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ARTICLE INFO ABSTRACT

Ventilator associated pneumonia and sepsis are frequent complications in neonatal care. Bacterial colonization
of medical devices and interfaces used for respiratory support may contribute by functioning as a bacterial
reservoir seeding bacteria into airways. We have developed an antibacterial surface coating based on a cysteine
ligand covalently coupled via a spacer to a carboxylic backbone layer on an acrylic acid grafted silicone surface.
This coating was applied on a commercially available nasal prong and the antibacterial effect was evaluated both
in vitro and in vivo in a first-in-human phase 1 trial. The coated nasal prongs had strong antibacterial activity
against both Gram-negative and Gram-positive bacteria in vitro. In a randomized pre-clinical trial study of
24 + 24 healthy adult volunteers who carried coated or non-coated nasal prongs for 18 h, a '°log difference in
mean bacterial colonization of 5.82 (p < 0.0001) was observed. These results show that this coating technique
can prevent colonization by the normal skin and mucosal flora, and thus represent a promising novel technology
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for reduction of medical device-associated hospital acquired infections.

1. Introduction

The European Centre for Disease Prevention and Control (ECDC)
estimate that hospital acquired infections (HAIs) affect > 4 million
patients each year in Europe and at least 37,000 die as a direct result
thereof [1]. The problem of HAI is accentuated by the increased pre-
valence of multi-resistant bacteria [2,3]. Despite implementation of
stricter hygiene routines with the aim to reduce HAIs below 5%, the
average prevalence of HAI was still over 8% in Sweden in 2014 [4].

Many of the HAIs can be directly linked to the use of different
medical devices in contact with patients, and the sequent bacterial
colonization on the surface of the device. Such HAIs can include blood
stream infections originating from central venous catheters, catheter-
associated urinary tract infections, and ventilator-associated pneu-
monia (VAP). The bacteria can originate from the patient, from health

care workers in close contact with the patient, and from the immediate
surroundings.

Intubated patients on respirator support in an intensive care unit are
at high risk of VAP with increasing risk depending on the duration of
the use [5]. Premature babies are especially vulnerable to HAI/VAP
because of their immature immune system and immature and/or
compromised natural protective barriers (skin, gut, lungs) [6]. Many
infectious episodes and cases of sepsis in neonates are related to the use
of intubation and respirator support, starting with a VAP that rapidly
spreads over the immature lung barrier and into the blood stream. The
most common mode of respiratory support for preterm infants is,
however, non-invasive. Most neonates on non-invasive respiratory
support are connected to the gas delivery system (ventilator or dedi-
cated CPAP driver) via nasal prongs. Only a small proportion is treated
with invasive ventilation via an endotracheal tube connected to the
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ventilator. In the 2015 yearly report from the Swedish Neonatal Quality
Register (SNQ) [7], > 80% of all babies born before gestational week
32 were on CPAP support, with a median duration of 35days. In
Sweden, > 20,000 accumulated days of respiratory support via a nasal
prong were reported in 2015. The proportion of children that acquired
a nosocomial ‘late onset’ infection (debut =3day in the unit) was
5-17% for infants born before 32 weeks of gestational age.

Devices that are colonized by bacteria will be a bacterial reservoir
that continuously can seed bacteria into the airways. Preventing bac-
terial colonization and biofilm formation on the surface of devices used
for respiratory support in neonatal units could significantly reduce the
risk of VAP and VAP-associated sepsis. However, no technical solution
for preventing colonization of devices has successfully been introduced
in this setting, and thus new technologies are urgently required to ad-
dress this problem.

The function of antibacterial surfaces that are currently in use on
medical devices is commonly based on the release of bactericidal agents
such as silver ions, chlorohexidine, sulfadiazine, triclosan, and ni-
trofurazone alone [8], or in combinations [9], and to some extent an-
tibiotics [10]. These surfaces usually have a decreasing effect over time
and the release of antibacterial agents represent a potential risk for
creating bacterial resistance. Therefore it is of great interest to develop
antibacterial surfaces with non-releasing antibacterial layers, with
longer lifetime and minimized or eliminated leakage [11,12]. Recent
developments in this field have focused on the attachment of biocidal
polymers carrying cationic groups, mostly quaternary amines such as
poly(alkylpyridine) [13], quarternized polyethyleneimine [14], and
alkylated amino functional polyacrylates [15]. In addition, an inorganic
concept has been used on urinary catheters consisting of an alloy of
noble metals applied as a very thin layer on the catheter surface [16]
[171.

The aim of our research was to develop a surface with a stable
leakage-free antibacterial coating based on nontoxic, biocompatible
organic components forming a molecular structure that prevents colo-
nization of bacteria. In this study we have identified promising struc-
tures containing a ligand constituted by cysteine or cysteine derivatives
covalently bound via a disulfide bond to an aliphatic spacer. The spacer
is bound by an amide bond to a carboxylic backbone layer generated on
the substrate via electron beam initiated grafting of acrylic acid. In this
investigation we applied the coating onto nasal prongs of silicone and
evaluated the antibacterial effect with respect to stability, biocompat-
ibility, toxicity and efficacy when exposed to a normal skin flora in a
first-in-human phase one trial.

2. Materials and methods
2.1. Medical device

The nasal prong (NP) used (nCPAP NP, Inspiration Healthcare,
Crawley, UK) is a commercially available medical grade silicone device
intended to provide an interface for delivery of air supplemented with
oxygen, aerosols, and nebulizers in non-invasive ventilation (Fig. 1A
and B). The NP is intended for single-use on neonatal children in a
hospital setting.

2.2. Reagents

Acrylic acid, 1-cysteine monohydrochloride, 2,2’-Dipyridyldisulfide,
2-aminoethanethiol, N-(3-dimethylamino-propyl)-N-ethylcarbodiimide
HCI (EDC), N-hydroxysuccinimide (NHS) and Crystal Violet were all
from Acros (Fair Lawn, USA) and ascorbic acid from Scharlau
(Barcelona Spain). All chemicals were of analytical grade and used as
received. Deionized water was used in all aqueous solutions and in the
washing steps unless otherwise noted.

Synthesis of 2-pyridyl-2-aminoethanedisulfide monohydrochloride
(PDEA) vas made by reacting aminoethanethiol with 2,2%-
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Dipyridyldisulfide as previously described [18]. Briefly, 4.29 g of mer-
captoethylamine hydrochloride was dissolved in a mixture of 4.54 mL
of methanol and 3.0 mL of acetic acid and was then added dropwise to a
stirred solution of 25 g of 2,2’- dithiopyridine in 113 mL of methanol
during 10 min. The yellow reaction mixture was stirred for 60 min at
room temperature and was then slowly poured into a beaker with
800 mL of stirred ether, where it precipitated. The product that was
separated from the ether phase was dissolved in a small volume of
methanol and was again precipitated by ether. This procedure was re-
peated until the crystals appeared white, and the product was then
dried under vacuum. The synthesised PDEA structure was verified by
FTIR-ATR analysis using a Perkin Elmer Spectrum Two instrument by
comparing with a reference PDEA obtained from a commercial source
(Bioacore, Uppsala, Sweden). (Supplementary Fig. 1).

2.3. Electron beam (EB) grafting

The grafting of nasal prongs was initiated to a dose of 10 kGy using a
6.5MeV pulsed electron accelerator (Microtrone, Acceleratorteknik,
Royal Institute of Technology, Stockholm, Sweden) with the nasal
prongs immersed in an aqueous grafting solution containing acrylic
acid (10%) and a homopolymerisation inhibitor (0.001 M Cu(NO5)?)
together with a small amount of detergent (0.3%o) TritonX-114 to in-
crease wetting.

2.4. Characterisation of carboxylated surfaces

After EB grafting with acrylic acid, quantification of the carboxylic
surfaces was performed by titration with 0.01 M HCl after exposure to a
predetermined amount of 0.01 M NaOH for 6 h. The result was com-
pared to titration of the same amount of NaOH without a sample using a
Metrohm Titrino Plus 848. The uniformity of the acrylic acid grafted
surfaces of the NPs was analysed by staining in an aqueous solution
containing 25% by weight of methanol and 0.5% by weight of Crystal
Violet for 10 min. After thorough washing in water the coloring of the
coated NPs was compared with a stained ungrafted silicone NP.

2.5. Ligand coupling

The ligand was attached to the carboxylated surface by chemical
coupling reactions essentially as reported in the literature [19]. In short
the carboxylic groups in the grafted layer were activated with an aqu-
eous solution of EDC/NHS and then reacted with PDEA. Finally the
surface bound PDEA was reacted with r-cysteine. The sequential reac-
tions with EDC/NHS, PDEA and i-cysteine were performed at room
temperature (RT) during 10 min for each reaction with intermittent
washing in deionized water. Formation of the disulfide bond was ana-
lysed by measuring the leaving group 2-mercaptopyridine by UV at 343
with a Liber Biochrome spectrometer. The amount of 1-cysteine coupled
via disulfide binding was calculated from the amount of released 2-
mercaptopyridine using an extinction coefficient of 8060 cm ™ *M ™!
[18]. The coated NPs were shaken for 20 h in 60 mM phosphate buffer,
pH 7.4 at RT and washed in deionized water and dried. After coupling
of the ligands the surfaces were equilibrated to pH7.4 in 60 mM
phosphate buffer over night for 20 h and thoroughly washed in deio-
nized water. For comparison the phosphate buffer was occasionally
replaced by Phosphate Buffer Saline (PBS) for 20 h at 37 °C. No signs of
PDEA or 2-mercaptopyridine could be seen in the washing solutions on
UV on a Liber Biochrome spectrometer at 343 and 282 nm respectively.
Analyses of solid reactants were made by FTIR-ATR using a Perkin
Elmer Spectrum Two instrument. After coupling of the ligand to the
polyacrylic acid surface, the final ‘CytaCoat’ surface coating was ana-
lysed by XPS on a Kratos AXIS Ultra®® x-ray photoelectron spectro-
meter using a monochromatic Al x-ray source, using a non-coated
commercial prong for comparison of spectras.
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Fig. 1. Nasal prong.
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The nasal prong (Inspiration Healthcare Ltd) used for coating (A). The nasal prong when mounted with tubing on a model (B). (Image of the Inspire nCPAP
reproduced with permission from Inspiration Healthcare Ltd. (https://www.inspiration-healthcare.com/).

2.6. Invitro assay of antibacterial coating on the Nasal Prong (NP)

Colonies of S. aureus B5381 or E. coli D21 were transferred from a
frozen stock culture to a respective Luria-Bertani (LB) agar plate and
incubated at 37 °C for 20 h. From the respective agar plates, approxi-
mately 10 colonies were picked and transferred to LB broth in a culture
flask and incubated at 37°C, while shaking at 170rpm, until
0D>%° = 0.40. This OD corresponded to a bacterial count of approxi-
mately 10® cfu/mL of S. aureus and 10° cfu/mL for E. coli, which was
diluted to a bacterial concentration of 2 x 10* cfu/mL for S. aureus and
5 x 10° cfu/mL for E. coli. Of this final dilution 10 mL of the bacterial
suspension was added to a 50 mL test tube containing the NP and in-
cubated at 37 °C. After 3 h incubation, 100 pL of the respective bacterial
suspensions were aliquoted for serial dilutions, which were spread on
agar plates and incubated 20 h at 37 °C with subsequent cfu counting.
The NP was removed from the test tube with flamed forceps, vortexed
1-2s in 10 mL PBS, pH 7.4. This procedure was repeated 3 times and
followed by a vortex for 1-2 s in 10 mL LB broth. From this LB solution
100 uL were taken for serial dilutions, which were spread onto agar
plates and incubated at 37 °C for 18 h and 22 h for S. aureus and E. coli,
respectively. The NPs from the respective bacterial cultures were then
vortexed 1-2s in 10 mL PBS. Between each washing step, each NP was
carefully put onto sterile medical wipes to remove excess fluid. Finally,
each NP was placed in 10 mL sterile LB and incubated for 20 h at 37 °C,
while shaking at 170 rpm. From this solution 100 pL aliquots were re-
moved for serial dilution, spread on agar plates and incubated over-
night at 37 °C with subsequent cfu counting.

2.7. Biocompatibility and toxicity tests

Biocompatibility and toxicity tests were performed by Envigo
Research Ltd. (Shardlow, UK), according to requirements for a class 2a
medical device [20]. The tests included extraction assay, lymph node
assay, skin irritation assay, and in vitro cytotoxicity (ISO10993-
10:2010, 1SO10993-12:2012, ISO 10993-5:2009).
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2.8. Study subjects

In a prospective double-blinded phase 1 study, 48 healthy adult
volunteers aged 18-60 years were included after receiving verbal and
written information and having signed informed consent. Each subject
was evaluated for eligibility by a physical examination, review of
medications and confirmation of the inclusion and exclusion criteria.
Included subjects had intact skin at the NP application site with no
wounds or scars. Furthermore, the following exclusion criteria were
applied: 1) Pregnant or nursing women, 2) active smokers or snuff
users, 3) subjects suffering from and/or had experienced any nose-
bleeding within 1 month prior to entering the study, 4) usage of oral or
topical antibiotics within 2 weeks prior to entering the study, 5) usage
of oral or topical anti-inflammatory drugs within 1 week prior to en-
tering the study, 6) participation in any other clinical study, 7) a di-
agnosis of any type of skin infection (bacterial, viral or fungal) or in-
flammatory skin diseases including psoriasis, eczema or severe acne, 8)
a diagnosis of any type of disease affecting mucus membranes, 9)
subjects suffering from any other condition or symptoms preventing the
subject from entering the study, according to the investigator's judg-
ment, 10) having a lesion (including lymphadenopathy), dysaesthesia,
previous surgery or abnormal anatomy at the NP target site, and 11)
deemed unsuitable for study enrolment according to the Declaration of
Helsinki.

2.9. Study design

The study consisted of two visits: One screening/baseline visit and
one follow-up visit after 18 h. An eligible subject were randomized (1:1)
to either the treatment group (wearing the coated NP) or to the control
group (wearing the reference non-coated NP). The corresponding NP
was fitted onto the nose of the subject, protruding partly into nostrils
and secured using ViTri™ suture tape (ViTri Medical, Stockholm). The
subject received instructions on how to refit the NP if necessary. The
subject was wearing the NP continuously for 18 h until the follow—up
visit the day after. At the follow-up visit, the NP was removed by the
subject and placed in a sterile container, which was covered with sterile
PBS and kept at +4°C for maximum 4.5h including the time of
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shipment to the external accredited contract laboratory (Mikrolab AB,
Sollentuna, Sweden) for analysis of bacterial colonization by a Colony
Forming Unit (cfu) based assay (see below). The subjects were asked
about any medications used during the study and if any adverse events
(AEs), discomfort, or need to refit the device during the 18 h had oc-
curred. A physical examination of the nasal prong target site, i.e. the
area in and around the nose, was also performed by a physician. If no
severe adverse event (SAE) was reported the subject was considered as
having completed the participation in the study, with no further follow
up.

2.10. Colony forming unit (cfu) assay

At the contract laboratory, the NPs were removed from the storage
buffer and washed in PBS twice and placed in a nutrient solution of
Tryptic Soy Broth (TSB) and incubated at 37 °C. Aliquots of 100 uL were
taken from the nutrient solution at 4h and 18h of incubation and se-
rially diluted and plated on blood agar plates. The plates were in-
cubated at 37 °C for 20h and plates with dilution giving 30-300 co-
lonies/plate were selected for CFU counting to calculate cfu/mL of the
non-diluted growth media at the corresponding time point.

2.11. Statistical analysis

Summary statistics of data collected included, when applicable,
number of subjects, mean, standard deviation, median, minimum,
maximum, and any missing observations for continuous data and fre-
quency and percentage for categorical data. Summary statistics were
divided by investigational product and visit, where applicable. The data
lists of the subjects were sorted by investigational product, subject and
timing of assessments. Two models were used: 1) Mixed model using
‘proc mixed’ in SAS version 9.4, and 2) Wilcoxon rank sum test. The
primary performance was analysed using the log cfu values with a
mixed model analysis with number of hours with the device as cov-
ariate. The 4-hour analysis did not have any covariate included in the
model. In a secondary performance analysis, the actual cfu values were
analysed with a non-parametric approach using the Wilcoxon rank sum
test.

3. Institutional ethics review

The study was approved by the Regional Ethics committee in
Stockholm (DNR 2015/2160-31/4).

4. Results
4.1. Application of the antibacterial surface coating on to silicone NPs

The antibacterial coating was applied on commercially available
medical grade silicone nasal prongs (NPs) of the type used for non-
invasive ventilation at neonatal units (Fig. 1A and B). In order to ac-
tivate the silicon surface of the NP, EB initiated grafting was used to
obtain a carboxylic layer. The yields of grafting of acrylic acid as ob-
tained by titration were reproducible between batches and in the range
of 87 + 0.5umol/cm® Coloring with crystal violet demonstrated a
complete grafting of all surfaces of the prong with intense blue color
evenly distributed over the grafted surfaces. Silicone NPs stained before
and after grafting are shown in (Fig. 2). After coupling of the ligand,
comprising an ethylenic spacer and the disulfide bound terminal cy-
steine component, the coated NPs were shaken for 20 h in PBS at 37 °C,
or in 60 mM phosphate buffer at room temperature, and analysed by
XPS. The result showed coupling of the ligand with the sulfur (S) 2p
peak at 163.8 eV and the nitrogen (N) 1s peak at 400 eV (Fig. 3). The
concentrations measured as atomic percent (excluding hydrogen)
ranged from 1.3 to 2.2. There was also a contribution of (Si) 2p at
101.8 eV of 12.8%, which emanated from the silicone substrate that
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Fig. 2. Stained nasal prongs.

Silicone nasal prongs stained with crystal violet after (left) and before (right)
grafting. An evenly distributed coloring on all surfaces of the device was ob-
served on the grafted nasal prong (left) compared to the non-grafted nasal
prong (right). (For interpretation of the references to color in this figure legend,
the reader is referred to the web version of this article.)

compared to 25% in pure silicone substrate. This indicated that the
surface coating was very thin with the ligands bound to the outermost
surface of the grafted layer.

The NPs were evaluated in vitro for antibacterial activity using one
Gram negative reference strain (E. coli) and one Gram positive strain (S.
aureus). The results showed a total inhibition of colonization of the
coated NP when exposed to both bacterial strains, measured as a titer of
0 cfu/mL in nutrient broth, compared to the non-coated NPs, where a
titer > 108 cfu/mL in the culture media of the two bacterial strains was
measured (Table 1).

4.2. Stability and biocompatibility of coated silicone NP

Coated silicone NPs conditioned during 20 h in phosphate buffer at
room temperature or in PBS at 37 °C, showed retained antibacterial
capacity against E. coli when evaluated with the same in vitro assay.
Furthermore, coated NPs stored for > 21 months in a dry state during
ambient conditions exhibited unchanged antibacterial capacity towards
E. coli in the in vitro assay (Supplementary table S1). The antibacterial
activity was also intact after sterilization of the NP by EB irradiation to
a dose of 25kGy as evaluated in vitro using E. coli (data not shown).
Biocompatibility and toxicity tests (local lymph node assay, tissue
culture cytotoxicity assay, skin irritation and extractivity test) per-
formed by Envigo Research Ltd. according to standardized protocols for
medical device class 2a (see materials and methods) concluded that the
coated NPs were with low risk of adverse reaction and thus safe to use
in a clinical trial (Supplementary File F1).

4.3. Clinical trial on healthy adult subjects

The silicone NPs were evaluated in a prospective double-blinded
clinical pilot investigation, enrolling 48 healthy adult volunteers from
one clinical investigation site in Sweden. The study consisted of two
visits; one screening/baseline visit and one follow-up visit after 18 h
(Fig. 4). The characteristics of the study subjects are shown in Table 2a
and b. The primary endpoint of this study was the mean difference in
bacterial colonization of the NPs after 18 h of carrying the device, when
comparing the coated antibacterial NPs to the non-coated reference
NPs, as described in the method section. The cfu counts in growth
media incubated with the coated or the reference NPs were measured
by plating assay at two time points, 4 h and 18 h, in order to ensure that
bacterial growth was measured in the exponential growth phase.
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The silicone surface of a nasal prong was analysed by XPS (A) before application of the CytaCoat technology and (B) after application of the CytaCoat technology
comprising surface grafting with polyacrylic acid and coupling of a cysteine containing ligand. The result showed coupling of the ligand with the nitrogen (N) 1s
peak at 400 eV (enlarged in (C)) and the sulfur (S) 2p peak at 163.8 eV (enlarged in (D)). The concentrations measured as atomic percent (excluding hydrogen)
ranged from 1.3 (S) to 2.2 (N). There was also a contribution of (Si) 2p at 101.8 eV of 12.8%, which emanated from the silicone substrate that compared to 25% in
pure silicone substrate. This indicates that the surface coating is very thin with the ligands bound to the outermost surface of the grafted layer.

The results with respect to primary endpoint are shown in Fig. 5A
and B and Tables 3-5. After 4 h incubation a difference of 2.48 in '°log
mean value between cfu counts of coated NPs (2.06) and non-coated
reference NPs (4.54) was observed (Fig. 5A and Table 3). After 18 h of
incubation, the difference in '°log mean values as 5.82 between coated
NPs (*°log 3.60) and non-coated reference NPs (*°log 9.42) (Fig. 5B and
Table 3. The differences in '°log mean values were statistically sig-
nificant at both4h (p < 0.0001) and 18 h (p < 0.0001) using either a
mixed model analysis (Table 4) or non-parametric analysis (Table 5).
With respect to the secondary endpoint, no severe adverse events were
recorded (Supplementary table S2). There were 21 minor adverse
events recorded in the group with coated NPs compared to 22 in the
group carrying the reference NPs. There were 3 moderate adverse
events recorded in the group with coated NPs compared to 1 in the

Table 1
In vitro evaluation of antibacterial activity.

group carrying the reference NPs.

5. Discussion

We have here demonstrated that we could successfully coat a
commercially available silicone nasal prong (NP) with a novel anti-
bacterial technology, where a covalently attached ligand construct
generates a stable antibacterial surface. In vitro this antibacterial
(‘CytaCoat’) coating resulted in total inhibition of bacterial colonization
using a clinical isolate of S. aureus and a reference strain of E. coli, thus
being effective against both Gram positive and Gram negative bacteria.
Furthermore, as a proof-of-concept first-in-human study on healthy
adult volunteers we found a highly significant difference in colonization
between coated and non-coated NPs (p < 0.0001) after being exposed

S. aureus incubated 18-h in LB at 37 °C

Table 1 E. coli incubated 22-h in LB at 37 °C

Dilution N1 N2 c1 c2 c3 N3 N4 c5 c5 c7
107° 0 0 0 0 0 0
107!

1072 0 0 0 0 0 0
1072

1074

10°° 166 180

10-° 33 67

cfu/mL 1.73 x 108 0 5.0 x 10° 0

Bacterial counts of E. coli (cfu/mL, 22 h incubation) and S. aureus (cfu/mL, 18 h incubation) on non-coated nasal prongs and coated nasal prongs after incubation in
Luria Bertani broth at 37 °C (empty space not counted). C = coated nasal prongs, N = non-coated nasal prongs.
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Fig. 4. Flow chart of the study design.

Follow-up Visit Completed (n=24)

v

Allocated to Reference NP group (n=24)

Forty-eight healthy adult volunteers were included in the trial and randomized in two groups, with two visits. All subjects completed the study.

Table 2
Demographic characteristics of included subjects.
A) Gender distribution Total
CytaCoat NP Reference NP
Gender n % % n %
Male 6 25 12.5 9 18.25
Female 18 75 87.5 39 81.25
Total 24 100 24 100 48 100
B) Age distribution
Treatment group n Mean SD Min Q1 Median Q3 Max
CytaCoat NP 24 33.96 14.22 18.00 20.50 29.00 44.00 60.00
Reference NP 24 31.58 13.44 18.00 19.00 25.50 42.50 57.00
4 hours CFU log10 value 18 hours CFU log10 value
8 12
7
10
6
8
5
& 6
3
a
2
1 2
0 0
CytaCoat NP Reference CytaCoat NP Reference

Fig. 5. Primary endpoint of bacterial colonization on the nasal prongs.

A. After 4 h incubation of used NPs in a nutrient growth medium, a difference of 2.48 in '°log mean value between cfu counts for coated nasal prongs (2.06) and non-

coated reference nasal prongs (4.54) was observed.

B. After 18 h of incubation, the difference in 10log mean values was 5.82 between non-coated nasal prongs (9.42) and coated nasal prongs (3.60).

for 18 h to the mixed normal bacterial flora on skin and mucosa.

We selected to demonstrate the technology on NPs, a medical device
frequently used in neonatal care, which is a clinical setting where the
premature infant population is particulary vulnerable to HAI [7]. The
use of CPAP via NPs has been reported as a significant risk factor for
early septicemia (debut before 72h of age) in extremely newborn

infants [21]. The impact on the incidence of late onset septicemia (after
72h of life) is not known. Prior to the study, we had found that stan-
dard NPs used on neonates < 24 h were colonized with a multi-flora of
bacteria (data not shown). This included several pathogenic species,
such as Klebsiella pneumonia, Enterococcus faecalis, Staphylococcus
aureus, Staphylococcus epidermides (CoNS), Streptococcus agalactiae
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Table 3
Descriptive statistics for results of the study. Actual and '°log values for cfu
count at 4h and 18 h.

Variable Characteristics ~ CytaCoat NP Reference NP
Mean value cfu/mL - 18 h* n 24 24

Mean 2.04 x 107 1.36 x 10'°

Std 9.79 x 107 3.05 x 10%°

Min value 4 1.20 x 10°

ql 152 6.40 x 10°

Median 2935 2.23 x 10°

Q3 570 x 10 9.50 x 10°

Max value 4.80 x 108 1.42 x 10"
1%L0g mean value cfu/mL - 18h* n 24 24

Mean 3.60 9.42

Std 1.91 0.84

Min value 0.60 8.08

ql 2.18 8.80

Median 3.43 9.34

Q3 4.75 9.97

Max value 8.68 11.15
Mean value cfu/mL - 4h* n 24 24

Mean 770.83 1.25 x 10°

Std 1826.20 3.34 x 10°

Min value 3 265

ql 28 2400

Median 78 3.23 x 10*

Q3 545 2.27 x 10°

Max value 7200 1.28 x 107
1%Log mean value cfu/mL - 4 h* n 24 24

Mean 2.06 4.54

Std 0.86 1.36

Min value 0.48 2.42

ql 1.45 3.38

Median 1.89 4.48

Q3 2.72 5.35

Max value 3.86 7.11

2 There is no direct correspondence between the statistical data for cfu/mL
and °log(cfu/mL) since they are calculated separately for the 24 coated and 24
uncoated NPs, respectively. The high mean value for the coated NPs at 18 h
(2.04 x 107) is due to a max value (4.80 x 10%), which is a single value far
above the other cfu/mL data (not shown).

Table 4
Results of the study using mixed model. '°Log values of cfu at 4 and 18 h.

Variable p-Value Treatment difference
Hours with device 0.92 N/A
Log10 mean value cfu/mL - 18 h < 0.0001 5.82
Log10 mean value cfu/mL - 4h < 0.0001 2.48

Table 5
Results of study using non-parametric test (Wilcoxon). Actual and
1%og values of cfu at 4 and 18 h.

Variable p-Value

Mean value cfu/mL - 18 h < 0.0001
Log10 mean value cfu/mL - 18 h < 0.0001
Mean value cfu/mL - 4h < 0.0001
Log10 mean value cfu/mL - 4h < 0.0001

(GBS), Staphylococcus haemolyticus, species that often are isolated in
blood cultures of neonates with sepsis, occurring secondary to venti-
lator support Since we could demonstrate a strong inhibition of colo-
nization of the coated NPs after 18 h of use, the CytaCoat surface
coating on NPs could potentially reduce the frequency of nosocomial
infection in the preterm population receiving respiratory support. The
study population of healthy subjects reported no severe adverse events,
and for the 43 minor and 4 moderate adverse events reported, no clear
differences attributed to either type of prong could be found (Supple-
mentary Table S2).

788

Materials Science & Engineering C 93 (2018) 782-789

The need for active measures to prevent medical device associated
HAISs is recognised by major international health organisations, such as
WHO [22], Centre for Disease Control and Prevention, US [23], and
European Centre for Disease Prevention and Control [24]. Antibacterial
coating of such medical devices is an attractive strategy to reduce HAIs,
however current technologies have shown limited effects [25]. The
CytaCoat™ technology can be applied on surfaces of different polymeric
substrates. In addition to silicone, the substrate of the device in the
present investigation, we have demonstrated an antibacterial effect of
the coating when applied on polyethylene, polyurethane and poly-
caprolactone (data not shown). Thus, several other types of medical
devices associated with Hospital aquired infections (HAI) are possible
to coat with the CytaCoat® technology. In contrast to existing anti-
bacterial coatings for medical devices such as silver, our novel tech-
nology is based on non-releasing active compounds. Furthermore, the
CytaCoat® antibacterial surface is non-toxic and with no predicted ne-
gative environmental impact. The antibacterial effects of antibiotic or
silver containing coatings involve release of the active substance to the
surrounding, with a gradual depletion of the antibacterial silver coating
and effect over the number of days used [26]. In addition, a systemic
uptake of silver in the body is also of concern. Although claimed not to
be clinically signficant, in a study on endotracheal tubes (ETTs) for
adults an increase in silver concentrations were detected in plasma of
exposed patients [27].

In conclusion, we have successfully demonstrated an antibacterial
effect of the CytaCoat surface coating on a non-invasive medical device
in a first-in-human trial. Our encouraging results suggest that the
CytaCoat® technology can reduce HAI associated with the use of other
non-invasive devices e.g. endotracheal tubes and urinary catheters.
Furthermore, the CytaCoat® technology may have potential application
also on invasive devices such as central venous catheters, which is a
type of device associated with increased frequency of HAIs.
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