposing
factors was evaluated in HBEC3-KT cells infected with RSV for 24 hours (or stimulated with
media). The following day, HBEC3-KT cells were infected with Spn (MOI 1), and bacterial
adherence quantified. Figure 4.17 demonstrated that HBEC3-KT cells infected with RSV for
24 hours showed significantly increased adherence of Spn to cells. Increased bacterial
adherence to RSV-infected cells has also been demonstrated by Hament et al. (2004, 2005)
where HEp-2 and A549 cell lines were infected with RSV and subsequently infected with
various serotypes of Spn associated with invasive pneumococcal disease in children. Hament
et al. (2005) observed that Spn preferentially accumulated on areas of the monolayer where
syncytia were forming with viral-induced CPE also observed. Studies have also shown that
Spn may directly bind RSV G protein when exposed on viral-infected cells (Elahmer et al.,
1996; Hament et al., 2005). In addition, Hament et al. (2005) also demonstrated that Spn were
able to directly bind RSV virions, a process that was inhibited by the addition of heparin during
viral infection which interferes with RSV attachment protein G during viral infection. Further to

this, a later study by Smith et al. (2014) demonstrated that attachment protein G of RSV can
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directly interact with penicillin binding protein 1la (PBP1a) of Spn, which increased bacterial
adherence to ciliated AECs and CXCL8 production in comparison to cells not infected with
RSV (Smith et al., 2014b). Smith et al. (2014b) also showed that protein interactions between
RSV and Spn led to the upregulation of Spn virulence genes, such as pneumolysin, that further
contributed to increased inflammatory signalling processes in vivo. These published findings
may indicate why increased CPE was observed in the co-infected cells in this thesis,
compared to infection with RSV or Spn alone (visual observation). Data presented within this
thesis also support published findings that viral-infected cells can predispose to bacterial co-
infection and that this can be attributed to either viral-induced effects or host cell responses to
virus. Of note, the Spn used in these investigations was an unencapsulated serotype. Novick
et al. (2017) demonstrated that unencapsulated serotypes of Spn were shown to adhere and
invade A549 cells more easily than capsulated Spn serotypes (Novick et al., 2017). The
importance of the capsule was also highlighted in a recent review which revealed that the
polysaccharide capsule of Spn can affect the virulence of that specific serotype and thus its

pathogenesis during viral co-infection (Luck et al., 2020).

RSV infection increased bacterial adherence to the HBEC3-KT cells, however, HBEC3-KT
cells co-incubated with SAPS during RSV infection had significantly reduced levels of adherent
bacteria compared to RSV-infected cells that had not received SAPS treatment. These data
reinforce the importance of RSV as a driver of bacterial airway infection and suggest that

treatment of RSV infection may reduce risks of subsequent bacterial pneumonia.

Additional experiments were conducted to investigate whether SAPS interacted with Spn to
evaluate if SAPS had any potential bactericidal effects. Data presented in Figure 4.16 indicate
that although Spn had grown in both conditions over the 1-hour incubation period, Spn that
had been co-incubated with SAPS (25 pg/ml) resulted in significantly less Spn colonies the
following day. These results were surprising as it was not expected that SAPS would have
any direct effects on the viability or growth of Spn. It is difficult to confirm whether SAPS was
directly bactericidal as there were still increased bacterial numbers comparative to what was

217



originally added to the plate indicating that within the 1-hour incubation, Spn was able to grow
and divide but to a lesser degree in the presence of SAPS. More detailed studies of the effects

of exogenous phospholipids on bacterial growth and survival are required.

Published literature and preliminary experiments within this thesis demonstrate that RSV-
infected AECs showed increased bacterial adherence with Spn (Avadhanula et al., 2006;
Brealey et al., 2015). Successful adherence and colonisation of Spn to cells lining the
respiratory tract can promote bacterial invasion and contribute to pneumococcal disease. As
with RSV infections, pneumococcal disease is most prolific in very young infants,
immunocompromised and elderly individuals (Brealey et al., 2018; Brooks and Mias, 2018).
Viral infections of the respiratory tract, including RSV, have been identified as contributing
factors for invasive pneumococcal disease. Therefore, this was explored in the HBEC3-KT
cells to determine whether RSV infection increased Spn bacterial invasion and whether SAPS-
treated HBEC3-KT cells would reduce this through modulation of RSV infection. The assays
and experiments conducted here did not show significant bacterial invasion of airway epithelial
cells. Novick et al. (2017) have demonstrated that different AECs show variable susceptibility
to invasive Spn which may account for the minimal uptake of Spn in the HBEC3-KT cells. This
group also highlighted that after bacterial adhesion, Spn choline- binding protein A (CbpA)
binding to platelet-activating factor receptor (PAF-R) of host cells is required for bacterial
uptake into the host cell, a receptor that may be differentially expressed in different cell types
(Novick et al., 2017). Moreover, cells infected with Spn resulted in bacterial invasion but at
much higher MOIs (MOI 80) than were used in this study (MOI 30). Furthermore, the
unencapsulated Spn serotype invasion rates in primary cells (nasal and oral cells) peaked
earlier (at 60 minutes) than A549 and BEAS-2B cell lines which continued to increase up until
90 minutes post-infection. In addition, A549 cells had significantly higher rates of Spn invasion
than the primary cells (Novick et al., 2017). Whilst the primary site for Spn is the nasal

epithelium, some studies have indicated that Spn can infect bronchial cells (Adamou et al.,

218



1998; Novick et al., 2017), however, the results demonstrated within this thesis may show that

Spn invasion of bronchial epithelial cells are less frequent than those of nasal origin.

These data highlight that predisposing RSV infection increased bacterial adhesion in AECs
with SAPS not only reducing RSV infection but permissibility to secondary bacterial infection.
Interestingly, in cells not infected with RSV, SAPS also reduced bacterial adhesion. Whilst this
is promising data, once more, the mechanism of SAPS in this context is unclear and requires

further investigation.

5.6 Limitations and future work

As with all studies, there were notable limitations within this project and thus, further work is
required regarding the suitability of SAPS as a potential therapeutic for RSV. A major limitation
of this work was the airway epithelial cell model used. The work presented in this thesis uses
a range of airway epithelial cells grown at submerged culture, however as discussed in
Section 5.1, normal human bronchial epithelial (NHBE) cells are a more representative model
of the human airway than immortalised cells lines and, as such, the use of these cultures
throughout this project would have been optimal. However, due to the limited number of cells
obtained within our lab, the NHBE cells were used in experiments up to and including passage
7, however the use of NHBE cells past passage 4 is generally not recommended due to their
senescent characteristics and this is something that would be rectified in future work to ensure
reproducibly among donor cells. In addition, the use of NHBE cells grown at air-liquid
interphase (ALI), had been planned for this project however lengthy optimisation of these
commercially acquired NHBE cells severely impacted the planned work. Although MMs have
been described in ALI culture, the role of MM’s during RSV infection of ALI cultures is limited
and thus these studies would have established whether SAPS could inhibit infection of ciliated
cells, the primary site for RSV infection. Data presented in this thesis have also highlighted
that different AEC models have variable responses (such as chemokine production and

permissiveness to viral infection) when challenged with the same strain of RSV. Significant
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delays to the project due to the optimisation of the NHBE cells and the problems of laboratory
access during COVID-19, led to the use of HBEC3-KT cells as an alternative airway epithelial
cell model. Despite HBEC3-KT cells being a more suitable model than the BEAS-2B cells,
there are limitations as HBEC3-KT cells are still an immortalised cell that may not fully
recapitulate the human airway. Therefore, this may therefore hinder the accurate assessment
of SAPS effects during RSV infection. It is also worth noting that primary RSV infection
predominantly occurs at ciliated nasal epithelium, however all this work was generated using
cells from an anatomically lower region of the airways. As such, the inflammatory responses
and efficacy of SAPS on viral infection may differ in nasal epithelial cells. This would be good
to explore in the future as well as cells obtained from paediatric and elderly people to assess

more accurately the responses to RSV which can be different in these age groups.

Another limitation of this work was the partial assessment of innate immune responses to RSV
infection and the effect of SAPS on these. Multiple cytokines and chemokines are produced
in response to RSV infection such as IFN-a, TNFa, IL-6 and IL-10 (Bohmwald et al., 2019;
Habibi et al., 2020; Openshaw et al., 2017; Vazquez et al., 2019). It would have been valuable
to use a multiplex array to simultaneously assess the production of different cytokines and
chemokines induced by RSV infection. This would have enabled a wider analysis on the effect
of SAPS on RSV-induced inflammatory mediators. A combination of cost, sample number and
COVID-19 limitations prevented this. In addition, the signalling pathways triggered by RSV
would have been beneficial to explore through western blotting to compare the effect of SAPS

on signalling within the cell, as discussed above.

Previous publications from my lab group support the mechanism of SAPS acting on MM
however, the data presented in this thesis did not make extensive progress in elucidating the
interactions of SAPS specifically on MM. The outlined plans to investigate MMs had involved
using live confocal microscopy techniques to fluorescently label GM-1 glycosphingolipids that
are abundant in MMs. These have previously been successfully labelled using cholera toxin
B-subunit (CTxB) based antibodies that bind GM-1 (Kenworthy et al., 2021). Live confocal
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microscopy would also have been a useful tool to visualise the interactions of RSV with MM
in the presence/absence of SAPS. This would have been interesting to continue the work to

visualise actin filament rearrangement and assess its role in MM formation.

Lipidomic analysis for the study of SARS-CoV-2 have shown evidence that viral infections can
modulate lipid membranes of the host cell which may enable efficient viral infection and
replication (Ji et al., 2021; Wu et al., 2020). It would be interesting in the future to explore using
lipidomics to assess how SAPS treatment affects the lipid composition of cells. Mass
spectrometry also has the potential to answer specific questions regarding lipid modification
of SAPS-treated AECs or RSV-infected cells. Agudelo et al. (2020) have described that lipid
metabolism can vary between different cell types and as such, single cell analysis might also
serve as a useful tool to understand the response of different AECs such as alveolar,
bronchial, and nasal cells more specifically. However, these studies will have to appreciate
that changes in lipid species is a continual process and end point quantification may not
represent the dynamic increases and decreases of different lipid species, complicating the
analysis of which lipids are exactly responsible for the observed outputs. A recent study has
also demonstrated that alterations in lipid metabolism may have longer lasting effects in AECs
in response to viral infection with SARS-CoV-2 indicating that this is an area of research that

needs more investigation (Ji et al., 2021; Wu et al., 2020).

A further limitation to the project was the COVID-19 pandemic which severely impacted both
lab work and delayed funding. The pandemic led to approximately 6 months out of the lab
where work could not be completed for the PhD. Within this period, | volunteered with Thushan
du Silva as part of the AstraZeneca Oxford vaccine trial. A 3-month extension was granted for
my PhD project but did not allow sufficient time to complete all the original planned work. As
outlined in the COVID-19 impact form, the pandemic restricted access to the lab to continue
experiments, due to social distancing and reduced lab capacities, and the HBEC3-KT cells
which had just been optimised for use in the lab had to be destroyed. On return to the lab,
equipment broke down after sustained periods of inactivity, such as the incubator which further
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affected cell culture which was fundamental to lab work. There were high pressure time frames
in place and in the last few months we were forced to shut down our lab once more and
relocate to a temporary lab, which was associated with a loss of material due to refrigeration
issues, with further delays. The bacterial co-infection work was due to be completed over the
second half of my PhD, however, these experiments had to be strictly streamlined. Despite
this, data presented within this thesis tentatively show that SAPS may be able to protect AECs
from bacterial co-infections, either through inhibition of primary RSV infection, or direct
inhibitory effects on bacterial adhesion and colonisation. This is novel data and to my
knowledge no data has ever been published assessing the impact of lipids on bacterial

infection of AECs and so this may be an exciting area of further research.

5.7 Conclusion

Respiratory syncytial viral infections contribute to increased rates of morbidity and mortality,
particularly in the very young and elderly populations. Despite extensive research over the last
50 years, there remains an urgent need for effective therapeutics against RSV that will also
ensure equal access to those living in low- or middle-income countries. Data suggests that
this may be effective as an early treatment to inhibit RSV infection with SAPS being of a

respirable size which would enable its rapid delivery in aerosolised form via nebuliser.

The results of this thesis, and the discussion of other publications in these domains, indicate
that the lipids present in airway surfactant may be playing vital antiviral roles. Furthermore,
the opportunity to exploit their antiviral properties may provide a range of safe therapies that
can be administered alongside other specific antiviral drugs in development to aid control of

viral infection and viral inflammation in the lung.

The recent COVID-19 pandemic has brought viruses into the limelight where collaborative
research has resulted in rapid progress to understand respiratory viruses. These challenging

times have highlighted the need for better therapeutics against respiratory viruses and how
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consideration and comparison of different viral species can contribute to our overall

knowledge.
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Appendix

Appendix 1: Troubleshooting bacterial contaminated RSV stocks

Photo 1

Our HBEC3-KT cells Bingle HBEC3-KT cells

Stimulated with media Stimulated with media

RSV-infected cells RSV-infected cells

Photo 1: Comparative experiment using HBEC3-KT cells from our lab stocks and HBEC3-KT cells from Professor
Colin Bingle’s lab group. Cells were either stimulated with our basal media or infected with RSV (0.4 or 1.2) for 2
h. Unbound virus was removed, and fresh basal media added to the cells. The plate was incubated up to 48 h
before visualisation and image capture. An opaque effect can be seen in all the HBEC3-KT cells that were infected

with RSV.
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Photo 2

Photo 2: Supernatants were collected from each of the RSV-infected wells from the experiment above. 50 pl of each
supernatant samples were added to an LB agar plate and allowed to air dry. Plates were incubated for 48 h and
checked for bacterial growth as indicated by the opaque areas of each sectioned area.

Photo 3

Photo 3: A neat sample (100 pl) of one frozen RSV stocks (P6) was streaked onto an agar plate and allowed to
air dry. The agar plate was incubated for 48 h and checked for bacterial colonies indicated by the white dots.
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Photo 4

Photo 4: A neat sample (100 pl) of older RSV stocks were streaked onto an agar plate and allowed to air dry.
Samples included RSV P6 control antigen (CA), RSV P5 and RSV P5 CA. The agar plate was incubated for 48 h

and checked for bacterial colonies indicated by opaque area in top right section of plate.

Photo 5

GA-1000 PS

Stimulated with media
Stimulated with media

RSV infected cells (MOI 1.2) RSV infected cells (MOI 1.2)

Photo 5: HBEC3-KT cells were either stimulated with media or infected with RSV (MOI 0.4 and 1.2) in media
containing either PS or GA-1000. Cells were incubated for 24 h then checked for turbidity in the overlying
supernatant. Turbidity was seen in the cells infected with RSV where cells had been incubated in media containing
PS but was not seen in GA-1000-containing media. Bacterial contamination was also confirmed on LB agar plates
where RSV-infected samples using PS had clear signs of bacterial growth but not GA-1000.
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