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Introduction 
In the escalating battle against microbial pathogens, nanoparticles (NPs) have emerged 
as potent weapons, exhibiting significant antibacterial and antiviral properties. Recent 
advancements in nanotechnology have facilitated the manipulation of NPs, such as 
metal-based NPs, including copper (Cu), silver (Ag), and zinc (Zn), offering exciting 
possibilities for novel antimicrobial applications. These novel applications can be 
developed, if we understand the efficacy and safety of nanoparticles and underlying 
mechanisms. 

The main objective of this PhD thesis was to characterize antimicrobial effects and 
safety of differently functionalized metal-based NPs, determine their mechanism of 
action and to develop new antimicrobial materials. More specifically, the aims were: 
1) To compare the toxicity and mechanisms of differently functionalized Cu and Ag NPs 
to bacteria, viruses and mammalian cells in vitro;  
2) To understand the antimicrobial mechanism of action (synergy) of Cu and Ag NPs 
combinations; and  
3) To develop and characterize new nanoparticle-based antibacterial and antiviral 
materials. 

In the first part of the PhD thesis, we characterized the toxicity and mechanisms of 
differently functionalized Cu, Ag, and Zn NPs to bacteria, viruses, and mammalian cells  
in vitro. Despite the widespread interest in NPs-mediated antimicrobial strategies, a 
comprehensive understanding of their toxicological profile across different cells and 
microbes is still lacking. This knowledge gap hinders the development of safer and more 
efficient antimicrobial applications. Thus, we strived to dissect the intricate interplay 
between NPs functionalization and its impact on toxicity, which could provide pivotal 
insights for the design of more effective and safer antimicrobial agents. 

The second part of this PhD thesis dissected the antimicrobial mechanism of action 
(synergy) of Cu and Ag NPs combinations. Both Cu and Ag have been recognized for their 
antibacterial properties since ancient times. However, their combined antimicrobial 
effect remained a relatively unexplored. Unraveling this synergistic action allowed to 
enhance the antimicrobial potency of NPs-based solutions, leading to more efficient way 
for combating persistent bacterial infections, such as those encountered in wound 
treatment. 

In the final part of this PhD thesis, we developed and characterized new NPs-based 
antibacterial and antiviral materials. The rapid spread of pathogens such as SARS-CoV-2 
and Influenza A underscores the urgency for innovative antimicrobial materials. 
Leveraging the antiviral properties of Cu, Ag, and Zn NPs, we designed novel filter 
materials capable of mitigating transmission of bacteria and viruses. This research 
significantly contributes to the design of advanced antimicrobial materials, textiles and 
surfaces, particularly crucial in healthcare settings. 

Taken together, this PhD thesis helps to improve NPs-mediated antimicrobial 
strategies, contributing into understanding of toxicological profile of metal-based NPs, 
elucidation of their synergistic action and the development of novel antimicrobial 
materials. Through this research, we aim not only to advance the current understanding 
of NPs-based antimicrobial strategies but also pave the way for revolutionary 
applications in the fight against microbial pathogens. 
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Abbreviations 
1-NPN N-Phenylnaphthalen-1-amine 
AAS Atomic absorption spectroscopy 
AgNO3 Silver nitrate 
cAg Coated silver nanoparticles 
BL Bioluminescence 
CA Cellulose acetate 
Cu Copper 
CuO Copper oxide 
CuO-COOH CuO functionalized with carboxyl groups 
CuO−NH2 CuO functionalized with amino groups  
CuO-PEG CuO functionalized with polyethylene glycol  
CuSO4 Copper sulfate 
EC50 Half maximal effective concentration 
H2DCFA-DA 2',7'-dichlorodihydrofluorescein diacetate 
HIV Human immunodeficiency virus 
IC50 Half maximal inhibitory concentration 
K(AbS) Coefficient of antibacterial synergy 
LB agar Luria-Bertani agar 
LPS Lipopolysaccharides 
MBC Minimal bactericidal concentration 
NA Not applicable 
ND Not determined 
NPs Nanoparticles 
OD620 Optical density at 620nm 
PBS Phosphate-Buffered Saline 
ppm Parts-per-million 
ROS Reactive oxygen species  
RPMI CCM Roswell Park Memorial Institute cell culture media 
SARS-CoV-2 Severe acute respiratory syndrome-related coronavirus 2 
TGEV Transmissible gastroenteritis virus 
Zn Zinc 
ZnO Zinc oxide 
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1 Literature review 
Nanoparticles (NPs), particles with at least one dimension below 100 nanometers in size, 
have become a focal point of research across various scientific domains due to their 
unique properties (O. Bondarenko et al., 2013). In the field of antimicrobial research, 
nanoparticles offer novel avenues for combating the increasing issue of antibiotic 
resistance, courtesy of their exceptional physicochemical properties and potent 
antimicrobial activities.  

The size of nanoparticles directly influences their interaction with microbial cells. 
Smaller nanoparticles have a greater surface area to volume ratio, which allows 
enhanced contact with bacteria and viruses, leading to a more potent antimicrobial 
effect (Huang et al., 2017). 

The functionalization of nanoparticles is another critical factor that can modulate 
their antimicrobial activity. Different ligands used in functionalization can change the 
NP’s surface charge, stability, dispersibility, and biocompatibility. For instance, 
functionalization can enhance the affinity of nanoparticles for microbial cells, facilitating 
their action (Sanità et al., 2020).  

Antibiotic resistance is growing public problem because it poses a threat to the 
effective treatment of bacterial infections, which can lead to increased morbidity and 
mortality rates in populations (Huemer et al., 2020). The overuse of antibiotics can 
accelerate the development and spread of antibiotic-resistant bacteria, making it more 
difficult to treat common infections and increasing the risk of outbreaks (Abushaheen  
et al., 2020). Antibiotic resistance also has significant environmental impact, as antibiotics 
and antibiotic-resistant bacteria can enter the environment through wastewater and 
agriculture, contributing to the spread of resistance genes and potentially impacting 
ecosystems (S. Y. D. Zhou et al., 2022). The economic costs of antibiotic resistance are 
also significant, as it can result in longer hospital stays, increased healthcare costs, and 
lost productivity due to illness (Murray et al., 2022).  

A lot of different metal-based NPs like titan, cobalt, aluminium, iron and others  
have been tested for antibacterial properties. But Ag and CuO nanoparticles have  
shown to be especially effective in this regard due to their superior properties against 
microbes as bacteria, protozoa (Aruoja et al., 2015), fungi (Suppi et al., 2015) or viruses. 
That why silver and copper NPs have been chosen as antimicrobial agents in this PhD 
thesis. 

1.1 NPs as antimicrobial agents 
Development of new antimicrobial methods is one of the priorities of World Health 
Organization (Theuretzbacher et al., 2020). That is why the investigation of antimicrobials 
based on metal NPs is important for population and environment. It represents a 
promising way for solving the problem of antibiotic resistance. Metal NPs have 
demonstrated potent antimicrobial properties against a wide range of pathogens 
including multi-resistant bacteria (Mishra et al., 2022), viruses (Alavi et al., 2022),  
and fungi (O. Bondarenko et al., 2013). Also, it is uncommon for bacteria to develop 
resistance to metal-based NPs compared to traditional antibiotics as they have a different 
mode of action than traditional antibiotics(Wang et al., 2017). This broad-spectrum 
activity makes them potentially useful for treating a variety of infections. Overall,  
the development of new antimicrobials based on metal NPs has the potential to address 
the growing problem of antimicrobial resistance and provide new options for treating 



12 

infections (O. Bondarenko et al., 2013). Also, metal-based NPs have been shown to have 
activity against certain viruses by damaging the virus's outer membrane or interfering 
with its ability to replicate (Luceri et al., 2023).  

1.1.1 Antimicrobial properties of Ag NPs 

1.1.1.1 Antibacterial properties of Ag NPs 
One of the oldest well-known antibacterial metals is Ag. Ag NPs have demonstrated 
potent antibacterial properties, making them a promising alternative to traditional 
antibiotics (O. Bondarenko et al., 2013). Antibacterial mechanisms of Ag NPs have been 
extensively researched. There are multiple mechanisms of action for Ag NPs against 
bacteria described in the literature. One of the main antibacterial mechanisms of Ag NP 
is the disruption of the bacterial cell membrane. This can cause leakage of intracellular 
components, leading to cellular damage and death. Ag NPs bind to lipopolysaccharides 
(LPS) of the Gram-negative outer membrane and distract it (O. M. Bondarenko et al., 
2018). Main mechanism of Ag NP toxicity is the release of Ag ions. Ag ions from Ag NPs 
affect bacterial inner membrane, increasing proton leakage; it leads to destabilization of 
electron transport chain and decreasing of ATP synthesis (Holt & Bard, 2005). Especially 
the positively charged NPs interact with the negatively charged bacterial membrane 
more efficiently, leading to changes in the membrane permeability and potential (Kubo 
et al., 2018). In addition to disrupting membranes, Ag ions inactivate proteins by binding 
to S groups. Another antibacterial mechanism of Ag NPs is their ability to bind to bacterial 
DNA, interfering with replication and transcription processes (Adeyemi et al., 2020). Also, 
NPs can induce oxidative stress within the bacteria, leading to the production of reactive 
oxygen species (ROS) and damage to intracellular structures, proteins and lipids 
(Adeyemi et al., 2020). Even though bacteria encounter a considerable barrier to 
developing resistance against silver, certain bacterial processes can still potentially lead 
to the evolution of silver-resistant strains (McNeilly et al., 2021). 

1.1.1.2 Antiviral properties of Ag NPs 
Ag NPs have been studied for their potential effectiveness against viruses. The potential 
antiviral effect of Ag NPs is due to their ability of the physical interaction of Ag NPs with 
the viral membrane(Luceri et al., 2023). Several studies have shown that Ag NPs can be 
effective against a range of viruses, including influenza (Park et al., 2018), HIV (Elechiguerra 
et al., 2005), (Lara et al., 2010), herpes simplex virus (Baram-Pinto et al., 2009), respiratory 
syncytial virus (Yang et al., 2016), hepatitis B (Lu et al., 2008) and C (Shady et al., 2020) 
viruses and others. 

The mechanism by which Ag NPs exert their antiviral effects is not fully understood, 
but most of the studies showed that Ag NP interact with viral membrane proteins and 
disrupting the viral binding to mammalian cells (Park et al., 2018), (Elechiguerra et al., 
2005), (Baram-Pinto et al., 2009). Also, the inactivation and damaging of viral membrane 
proteins (for example, influenza hemagglutinin and neuraminidase (Park et al., 2018)) 
and inner proteins (as hepatitis C helicase and protease (Shady et al., 2020)) have been 
shown. Additionally, Ag NPs have been shown to have immunomodulatory effects 
against virus (Orłowski et al., 2018), partially through upregulation of TGF-β (Zhang et al., 
2017) which may enhance the host’s immune response to viral infections. 

In case of coronovirus SARS-CoV-2, in vitro studies have shown that Ag NPs with a 
diameter of about 10 nm effectively inhibited extracellular SARS-CoV-2 at concentrations 
of 1 to 10 ppm. A luciferase-based pseudovirus entry assay showed that they strongly 
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inhibited the viral entry step by lowering the integrity of the virus (Jeremiah et al., 2020). 
While Ag NPs have shown promise as antiviral agents, it is important to note that their 
effectiveness may vary depending on the type of virus and the specific properties of the 
Ag NPs used (Luceri et al., 2023), (He et al., 2022). Further research is needed to 
determine the optimal conditions for using Ag NPs as antiviral agents and to fully 
understand their mechanism of action. 

It is also important to consider the potential toxicity of Ag NPs, as they may have 
adverse effects on human health and the environment (Ivask et al., 2014). Therefore, any 
potential use of Ag NPs as antiviral agents should be carefully evaluated for safety and 
efficacy. 

1.1.1.3 Toxicity of Ag NPs to mammalian cells and environmental organisms 
Studies have suggested that the toxicity of NPs is influenced by several factors, including 
their size, shape, surface charge, and concentration (Heinlaan et al., 2008). For example, 
the number of atoms on a NPs surface rises as NP size decreases, increasing its specific 
surface area and, consequently, its reactivity (Delay & Frimmel, 2012).  Moreover, the use 
of biocompatible coatings, such as polyethylene glycol, can enhance the safety of NPs 
(Jenkins et al., 2016). 

The toxicity of Ag NPs to mammalian cells has been a topic of concern among 
researchers and medical professionals (Ferdous & Nemmar, 2020). While Ag NPs have 
been shown to possess potent antimicrobial properties, their potential adverse effects 
on human health cannot be ignored. 

Multilaboratory evaluation of Ag NP toxicity with different mammalian cells have 
shown that Ag NPs are toxic for mammalian cells almost in the same concentration as for 
pathogenic bacterial cells (O. M. Bondarenko et al., 2016). In the same report the most 
susceptible organisms to Ag NPs were water flea Daphnia magna and microalgae 
Raphidocelis subcapitata. It showed that Ag NPs can have the significant influence to 
environmental organisms. Ag NPs have been detected in wastewater, rivers, and even in 
soil, indicating their potential to accumulate in the environment (T. Zhou et al., 2021).  

On the other hand, it is also worth mentioning that Ag NPs have been shown to exhibit 
anti-inflammatory and wound-healing properties. These properties make them a promising 
candidate for wound dressings and medical implants, as they can promote tissue 
regeneration and prevent bacterial infections (Paladini, 2019). Nevertheless, the safety 
of Ag NPs in these applications remains a concern, and their use in medical devices should 
be evaluated. Responsible and sustainable use of Ag NPs can help maximize their benefits 
and minimize their negative impacts on the world around us. 

1.1.2 Antimicrobial properties of Cu and CuO NPs 

1.1.2.1 Antibacterial properties of Cu and CuO NPs 
Cu NPs have been also found to possess relatively good antibacterial properties, which 
make them a promising material for medical purposes. The use of Cu NPs as an 
antibacterial agent has several advantages over traditional antibiotics, including their 
broad-spectrum activity, low toxicity to mammalian cells, and reduced risk of bacterial 
resistance (Mahmoodi et al., 2018). Cu NPs possess multiple antibacterial mechanisms 
that contribute to their efficacy against a range of bacterial species (Ameh et al., 2022). 

Several studies have demonstrated the effectiveness of Cu NPs against a range of 
bacteria, including Escherichia coli (E. coli), Staphylococcus aureus (S. aureus), and 
Pseudomonas aeruginosa (P. aeruginosa) (Ermini & Voliani, 2021). One mechanism is the 
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production of ROS, which can damage the cellular components of bacteria and ultimately 
lead to cell death. Cu NPs can generate ROS through a process called Fenton-like 
reaction, in which Cu ions interact with hydrogen peroxide to produce highly reactive 
hydroxyl radicals. The hydroxyl radicals can then react with the bacterial cell membrane 
and cause damage to the membrane proteins and lipids, leading to membrane disruption 
and cell death (Ameh et al., 2022). 

Another mechanism by which Cu NPs can kill bacteria is through the release of Cu 
ions. When Cu NPs come into contact with water or biological fluids, they release Cu ions 
that are highly toxic to bacteria. Cu ions can interact with bacterial cell walls and cause 
the membrane to become more permeable, leading to the leakage of cellular contents 
and eventual cell death (Ma et al., 2022).  

Cu NPs, through release of Cu ions, impact bacterial DNA and interfere with replication 
and transcription processes. Cu ions can bind to the DNA strands and cause structural 
changes, leading to disruption of the DNA replication machinery and the formation of 
abnormal proteins that can be toxic to the bacteria (Linder, 2012). 

In summary, Cu NPs possess multiple antibacterial mechanisms that contribute to 
their efficacy against bacterial species. These mechanisms include the production of ROS, 
release of Cu ions, interaction with bacterial DNA, and induction of oxidative stress.  
The synergistic effect of these mechanisms makes Cu NPs a promising antibacterial agent 
for various applications. However, further research is needed to fully understand the 
mechanisms of action of Cu NPs and their potential impact on the environment and 
human health. 

1.1.2.2 Antiviral Cu 
Cu NPs have also been investigated for their potential antiviral properties. Several studies 
have shown that Cu NPs can be effective against a range of viruses, including influenza A 
(Ha et al., 2022), herpes simplex virus (Tavakoli & Hashemzadeh, 2020), C-hepatitis virus 
(Hang et al., 2015) and others (Tortella et al., 2022).  

In case of coronavirus SARS-CoV-2, recent studies have shown that Cu surfaces 
inactivate this virus more effectively compared to plastic, glass cardboard, steel or nickel 
(Warnes et al., 2015). 

The exact mechanism of action of Cu NPs is not fully understood. Cu NPs have been 
shown to interfere with the viral replication process, disintegration of viral envelope 
(Warnes et al., 2015) and inhibit virus entry into host cells (Hang et al., 2015).  

However, as in case with Ag NPs, it is important to consider the potential toxicity of 
Cu NPs.  

1.1.3 Antimicrobial synergy effect between Ag and Cu components 
Within the scope of standard antibiotics, the idea of combinatory synergy is presently 
considered as one of the most promising strategies for handling bacterial infections and 
mitigating resistance (Theuretzbacher, 2020). By integrating diverse drugs, it becomes 
feasible to diminish their dosage, thereby resulting in fewer side effects as opposed to 
monotherapy (León-Buitimea et al., 2020). A set of recent studies, including our own 
research, suggest that the antibacterial action of NPs can be significantly enhanced when 
used in combinations. However, much of the existing literature predominantly focuses 
on the combined impact of metal ions rather than NPs (Fisher et al., 2009), (Vaidya et al., 
2017), (Yayha et al., 1999), (Landeen et al., 1989). Considering the numerous combinations 
of metals studied (such as Ag with Cu, Zn, Co, Cd, and Ni), the combination of Ag and Cu 
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displayed the most substantial synergistic antibacterial impact against both Gram-negative 
and Gram-positive bacteria (Garza-Cervantes et al., 2017). 

Lately, there has been an escalating interest in the synergy between Cu and Ag,  
as indicated by an increasing number of published articles in recent years. Most of these 
studies focused on the antibacterial effects of Cu/Ag nanoalloys (F. Zhou et al., 2022), 
(Tao et al., 2022) or Cu/Ag combined with additional metals, for instance, tungsten 
(Bankier et al., 2019). Additionally, research by Jang et al. displayed remarkable 
antibacterial, anti-biofilm, and wound healing capabilities of Cu/Ag/Graphene Oxide 
composites in an infected wound model in mice (Jang et al., 2020). 

Very few or previous articles proposed potential synergistic mechanisms, suggesting 
that Ag mainly affects the bacterial cell membrane, while Cu acts on the nucleic acids and 
various internal biomolecules and cellular structures (Fisher et al., 2009), (Vaidya et al., 
2017), (Garza-Cervantes et al., 2017), (Bankier et al., 2019), but the specific mechanisms 
driving this synergy remained largely unexplored. Not a single article was found where 
antiviral synergistic properties between metal NPs were considered. 

1.1.4 Antimicrobial properties of filter materials with NPs 
The exceptional virucidal properties of metal-based NPs make them suitable candidates 
for application on frequent contact surfaces, aimed at curbing the transmission of 
infections. Antimicrobial coatings composed of Cu, Ag, and Zn have demonstrated potent 
virucidal effectiveness in managing the spread of various viruses such as influenza A virus, 
HIV-1, Dengue virus type 2, and Human Herpesvirus 1 (Rai et al., 2016), (Hodek et al., 
2016). A substantial decline in the infectivity of human coronavirus HuCoV-229E was 
observed on surfaces infused with Cu, after 30 minutes of exposure (Warnes et al., 2015). 
Cu-treated surfaces are currently employed in hospital settings as a preventive measure 
against microbial spread and potential viral transmissions (Michels et al., 2015). 

Lately, a multitude of organic polymer compounds, including biopolymers, have 
exhibited potential as antibacterial and antiviral agents, geared toward curbing the 
spread of infectious diseases (Balasubramaniam et al., 2021). These polymer matrices 
serve as effective carriers for metal NPs and metals. Metals can be permanently 
integrated into these materials, resulting in metal-polymer composites with efficient 
antimicrobial activity. Polymers and their fiber derivatives are used as constituents in 
fabrics, textiles, and filter materials. Conventionally, the integration of metal additives 
into polymer matrices is achieved by coating metals onto fiber surfaces or impregnating 
them into polymer fiber blends (Palza, 2015). 

Most of these materials are synthetic in nature. For instance, typical surgical masks 
comprise plastic-based polymers such as polypropylene, polyurethane, polyacrylonitrile, 
polystyrene, polycarbonate, polyethylene, or polyester. However, the preference is 
shifting towards bio-based polymers for the development of future biodegradable 
materials. 

To develop safe and efficient nano-based materials, it is crucial to understand their 
mechanism of action and toxicity. Thus, this focused on closing the knowledge gaps and 
utilizing the new knowledge to develop new innovative materials with improved 
antimicrobial properties. 

1.1.4.1 Safety of metal-based NPs for mammalian cells 
Although metal NPs can have great antimicrobial properties, the toxic effect to human 
cells also have reported.  Ag NPs have been showed to induce oxidative stress in human 
cells, leading to reduced cell viability, DNA damage, and apoptosis. In particular, they 



16 

have demonstrated cytotoxic effects on various human cell types, including fibroblasts, 
keratinocytes, and epithelial cells. Ag NPs are known to induct of oxidative stress via the 
production of ROS. This process can lead to various cellular impairments such as DNA 
disruption, the stimulation of antioxidant enzymes, the reduction of antioxidant 
substances like glutathione, protein incapacitation through binding, and damage to the 
cellular membrane (McShan et al., 2014). Furthermore, Ag NPs can interfere with protein 
function, potentially leading to abnormal cellular activity and the initiation of cell death 
pathways (Gupta et al., 2022). 

Copper oxide (CuO) NPs similar to Ag NPs, possess broad antimicrobial properties. 
However, an increasing body of evidence suggests potential cytotoxic effects, particularly 
in relation to human cells. Studies have shown that CuO NPs can reduce cell viability in a 
range of human cell lines (Karlsson et al., 2008). They achieve this through various 
mechanisms, including the induction of oxidative stress, mitochondrial damage, and 
initiation of apoptotic pathways. CuO NPs have been shown to generate ROS, which leads 
to oxidative stress, causing damage to DNA, proteins, and lipids (Naz et al., 2020). 

The safety profile of metal-based nanoparticles can be altered by surface 
functionalization, as documented in previous studies (Nel et al., 2009), (Kubo et al., 
2018). For instance, nanoparticle functionalization with compounds like PEG, chitosan, 
or dextran can inhibit nanoparticle opsonization – the process where a biocorona of 
proteins and other biomolecules adsorb onto the nanoparticles’ surface – subsequently 
reducing macrophage uptake and toxicity (Sheng et al., 2009), (Jenkins et al., 2016), 
(Wonder et al., 2018). Conversely, nanoparticles functionalized with positively charged 
entities such as polyethylenimine PEI, or amine group, compared to those functionalized 
with neutrally charged coatings or negatively charged ones have exhibited greater 
toxicity to mammalian cells (Líbalová et al., 2018). 

While Ag and CuO NPs exhibit unique properties beneficial to various industries, their 
potential cytotoxic effects on human cells cannot be ignored. The potential for cytotoxicity 
underscores the urgent need for additional research into the functionalization and 
combination of nanoparticles. Investigating how different forms of functionalization can 
modulate the effects of nanoparticles could provide a pathway to safer, more effective 
antibacterial materials. The integration of varying nanoparticles could also offer 
unforeseen synergistic effects, underscoring the vast potential for innovation within 
sphere of antibacterial materials.  
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2 Aims of the study 
The main objective of this study was to characterize antimicrobial effects and safety of 
differently functionalized metal-based NPs, determine their mechanism of action and to 
develop new antimicrobial materials. 

The main objective was approached through the following sub-tasks: 
 
1) To compare the toxicity and mechanisms of differently functionalized Cu and Ag 

NPs to bacteria, viruses and mammalian cells in vitro. 
 
2) To understand the antimicrobial mechanism of action (synergy) of Cu and Ag NPs 

combinations. 
 
3) To develop and characterize new nanoparticle-based antibacterial and antiviral 

materials. 
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3 Materials and methods 

3.1 Bacterial cells 
Bacterial and viral strains used in the study are showed in Table 1. In total, 6 different 
bacterial strains, both Gram-positive and Gram-negative, were used and 3 RNA viruses. 
Also, 1 luminescent bacterial strain has been used in luminescence assay for understanding 
of antimicrobial mechanisms. 

 
Table 1. Bacterial and viral strains used in the study 

Microbes Type Reference 
(publication) 

Streptococcus dysgalactiae (DSM 
23147) 

Gram-positive bacteria II 

Staphylococcus aureus (ATCC 25923) Gram-positive bacteria II, III 
Enterococcus faecalis ATCC (29212) Gram-positive bacteria II 
Escherichia coli K-12 (MG1655) Gram-negative bacteria I, II, III 
Escherichia coli (MC1061, 
pSLcueR/pDNPcopAlux) 

Gram-negative bacteria I, II 

Escherichia coli (clinical isolate, ESBL) Gram-negative bacteria II 
Pseudomonas aeruginosa (PAO1)  Gram-negative bacteria II 
Influenza A (H1N1, A/WSN/1933) enveloped single-stranded 

(+)RNA virus 
III 

Transmissible gastroenteritis virus enveloped single-stranded 
(-)RNA virus 

III 

Severe acute respiratory syndrome-
related coronavirus 2 

enveloped single-stranded 
(+)RNA virus 

III 

3.2 Mammalian cells 
Mammalian cell cultures used in the study are showed in Table 2. THP-1 and HACAT were 
used for investigation of toxicity of NPs and understanding their mechanisms. MDCK-2 
cells were used for influenza virus propagation and titration; Vero-E6 cells were used for 
SARS-CoV-2 propagation and titration, and ST cells were used for Transmissible 
gastroenteritis virus (TGEV) propagation and titration. 

 
Table 2. Mammalian cell cultures used in the study. 

Human cell line type of cell line Reference 
(publication) 

THP-1 human monocytes I 
HACAT human keratinocytes I 
MDCK-2 canine kidney epithelial cells III 
Vero E-6 monkey kidney epithelial cells III 
ST cells porcine fibroblasts III 
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3.3 Methods 
Methods used in the study are showed in Table 3. 

 
Table 3. Methods used in the study 

Methods Test was conducted: 
institution (person) 

Reference 
(publication) 

Alamar Blue Assay for human cells 
viability evaluation  

KBFI (Vasiliev G) I 

Alamar Blue Assay for bacteria viability 
evaluation  

KBFI (Kubo AL) I 

Measurement of Cu and Ag bioavailability 
to bacteria using recombinant biosensor 
bacteria E. coli MC1061 
(pSLcueR/pDNPcopAlux) 

KBFI (Vasiliev G) I, II 

Hydrodynamic size and zeta potential 
measurement using Dynamic Light 
Scattering 

KBFI (Vasiliev G) I, II 

Measurement of reactive oxygen species 
using 2',7'-dichlorodihydrofluorescein 
diacetate (H2DCFA-DA) Assay. 

KBFI (Kubo AL) I, II 

Measurement Cu and Ag content (metal 
content in NPs, dissolution analysis) in 
samples using Atomic Absorption 
Spectroscopy (AAS) 

KBFI (Vasiliev G) I, II, III 

Measurement of TNF-a using Enzyme-
Linked Immunosorbent Assay 

KBFI (Kubo AL,  
Vasiliev G) 

I 

Confocal Microscopy TalTech (Krishtal J) I 
Evaluation of the minimum bactericidal 
concentration using Spot Test 

KBFI (Vasiliev G) II 
 

Evaluation of bacterial outer membrane 
integrity using N-Phenylnaphthalen-1-
amine (1-NPN) Assay 

KBFI (Vasiliev G) II 
 

 
Detection of Cu+ in suspension using the 
iodometric method 

TalTech (Bondar D) II 

Electrospinning of filter materials TalTech (Krumme A) III 
Antibacterial Diffusion Assay KBFI (Vasiliev G) III 
Assessment of antiviral activity in 
suspension and in filter material using 
Plaque Assay 

TÜ (Rausalu K) III 

 
Short descriptions of tests performed by G. Vasiliev are below: 
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3.3.1 Characterization of NPs and materials 

3.3.1.1 Hydrodynamic size and zeta potential measurement using Dynamic Light 
Scattering 
The hydrodynamic size, polydispersity index, and zeta potential of the NPs were assessed 
using a Malvern zetasizer (Zetasizer Nano-ZS, Malvern Instruments, UK). These 
measurements were taken in suspensions containing 100 mg/l of nanoparticles, either in 
MQ water or RPMI CCM (Roswell Park Memorial Institute cell culture media). 

3.3.1.2 Measurement Cu and Ag content (metal content in NPs, dissolution analysis) in 
samples using AAS 
The metal content of the analyzed samples was evaluated using AAS (contrAA 800, 
Analytik Jena Ag) according to instrument manual. For the dissolution analysis, a solution 
of 100 mg/l of components was incubated in MQ or a RPMI CCM under conditions of  
37 °C, 5% CO2, and 95% humidity for periods of either 0 hours, 30 minutes, or 24 hours. 
Following this, the solution was centrifuged at 320,000 × g for 30 minutes using a Bekman 
Coulter ultracentrifuge. The supernatants were collected and then analyzed using AAS 
(contrAA 800, Analytik Jena Ag). 

3.3.2 Tests with bacteria 

3.3.2.1 Evaluation of the minimum bactericidal concentration using Spot Test 
The Minimum Bactericidal Concentration (MBC) was determined as the lowest 
concentration that completely abolished bacterial growth, using the spot test method. 
After an overnight growth and further 4-hour incubation to reach the exponential phase, 
a bacterial suspension was prepared with an optical density at 620 nm (OD620) of 0.07 in 
either MQ, RPMI CCM, or bacterial medium. This bacterial suspension (100 μL) was 
combined with 100 μL of components alone or their mixture in the medium. This setup 
was carried out in 96-well microplates and incubated at 30 °C for 24 hours in the absence 
of light and without shaking, either in MQ, RPMI CCM, or bacterial medium. After the 
incubation period, 3 µl of the treated suspension was transferred onto bacterial agar 
medium, and bacterial cell viability was visually assessed (presence of bacterial “spot”) 
after an additional 24 hours of incubation. 

3.3.2.2 Antibacterial Diffusion Assay 
Bacteria were cultivated overnight in 3 mL of RPMI CCM at a constant temperature of  
37 °C, with agitation at 200 rpm. Subsequently, 400 µL of the overnight cultures were 
combined with 20 mL of bacterial medium, and then incubated for 4 hours to attain  
the exponential growth phase. Bacterial suspension with an absorbance of 0.1 at OD620 
was prepared. Next, 500 µL of the suspension was dispersed over a square Petri dish  
(10 cm x 10 cm) that contained Luria-Bertani (LB) agar. The filter materials were then 
placed on the freshly inoculated LB agar and incubated at 37 °C for 24 hours.  
The antibacterial efficacy of the materials was subsequently assessed through visual 
inspection.  

3.3.2.3 Evaluation of bacterial outer membrane integrity using 1-NPN Assay 
The permeabilization of bacterial cell walls was determined by measuring the uptake of 
1-NPN. The fluorescent properties of 1-NPN, which are significantly boosted in 
hydrophobic environments like the membrane lipid bilayer, as opposed to hydrophilic 
ones, make it a suitable dye to examine the integrity of gram-negative bacteria’s outer 
membrane. In brief, a black microplate was prepared by adding 50 µL of 40 µM 1-NPN 
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and 50 µL of the tested substance in 50 mM 3-(N-morpholino)propanesulfonic acid 
adjusted with tris(hydroxymethyl)aminomethane base to pH 7.2 to each well. Each well 
then received 100 µL of bacterial suspension in 50 mM this buffer with OD620 of 0.5, after 
which the fluorescence was measured following a 30-minute incubation period at room 
temperature. The uptake factor of 1-NPN by cells was calculated and depicted as a ratio 
of the fluorescence intensity values of the bacterial suspension incubated with and 
without the tested compounds. 

3.3.2.4 Measurement of Cu and Ag bioavailability to bacteria using recombinant 
biosensor bacteria E. coli MC1061 (pSLcueR/pDNPcopAlux) 
The measurement of intracellular Ag and Cu ions' effect on bioluminescence (BL) in 
bacteria was conducted using recombinant biosensor bacteria E. coli MC1061 
(pSLcueR/pDNPcopAlux). This strain’s response to intracellular Ag and Cu ions is driven 
by the CueR activator protein and its regulated copA promoter, which is coupled to genes 
encoding BL. Consequently, when Ag and Cu ions are present in the cells at sub-toxic 
levels, they cause an increase in BL in these recombinant bacteria, which is directly 
proportional to the ion concentration. 

The biosensor assay process and the preparation of the test bacteria were akin to the 
bacterial growth inhibition assay, with one distinct difference: The growth medium for 
bioluminescent Ag-biosensor E. coli MC1061 (pSLcueR/pDNPcopAlux) included 100 µg/l 
of ampicillin and 10 µg/l of tetracycline during overnight cultivation to ensure the 
maintenance of the recombinant plasmids. A Berthold Detection Systems Orion II plate 
luminometer was utilized for the bioluminescence readings. E. coli at an OD620 of 0.1 was 
exposed to 100 µl of bacterial suspension containing either the compounds or their 
mixture in RPMI CCM (sample), or just RPMI CCM (background), and this was kept at  
30 °C for 4 hours. The Ag and Cu biosensor’s dose-response curves were plotted by 
setting the applied Cu and Ag concentrations against the biosensor’s BL in the respective 
samples. The concentration that yielded the highest bioluminescence value from each 
component was identified as the peak of the luminescence curve.  

3.3.3 Tests with human cells 

3.3.3.1 Alamar Blue Assay for human cells viability evaluation 
The cells were were grown at RPMI CCM in medium to confluency 105/ml. On the day  
of the test, the cell culture medium was discarded, and the cells were thoroughly  
rinsed with Phosphate-Buffered Saline (PBS). Following this, the cells were treated with 
either 100 μl of the cell culture medium alone or the same volume of Cu compounds 
suspended in the cell culture medium. This treatment was left in place for 24 hours  
under conditions of 37 °C and 5% CO2. After this exposure period, the supernatant was 
discarded, the cells were given another rinse with PBS and then subjected to a  
2-hour incubation at 37 °C with 5% CO2 in the presence of 100 μl of Alamar Blue at a 
concentration of 150 μg/ml Alamar Blue fluorescence was measured using Fluoroscan 
(Fluoroskan Ascent FL, Thermo Labsystems) with excitation at 530 nm and emission  
at 590 nm. The EC50 values were computed using MS Excel macro Regtox 
(https://www.normalesup.org/~vindimian/en_download.html).  

3.3.3.2 Measurement of TNF-a using Enzyme-Linked Immunosorbent Assay 
Differentiated THP-1 cells were set up at a density of 105 cells per well and subjected to 
treatment with CuO NPs and CuSO4 at varying concentrations ranging from 25 to  
400 mg/l in RMPI CCM. Following a 24-hour period of exposure, the supernatants were 

https://www.normalesup.org/%7Evindimian/en_download.html
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harvested, centrifuged at 10,000 x g for 10 minutes, and preserved in a frozen state at  
–80 °C. To quantify the amount of TNF-α, an Enzyme-Linked Immunosorbent Assay 
(ELISA) was employed using a kit from Invitrogen (88-7346), with all procedures  
carried out in line with the instructions provided by the manufacturer, with readings 
taken from 96-well plates. Colorimetric measurement was done by Spectramax Paradigm 
spectrophotometer (Molecular Devices, USA). 



23 

4 Results and discussion 

4.1 Physico-chemical characteristics of NPs 
Table 4 displays the characterization of the NPs utilized in the PhD thesis. The zeta-potential 
of CuO NPs (CuO) and CuO functionalized with amino groups (CuO−NH2) was positive, 
while CuO functionalized with carboxyl groups (CuO-COOH) and with polyethylene 
glycol (CuO-PEG) had a negative zeta-potential. Among the tested Ag NPs, all exhibited 
a significantly negative zeta-potential, with coated silver nanoparticles (cAg) having a 
value of –56.6 mV and nano-silver (nAg) having a value of –27.7 mV. In the RPMI CCM, 
all NPs zeta-potentials were negative, ranging from –8.9 mV (CuO−NH2) to –10.8 mV 
(CuO). This is likely due to the adsorption of serum proteins on the NP surface, 
known as the “protein corona”, which is a dynamic camouflage formed by protein 
adherence. This phenomenon was previously suggested before (Ivask et al., 2015). 

The primary size of NPs was comparable, with the exception of nAg with larger size 
compared to other used NPs. In medium, hudrodynamic size was different and most 
probably reflected agglomeration of some NPs, such as functionalized Cu NPs. 

Table 4. Physico-chemical characteristics of nanoparticle (NPs) used in the study 

Metal-
based NPs 
or metal 
salts 

Primary 
size, nm ± 
standard 
deviation 

Hydrodynamic 
diameter in 
MQ water, nm 
(pdi) ± 
standard 
deviation 

Zeta-
potential 
in MQ 
water, mV 
± standard 
deviation 

Metal 
content, % 
± standard 
deviation 

Reference 
(publication) 

CuO 15.9 ± 5.2 237 ± 31 
(0.25)

27.5 ± 1.8 76.8 ± 5.7 I, II, III 

CuO−NH2 6.9 ± 2.2 733 ± 252 
(0.24)

25.8 ± 1.3 46.2 ± 4.0 I, II, III 

CuO−COOH 9.2 ± 2.5 1124 ± 128 
(0.35)

−12.0 ± 2.2 33.6 ± 3.2 I, II, III 

CuO–PEG 12.1 ± 3.2 1244 ± 254 −21.9 ± 3.3 11.7 ± 1.0 I 
cAg 12.5 ± 4 45.88 ± 0.21 

(0.261) 
–56.6 ± 1.91 83.0 ± 9.8 I, III 

nAg 85.7 ± 29.3 109.4 ± 1.3 
(0.447)

–27.7 ± 1.65 71.8 ± 12.0 I, II 

Ag2O 23 ± 16.8 81.265 ± 9.04 
(0.604) 

–50.97 ± 4.15 80.1 ± 11.3 II 
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4.2 Antibacterial properties of CuO ja Ag NP with different 
functionalization (Publication II) 
Next, characterized NPs were studied for their antibacterial properties, providing critical 
insights towards the development of advanced antimicrobial agents. These NPs comprised 
of Ag and CuO, each subjected to different surface functionalizations. The NPs were 
dosed based on their metal content MBC for different gram-positive and negative 
bacteria was determined as described above. 

The table 5 provides data regarding the MBC of various NPs against a range of bacterial 
strains. The MBC represents the lowest concentration of an antibacterial agent required 
to kill a specific bacterium. The data shows cAg NPs displayed the most promising 
antibacterial properties against all bacteria, especially it was very effective against 
S. dysgalactiae with an MBC of 10.07 ± 3.76 mg/L. nAg, Ag2O and AgNO3 were tested only 
with E. coli K-12. AgNO3 have shown the most effective antibacterial properties due to
best dissolution of salt. This is probably because released Ag+ ions are the main
antibacterial mechanism in Ag NPs (Bondarenko et al., 2013).

Table 5. Minimal bactericidal concentrations with standard deviation for nanoparticles (NPs) in 
different bacteria. Adopted and changed from Publication II. 

 NPs MBC ± 
SD 
(mg/L) 
for 
E. coli
K-12

MBC ± SD 
(mg/L) for 
E. coli
ESBL

MBC ± SD 
(mg/L) 
for S. 
aureus 

MBC ± SD 
(mg/L) for S. 
dysgalactica 

MBC ± SD 
(mg/L) for 
P. 
aeruginosa 
PAO1 

MBC ± SD 
(mg/L) 
for E. 
faecalis 

CuO 215.38 
± 114.35 

133.33 
± 57.74 

60 
± 22.36 

133.33 
 ± 57.74 

1400 
± 400 

233.33 
± 152.75 

CuO-
NH2 

157.14 
± 51.36 

100 ± 0 80 
± 27.39 

133.33 
± 57.74 

200 
± 122.47 

266.67 
± 115.47 

CuO-
COOH 

350 
± 90.45 

333.33 
± 115.47 

110 
± 54.77 

200 ± 0 800 ± 0 400 ± 0 

CuSO4 217.65 
± 72.76 

200 ± 0 90 
± 22.36 

133.33 
± 57.74 

720 
± 178.89 

200 ± 0 

cAg 34.04 
± 13.13 

45.83 
± 9.73 

16.25 
± 5.88 

10.07 
± 3.76 

28.91 
± 15.63 

58.33 
± 19.46 

AgNO3 10.16 
± 8.20 

ND ND ND ND ND 

nAg 1333.33 
± 427.62 

ND ND ND ND ND 

Ag2O 66.67 
± 24.62 

ND ND ND ND ND 
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Among different CuO NPs, positively charged CuO and CuO-NH2 were more effective 
against bacteria and especially CuO-NH2 in some cases (P. aeruginosa). In general, CuO 
NPs were not so efficient against bacteria compared to Ag NPs. However some CuO NPs 
had promising results against S. aureus. The most resistant bacteria to Cu components 
were P. aeruginosa PAO1 as indicated by its MBC of 1400 ± 400 mg/L and most 
susceptible was S. aureus, which MBC was lower than 100 mg/L. 

Despite to promising antibacterial properties of Ag and CuO NPs, it is important to test 
toxicity of these components on human cells and compare their toxicity to bacterial and 
mammalian cell to have a therapeutic window for usage. While Ag and CuO NPs display 
promising antibacterial properties, assessing the toxicity of these components on human 
cells and comparing their toxicity to bacterial and mammalian cells is crucial to establish 
a therapeutic window for their use.  

It’s well known that this therapeutic window (antibacterial efficacy versus cytotoxicity), 
usually does not exist according to studies (O. Bondarenko et al., 2013), yet there is 
limited knowledge regarding the impact of surface functionalization on this overlap. We 
therefore tested a hypothesis that the therapeutic window of NPs might be influenced 
by different surface functionalizations of NPs. As such, further research in this area could 
lead to optimized NP designs with better safety profiles. 

4.3 Comparison of antibacterial properties and toxicity for human cells 
using different functionalization in CuO NPs (Publication I) 
Because some CuO NP were found potent against bacteria and Ag NPs have well-known 
toxic effects for human cells (McShan et al., 2014), we decided to compare the toxicity 
to human cells with toxicity to bacteria in vitro for CuO NPs which had to have better 
safety profile, since it is vital microelement. The cytotoxic effects of these NPs were 
tested by Alamar Blue Assay test with THP-1 and HACAT cells, with particular attention 
paid to the impact of surface functionalization. 

In terms of surface functionalization, it was found that cationic unmodified CuO and 
CuO-NH2 NPs displayed higher toxicity to human cells compared to bacteria. In contrast, 
the CuO-COOH and CuO-PEG, which were negatively charged, were less toxic to human 
cells but had a significantly greater impact on bacteria (Figure 1). Interestingly, the results 
showed that the toxicity of these NPs to human cells was not solely dictated by the Cu 
content. This is evidenced by the fact that the Cu-adjusted half maximal effective 
concentration (EC50) values of CuO-NH2 NPs were significantly lower than that of CuSO4, 
despite CuSO4 having a higher Cu concentration. This indicates that toxicity mechanisms 
beyond mere Cu content play a role in the cytotoxicity of CuO-NH2 NPs. 
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Figure 1. Toxicity of Cu compounds to bacteria Escherichia coli (E. coli), HACAT keratinocytes and 
differentiated THP-1 cells (dTHP-1). The average compound-based 24-h half maximal effective 
concentration (EC50) values with 95% confidence intervals mg/l (a) and the clustering of average 
compound-based 24-h EC50 (b). and the clustering of average copper adjusted 24-h EC50. Adopted 
and changed from Publication I. 
 

In an attempt to understand the mechanisms underlying this differential toxicity, we 
investigated the NPs’ ability to induce ROS under abiotic conditions and their potential 
to provoke inflammation in mammalian cells. We also conducted detailed studies on 
their interactions with human cells in vitro, focusing primarily on NPs localization and 
uptake mechanisms. 
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4.4 Mechanisms of toxicity of CuO NPs with different functionalization 
(Publication I) 
Our findings demonstrated that the toxicity of CuO NPs to human cells can be 
manipulated by varying the NP surface functionalization and form. Additionally, the data 
highlighted that Cu content alone does not define toxicity, pointing towards the 
contribution of other toxicity mechanisms to understand them by which Cu compounds 
exert their toxicity. Our first consideration was the bioavailability and dissolution of these 
compounds. To assess this, we used recombinant bioluminescent E. coli that showed 
increased bioluminescence in response to bioavailable Cu ions. This offered insight into 
the role of internalized Cu ions in the antibacterial potential of Cu compounds. 

Generally, Cu compounds exhibited similar behavior in the sub-toxic region, resulting 
in an increase in bioluminescence in E. coli MC1061 (pSLcueR/pDNPcopAlux) in 
proportion to the increase in Cu concentration. A distinctive exception was found with 
CuO-NH2, which exhibited toxic properties at noticeably low concentrations, indicating 
an antibacterial effect independent of dissolved Cu ions. In contrast to other NPs, the 
biosensor response to CuO-NH2 was less related to the Cu content and NPs dissolution. 

 
Figure 2. Bioavailability of Cu compounds. Induction of bioluminescence in E. coli biosensor in 
response to Cu compounds in cell culture medium 2 incubation with standard deviations. Adopted 
and changed from Publication I. 

 
We further explored the ability of Cu compounds to generate ROS and induce 

inflammation. CuO-NH2 were highly potent inducers of ROS. Intriguingly, they also 
demonstrated the highest capability to induce TNF-α, a pro-inflammatory cytokine. 
Additionally, we noted significant vacuolization in THP-1 cells exposed to CuO-NH2, which 
could be indicative of inflammation and cell death. 
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To comprehend the toxicity mechanisms of Cu compounds, we evaluated the  
“cell-associated Cu”, comprising intracellular Cu, NPs, and possibly cell surface-bound Cu. 
Our data suggested that the toxicity of Cu compounds was not purely caused by Cu ions 
alone. Specifically, CuO-NH2 NPs had lower cell-associated Cu, hinting at additional 
toxicity mechanisms. We also found exceptionally high levels of cell-associated Cu in cells 
exposed CuO-COOH, indicating a high tolerance of these cells to Cu in this particular 
form. To gain more insights, we investigated the cellular localization of Cu compounds in 
mammalian cells through confocal microscopy. We discovered a significantly higher 
association of CuO-COOH NPs with cells compared to other NPs, with most of the  
CuO-COOH NPs located inside the cells. This suggests that these macrophages have an 
extraordinarily high tolerance for internal Cu in CuO-COOH. 

Our research has shown that the toxicity of Cu compounds towards bacteria and 
human cells is influenced by several factors, including their bioavailability, dissolution, 
ability to induce ROS and inflammation, and their interaction with the cells, including 
uptake and cellular localization. These findings expand our understanding of the toxicity 
mechanisms of CuO-based NPs and will be invaluable for future design and application 
of these NPs in biomedical fields.  

4.5 Antibacterial synergy between Cu and Ag components (Publication II) 
In our research, we hypothesized that the synergistic antibacterial activity of CuO and Ag 
NPs results from their distinct, yet complementary, modes of action, like the classical 
synergy between different classes of antibiotics (Kohanski et al., 2010). The suggestion 
was that Ag NPs compromise the integrity of bacterial cell walls, which then paves the 
way for CuO NPs / Cu ions to pass into bacterial cells. Once inside, CuO NPs and Cu ions 
interfere with intracellular structures and functions. We first discerned the synergistic 
antibacterial effects of Cu and Ag compounds in a medium similar to a tissue infection 
transudate, the RPMI cell culture testing medium, which contains blood serum and 
growth factors. Figure 3 illustrates an example of this synergy, with the MBC serving as 
the measure of the lowest concentration that prevented visible bacterial growth on an 
agarized growth medium. For instance, to inactivate E. coli permanently, we required  
40 mg/l of Ag NPs or 400 mg/l of CuSO4 independently, but when used together,  
we needed only 5 mg/l of cAg and 25 mg/l of CuSO4. 
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Figure 3. The antibacterial synergy between CuSO4 and coated silver nanoparticles (cAg). E. coli K-12 
suspension was incubated with different concentrations of either cAg, CuSO4 or their combinations 
in RPMI cell culture medium for 24 h. After incubation 3 μl of the bacteria-NP mixture was pipetted 
onto agarized broth and minimal bactericidal concentration (MBC, the lowest tested concentration 
yielding no visible bacterial growth after 24 h incubation at 37֯C in the dark) was determined. The 
concentrations of cAg and CuSO4 are shown on the axes. The minimal bactericidal concentration of 
CuSO4 and cAg were 400 mg/L and 40 mg/L respectively. Published from publication II with 
permission from journal. 

 
We introduced the term “coefficient of antibacterial synergy” (K(AbS)) to quantify and 

compare the synergistic effect among various NPs and bacterial strains. This coefficient 
represents the combined antibacterial efficiency of NPs, contrasting it with the sum of 
the MBC values of the individual NPs (Equation 1). This coefficient has previously been 
applied to metal mixtures (Vaidya et al., 2017). If K(AbS) > 1, there is synergy; if K(AbS) = 1, 
there is an additive effect; if K(AbS) < 1, there is antagonism. 

Equation 1: 
 

𝐾𝐾(𝐴𝐴𝐴𝐴𝐴𝐴) = 1/(
MBC of antibacterial A in mix
MBC of antibacterial A alone

+
MBC of antibacterial B in mix
MBC of antibacterial B alone

) 

 
Figure 3 clearly demonstrates that the MBC of a Cu component and Ag NP mixture is 

considerably lower than the MBC of the separate components. Based on our K(AbS) 
formula, the antibacterial effect of this mixture is 5.33 times higher than the sum of the 
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separate components’ antibacterial effects. Different combinations of CuSO4 / cAg ratios 
yielded different K(AbS) results, with the highest K(AbS) most frequently observed using 
the 1:1 to 12.5:1 Cu/Ag ratio. 

The antibacterial synergy depended on the type of Cu component used (Figure 4). 
MBC values of different Cu components, both alone and in combination with cAg, varied 
among different bacteria, except for P. aeruginosa, which resisted Cu compounds, 
despite the similar cAg MBC for P. aeruginosa and other bacteria. 

Among CuO NPs, the highest K(AbS) with cAg was observed with unfunctionalized CuO 
and especially CuO-NH2, both of which are positively charged. However, the lowest 
K(AbS) was observed with negatively charged CuO-COOH. This implies that the inherent 
charge of CuO NPs influenced antibacterial synergy.  On the other hand, the highest 
K(AbS) had well-dissolved CuSO4 salt and it means that presence of Cu2+ ions the mayor 
role in antibacterial synergy between cAg and Cu components (Figure 4).  

 
Figure 4. Coefficient of antibacterial synergy (K(AbS)) between different Ag and Cu components in 
RPMI cell culture media with E. coli K-12 strain. * - P < 0.05; ** - <0.01; *** - < 0.001, ## - P <0.01 
antagonism. Note: K(AbS) has been calculated as mean K(AbS) from different experiments, not from 
mean MBC of components in the mix or alone. The mean values with standard deviation are shown. 
Abbreviations: coated silver nanoparticles (cAg), nanosilver (nAg), silver oxide (Ag2O), silver nitrate 
(AgNO3), copper oxide (CuO), copper oxide coated with amino groups (CuO-NH2), copper oxide 
coated with carboxy groups (CuO-COOH) and copper sulphate (CuSO4). Published from publication 
II with permission from journal. 
 

Interestingly, the antibacterial synergy also relied on the Ag component. Various Ag 
NPs and AgNO3 were examined to determine which would display stronger antibacterial 
synergy with Cu components. The highest antibacterial synergy was showed when mixed 
non-oxidized Ag NPs with Cu salt. AgNO3 did not show strong antibacterial synergy with 
Cu components. 
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4.6 Mechanisms of antibacterial synergy (Publication II) 
To understand antibacterial synergistic effect between Cu and Ag, several tests were 
conducted. It was hypothesized that their synergy could be linked to their different 
cellular targets in/on bacterial cells. A popular example of such synergy is seen between 
beta-lactam antibiotics, which impair bacterial cell membranes, and aminoglycosides, 
which obstruct bacterial protein synthesis. The heightened effect of aminoglycosides 
when used with β-lactams is said to be due to the β-lactam-induced membrane damage 
that boosts the uptake of aminoglycosides (Kohanski et al., 2010). 

We hypothesized that one component (Cu or Ag component) might be causing more 
membrane damage, facilitating the other component’s entry into the cell, thus further 
damaging the internal structures. In an attempt to corroborate this hypothesis, we 
assessed the outer membrane permeability of two Gram-negative bacteria, E. coli K-12 
and P. aeruginosa PAO1. Our findings indicated that AgNO3 and cAg were able to damage 
the outer membrane of both bacteria. Although cAg took longer to cause damage 
compared to AgNO3, and P. aeruginosa’s membrane was more resistant to damage 
compared to E. coli's. However, CuO NPs and CuSO4 did not cause significant membrane 
damage, especially in P. aeruginosa. This implies that Ag compounds might be 
inactivating cells by rupturing the bacteria’s outer membranes, while Cu compounds 
seem to target other cell structures. Additionally, mixing Cu and Ag compounds didn’t 
significantly alter the damaging action on the membrane. Thus, we discovered that the 
synergy between Cu and Ag did not result from damaging the bacterial outer membrane 
(Figure 5). 

 
Figure 5. Production of reactive oxygen species (ROS) in suspensions. Measurement of induction of 
ROS in abiotic (a, c) and biotic (b, d) conditions. Measurement of ROS induction was performed after 
incubation with components alone (a, b) or in the mix of cAg and Cu components in a ratio 1:4 (c, d). 
cAg, Coated silver nanoparticles; AgNO3, Silver nitrate; CuO, Copper oxide; CuO–NH2, Copper oxide 
coated with amino groups; CuSO4, Copper sulphate; RFU, Relative fluorescence units. Published 
from publication II with permission from journal. 
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We also examined the potential role of ROS in the synergy of Cu and Ag. The Fenton-like 
reaction capacity of Cu ions to redox-cycle between Cu+/Cu++ which can generate ROS 
leading to lipid peroxidation, protein oxidation and DNA damage was investigated. 
However, our tests showed that the addition of CuO-NH2 or CuSO4 to cAg did not enhance 
ROS production, both in the presence and absence of bacteria, contradicting the idea 
that ROS might be the reason for the observed synergy between Cu and Ag components. 

We further studied the dissolution of Ag NPs in water and RPMI CCM, with and 
without the addition of CuSO4. Interestingly, there was a marked increase in the 
dissolution of Ag NPs with CuSO4 addition. This suggests an improved dissolution of Ag 
NPs in the presence of Cu2+, possibly due to a redox reaction between Cu and Ag 
components (Figure 6). 

 
Figure 6. Dissolution of silver nanoparticles. Dissolution percentage of silver components (100 mg/L) 
in water and in RPMI CCM with and without the addition of CuSO4 (400 mg/L) after 24 h of incubation 
in a shaker at 37 °C. *P < 0.05; **P < 0.01; ***P < 0.001. cAg, Coated silver nanoparticles; nAg, 
Nanosilver; Ag2O, Silver oxide; AgNO3, Silver nitrate; CuSO4, Copper sulphate; RPMI CCM, Roswell Park 
Memorial Institute cell culture media. Published from publication II with permission from journal. 

 
Lastly, in line with the aforementioned redox reaction, Cu+ is produced in the mix of 

Ag NPs and Cu2+ ions. We conducted a qualitative chemical reaction that proved the 
presence of Cu+ in the mixture, but not in nAg suspension, AgNO3, or CuSO4 solutions 
separately. Since Cu+ has a higher antibacterial effect compared to Cu2+ due to its 
capacity to generate OH radicals, the formation of additional Cu+ ions in the solution may 
be among the main factors driving the antibacterial synergy of the Ag NP/Cu2+ system. 

Our work demonstrates that a combination of non-oxidized Ag NPs and Cu ions is vital 
for achieving antibacterial synergy. We propose at least three reasons for this synergistic 
effect. Firstly, Cu ions enhance the oxidation of non-oxidized Ag0 in a redox reaction, 
resulting in improved dissolution of Ag+ from Ag NPs. Secondly, the production of more 
antibacterial Cu+ ions occurs in the same redox reaction. Lastly, the presence of Cu2+ 
reduces Ag ion binding to proteins in the culture medium, thereby increasing the 
concentration of free Ag+ in the solution. Therefore, Cu2+ ions’ release from CuO NPs is 
essential for this synergistic action. These processes can occur both outside and within 
cells, with the latter causing more harm to cell homeostasis. Additional factors, like  
zeta-potential and NP surface functionalization, might have minor impacts on 
antibacterial synergy, warranting further investigation.  
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Understanding these mechanisms provides a critical foundation for the development 
of more efficient antimicrobial materials. In-depth knowledge of these processes allows 
for the creation of synergistic combinations of antimicrobial agents, thereby enhancing 
their overall efficacy against pathogenic bacteria. 

4.7 Antiviral properties of CuO and Ag NPs (Publication III) 
Understanding the antiviral properties of NPs is, also, crucial as it opens up new avenues 
for developing effective therapies and preventive measures against various viral 
infections, especially respiratory viral infections which is very popular topic today. It aids 
in the design of advanced materials such as protective clothing, filters, and surfaces with 
inherent antiviral properties, enhancing public health safety, particularly during 
pandemics. We evaluated the antiviral properties of Ag, Cu, and Zn NPs and their 
corresponding salts using plaque assays on suspensions of influenza A virus and 
coronaviruses TGEV and SARS-CoV-2. For safety reasons, TGEV served as a Biosafety 
Level 2 model for SARS-CoV-2 susceptibility evaluation. We used metallic salts as controls 
during these NP tests. To ensure no cytotoxic effects were induced by the tested 
compounds, we confirmed their absence in vitro on cell lines, as the infection process in 
the plaque assay inherently involved the suspension of cells with these compounds. We 
sought to develop and assess materials with high efficacy, hence, we conducted the 
antiviral efficacy assessments of metal compounds in suspensions at the 1-hour mark. 

Our suspension tests revealed that CuSO4 was the most effective component against 
all tested viruses, including A/WSN/1933 (H1N1), SARS-CoV-2, and TGEV (half maximal 
inhibitory concentration (IC50) values of 1.40, 0.45, and 4.44 mg/L respectively) (Table 6). 
This highlights the superior antiviral capabilities of Cu, particularly Cu ions. CuO,  
CuO-NH2, and CuO-COOH NPs exhibited lower antiviral effectiveness compared to 
CuSO4, with the exception of CuO-COOH, which demonstrated an IC50 value of 0.57 mg/L 
against A/WSN/1933 (H1N1). This could be attributed to the enhanced antiviral efficiency 
due to carboxylation, as carboxyl groups can bind to viral RNA. 

 
Table 6. Antiviral efficacy (half maximal inhibitory concentration (IC50)) of metal salts and metal 
NPs against influenza A virus, SARS-CoV-2, and TGEV in water suspensions. Adopted and changed 
from Publication III. 

Substance 
 

IC50 (mg/L) 
 
Influenza A Virus SARS-CoV-2 TGEV 

 
CuSO4 1.40 0.45 4.44 
CuO 49.25 >100 383.4 
CuO-NH2 1.88 149.1 8.8 
CuO-COOH 0.57 79.68 13.75 
ZnSO4 3.39 35.65 ND 
ZnO 134.8 ND ND 
AgNO3 >100 NA >100 
nAg >1000 NA NA 

NA—not applicable: since nAg NPs and AgNO3 were toxic to VeroE6 cells used for tests with SARS-CoV-2 
already at 10 mg/L. ND—not determined, half maximal inhibitory concentration IC50. 
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AgNO3 was ineffective at even the highest concentration (100 mg/L) tested in our 
study and failed to significantly reduce the titers of A/WSN/1933 (H1N1) and TGEV to 
calculate an IC50. The zinc sulfate (ZnSO4) displayed lesser antiviral effectiveness against 
the tested influenza and coronavirus strains compared to CuSO4. Antiviral synergy 
between Cu and Ag components has not been detected. As we pointed out in the 
previous paragraph, the main reason for the antibacterial synergy is the increase in free 
Ag ions in the solution in the presence of Cu ions. But since Ag components did not 
showed strong antiviral properties, antiviral synergy does not occur in this case.  

Due to significant antiviral effect of Cu components, we chose them for incorporation 
into filter materials. Unfortunately, the CuO-NH2 and CuO-COOH NPs that underwent 
functionalization aggregated in solvents, which is evidenced by high polydispersity index 
values ranging from 0.7 to 1 (data not shown). As a result, these NPs were unsuitable for 
electrospinning. Consequently, surface-functionalized NPs were not employed in the 
production of filter materials. However, the unfunctionalized CuO NPs, and CuSO4 salt, 
exhibited exceptional compatibility for integration into CA filter materials. Hence, these 
were utilized in the fabrication of the filter materials. 

4.8 Characterization of produced filter materials (Publication III) 
We leveraged electrospinning techniques and utilized cellulose acetate (CA) as a polymer 
to incorporate CuO NPs and CuSO4, with a view to develop novel filter materials (Table 7). 

Table 7. Characteristics of electrospun filter materials. Adopted and changed from Publication III. 

Samples 
Mat 
thickness, 
mm 

Diameter, 
nm 

Air 
Permeability, 
Pa/cm2 

Hydrophobic 
/Hydrophilic 
Measuring 

Cu 
Content, 
% 

Released 
Cu 
Content, 
1h, % 

CA 0.051 750 125.0 Hydrophobic 0 ND 
CA_7.5% 

CuSO4 0.062 972 54.1 Hydrophobic 4.68  
± 1.1 46 

CA_10% 
CuO 0.163 759 47.4 Hydrophobic 8.01  

± 0.39 0 

CA_thymol 0.036 545 45.4 Hydrophilic 0 ND 
CA_thymol 

_7.5% 
CuSO4 

ND 431 55.9 Hydrophilic 7.38 
± 0.61 78 

Additionally, we employed thymol during the electrospinning process to enhance the 
porosity and hydrophilicity of the fibers in the filter materials, as suggested in prior 
articles (Chen et al., 2020). We hypothesized that an increased porosity, courtesy of 
thymol, will augment metal release and thereby bolster the antimicrobial properties of 
the filter materials. Furthermore, heightened hydrophilicity should facilitate superior 
metal ion release, leading to more effective virus inactivation. 

The fabricated filter materials were categorised as follows: CA (CA without antimicrobial 
components); CA_7.5%CuSO4 (CA containing 7.5% CuSO4); CA_10%CuO (CA containing 10% 
CuO); CA_thymol (CA containing 10% thymol); and CA_thymol_7.5%CuSO4 (CA combined 
with 10% thymol and 7.5% CuSO4). All indicated percentages were determined based on 
Cu content. 
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The maximum Cu concentration derived from CuSO4 and CuO that we successfully 
integrated into CA was up to 8% (Table 7). To illustrate, when 7.5% of Cu derived from 
CuSO4 was incorporated into CA polymer solutions (sample denoted as CA_7.5%CuSO4), 
the final filter material displayed a measured Cu concentration of 4.68%. Thymol notably 
facilitated the integration of CuSO4 into CA. When 7.5% of Cu from CuSO4 was 
amalgamated with CA containing thymol, the final filter material's Cu concentration was 
almost identical to the nominal, at 7.38%. 

The developed filter materials were evaluated for fiber morphologies, material 
thickness, hydrophilicity/hydrophobicity, and air-filtration parameters. Thymol resulted 
in improved material hydrophilicity and enhanced Cu release by 1.7 times compared to 
CA fibers without thymol (Table 7). 

4.8.1 Antibacterial properties of filter materials (Publication III) 
Subsequently, we assessed the antibacterial potential of the developed filter materials 
against E. coli and S. aureus. Antibacterial activity against these bacterial strains was 
evaluated using the agar diffusion assay and visualized in Figure 7. As predicted, CA alone 
(control) did not inhibit bacterial growth. All other filter materials demonstrated 
exceptional antibacterial activity against both E. coli and S. aureus. Intriguingly, even CA 
incorporating thymol exhibited antibacterial effects without any Cu compound 
incorporation. The most potent antibacterial effect (largest bacteria-free zone) was 
observed for CA integrated with CuSO4 and CA combined with thymol and CuSO4. 
 

 
Figure 7. Antibacterial activity of filter materials against bacteria E. coli and S. aureus. The filter 
materials were removed for the images to demonstrate the bacteria-free area under the materials. 
Published from publication III with permission from journal. 
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4.8.2 Antiviral properties of filter materials (Publication III) 
In the previous stages of our research, we assessed the antiviral efficacy of NPs in 
suspension (Table 6). We then analyzed the antiviral activity of our fabricated filter 
materials against A/WSN/1933 (H1N1), SARS-CoV-2, and TGEV viruses. This was done by 
incubating the virus stock with the material and subsequently evaluating its effect on the 
virus titer using the plaque assay. 

The most substantial virucidal effect (expressed as the reduction of viral titers post  
5-minute and 1-hour exposure) was recorded for filter materials CA with CuSO4 and CA 
combined with thymol and CuSO4 (Figure 8). These CuSO4-infused materials decreased 
influenza A virus titers by 1.1–1.8 log after 5 minutes of exposure and by 1.6–1.8 log after 
1 hour of exposure (Figure 8A). 
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Figure 8. Antiviral properties of CA without additives (control), 7.5% CuSO4 and 10% CuO in CA 
against influenza A/WSN/1933 (H1N1) virus (A), SARS-CoV-2 (B), and transmissible gastroenteritis 
coronavirus TGEV (C). Statistical significance is represented as follows: * p < 0.05; ** p < 0.01. 
Published from publication III with permission from journal. 
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Out of the three tested viruses, TGEV was the least affected by the virucidal effect of 
all filter materials: a modest 0.2 log reduction was observed after 1-hour exposure for CA 
material with CuSO4. No significant effect was noted when thymol was added to the same 
material (Figure 8C). 

The most potent virucidal effect of filter materials were observed against SARS-CoV-2: 
CA fibers with 7.5% Cu from CuSO4 entirely neutralized the infectivity of SARS-CoV-2 after 
1 hour of contact exposure, while the CA_thymol_7.5%CuSO4 material reduced the titer 
by 1.14 logs (Figure 8B). 

Interestingly, contrary to the filter materials containing CuSO4, those with 10% CuO 
didn’t show effectiveness against any of the tested viruses. However, the addition of 
thymol alone to the CA material led to a reduction of A/WSN/1933 (H1N1) titer by 
approximately 0.7 logs compared to the CA control material without additives. Still,  
the difference was not statistically significant (Figure 8A). 

Thymol’s antiviral effect was found to be specific to the influenza virus in our 
experiments, as the CA_thymol material didn't decrease the titers of coronaviruses.  
This outcome highlights the significance of hydrophobicity in antiviral efficacy. 

We suggested that the influenza virus is more susceptible to Cu ions, while SARS-CoV-2 
is more vulnerable to the material’s hydrophobic interactions. In conclusion, filter 
materials containing CuSO4 demonstrated superior antiviral properties. Additionally, 
material hydrophilicity and hydrophobicity seemed to play a crucial role. 
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5 Conclusions 
In this comprehensive investigation, we aimed to characterize the antimicrobial effects 
and safety of differently functionalized Cu and Ag NPs, dissect their mechanism of action, 
alone and in combination and developed new antimicrobial materials based on 
investigated NPs. 

Firstly, we systematically compared the toxicity and mechanisms of Cu and Ag NPs 
with varying surface functionalizations to bacteria, viruses, and mammalian cells in vitro. 
We discovered that the toxicity of NPs to human cells can be significantly attenuated by 
functionalization of NPs with negatively charged groups, effectively broadening the 
therapeutic window. This finding presents a promising avenue for the creation of 
efficient and safe antimicrobials, thus opening up potential novel therapeutic strategies 
in combating bacterial infections. 

Secondly, our research discovered an intriguing antibacterial synergy between Ag and 
Cu components, an interaction which underlying mechanisms we further elucidated. Our 
results showed that the combination of non-oxidized Ag NPs and Cu2+ ions was crucial 
for antibacterial synergy. This was attributed to three core processes: the enhancement 
of oxidation of Ag0 NPs through a redox reaction, instigated by Cu ions, leading to a 
greater dissolution of Ag+ from the NPs; the increased production of antibacterial Cu+ 
ions in the same redox reaction, which are more toxic to bacteria; and the diminished 
binding of Ag ions to proteins in the culture medium when in the presence of Cu ions.  
It leads to increased concentration of free Ag+ in the solution. We found that this 
synergistic effect could be highly instrumental in antibacterial applications, such as in 
wound dressings for treating infected wounds or filter materials preventing bacterial and 
viral infections. 

Thirdly, we ventured into the realm of material development, focusing on creating 
new NPs-based antibacterial and antiviral materials. Our endeavours have resulted in 
innovative filter materials that incorporate CuSO4 or CuO NPs, exhibiting potent antiviral 
and antibacterial properties. These materials have demonstrated remarkable efficacy 
against a spectrum of pathogens, including SARS-CoV-2, Influenza A and bacteria such as 
E. coli and S. aureus. We envisage their applications in medical settings to mitigate the 
spread of infectious agents. 

In conclusion, the research undertaken in this study has greatly contributed to our 
understanding of the mechanisms and potential applications of metal-based NPs in 
antimicrobial treatments. We have offered novel insights into the differential toxic 
effects of these NPs on human and bacterial cells, discovered mechanisms of the 
synergistic antibacterial action of Ag and Cu components, and advanced the 
development of NPs-based antimicrobial materials. Our findings set a robust foundation 
for further exploration and optimization of these promising materials, bringing us a step 
closer to more effective antimicrobial solutions. 
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Abstract 

Synergistic Mechanisms and Toxicity Profiles of Silver and 
Copper Nanoparticles for the Development of Novel 
Antimicrobial Materials 
This research provides a comprehensive data on antimicrobial properties and safety 
profiles of differently functionalized copper (Cu) and silver (Ag) nanoparticles (NPs) and 
mechanisms of their synergy. In addition, on the basis of characterized NPs, we 
developed innovative NP-based antibacterial and antiviral materials that showed 
excellent antibacterial and antiviral properties and thus, promising prospects in the 
medical field. 

At the core of this research, we conducted an extensive comparison of the toxicity and 
mechanism of action of Cu and Ag NPs, specifically those with differing 
functionalizations, against bacteria, viruses, and mammalian cells in vitro. The findings 
highlighted a notable reduction in toxicity of NPs to human cells when NPs were 
functionalized with negatively charged groups. This observation found the crucial role of 
NP surface charge in influencing cytotoxicity and uncovered a new dimension in 
nanosafety. By widening the therapeutic window for the treatment of bacterial 
infections, this discovery set a precedent for the future design of antimicrobial agents 
that balance antibacterial efficacy with reduced cytotoxicity to human cells, thereby 
resulting more efficient and safe antimicrobials. 

After understanding the mechanisms of NPs, we focused on antibacterial synergistic 
effects of Ag and Cu NP combinations. We discovered that the combined antibacterial 
action of Ag and Cu in NPs goes beyond the additive effect of their individual antibacterial 
properties. Three key processes were identified as responsible for this synergistic action. 
First, Cu2+ ions were found to enhance the oxidation of non-oxidized Ag in a redox 
reaction, leading to an augmented dissolution of Ag+. Simultaneously, the same redox 
reaction led to the generation of a higher quantity of antibacterial Cu+ ions, which are 
more antibacterial. Lastly, the presence of Cu2+ was observed to reduce the binding of 
Ag ions to proteins in the culture medium, thereby increasing the concentration of free 
Ag+ in the solution. With these findings, we propose that the interplay of Cu and Ag in 
NPs can be optimized to create a synergistic antibacterial action, which can be exploited 
for more efficient antimicrobial applications. 

The third significant achievement of this research was the development of new  
NP-based antibacterial and antiviral filter materials, especially those incorporating CuSO4 
or CuO NPs. We tested these materials against a range of pathogens, including  
SARS-CoV-2, Influenza A, E. coli, and S. aureus. Impressively, they exhibited potent 
virucidal and bactericidal effects, with CuSO4-based filter materials being especially 
effective against SARS-CoV-2. The development of these advanced filter materials 
represents an important step towards creating practical inventions to mitigate the 
spread of bacterial and viral pathogens. 

In summary, this doctoral research advances the current understanding of the 
antimicrobial potential of metal-based NPs, particularly those based on Cu and Ag. By 
offering new insights into NP cytotoxicity, antibacterial synergy, and material 
development, it builds a solid foundation for the future design and optimization of  
NP-based antimicrobials and materials. It helps to bring the medical field closer to 
efficacious, safer, and practical antimicrobial solutions.  
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Lühikokkuvõte 

Vase ja hõbeda nanoosakeste sünergilise koosmõju 
mehhanismid ja rakendamine uute antimikroobsete 
materjalide arendamiseks  
Antud doktoritöö keskendub vase (Cu) ja hõbeda (Ag) nanoosakeste (NPs) 
antimikroobsetele omadustele, nende ohutusele, koosmõjule ja toimemehhanismidele. 
Töö viimases osas kirjeldatakse antud nanoosakeste põhjal arendatud uudsete bakteri- 
ja viirusvastaste filtermaterjalide loomist ja omadusi.  

Uuringu käigus leidsime, et erinevalt funktsionaliseeritud negatiivse pinnalaenguga Ag 
ja Cu nanoosakesed olid inimrakkudele in vitro tingimustes ohutumad kui erinevalt 
funktsionaliseeritud positiivse pinnalaenguga nanoosakesed, olles siiski piisavalt 
efektiivsed bakteritega võitlemiseks. See, et negatiivselt laetud Ag ja Cu nanoosakesed 
olid inimrakkudele vähem toksilised kui bakterirakkudele võimaldab laiendada nende 
osakeste terapeutilise kasutamise ’akent’, mis omakorda on oluline tõhusamate ja 
ohutumate antimikroobsete nanoosakeste ja nendel põhinevate materjalide loomisel. 

On märkimisväärne tulemus, et Ag ja Cu nanoosakeste koos-kasutamisel ilmnes  
sünergiline bakterivastane toime, mille selgituseks pakkusime välja kolm põhilist 
mehhanismi: (i) Cu2+ ioonid suurendasid redoks-reaktsioonis mitte-oküdeerunud Ag 
oksüdatsiooni, mis viis Ag+ lahustumise suurenemiseni; (ii) redoks-reaktsioon viis 
suurema hulga antibakteriaalsete Cu+ ioonide vabanemiseni, millel on tugevam 
bakterivastane toime võrreldes Cu2+ ioonidega; (iii) Cu2+ juuresolu vähendas Ag+ ioonide 
sidumist katsekeskkonnas olevate valkudega, suurendades seeläbi vaba Ag+ 
kontsentratsiooni lahuses. Kõiki neid teadmisi kasutades  on võimalik luua tõhusamaid 
antimikroobseid rakendusi 

Uurimistöö kolmas oluline saavutus oli uute nanoosakeste baasil antibakteriaalsete ja 
viirusevastaste filtrimaterjalide arendamine. CuSO4 või CuO sisaldavad materjalid olid 
eriti tõhusad bakterite ja viiruste vastu, sealhulgas SARS-CoV-2, gripp A, Escherichia coli 
ja Staphylococcus aureus vastu. Selliste uudsete filtrimaterjalide arendamine on oluline 
samm mikroobsete patogeenide leviku tõkestamisel. 

Kokkuvõtteks laiendab antud doktoritöö praegust arusaama vase- ja hõbedapõhiste 
nanoosakeste antimikroobsest potentsiaalist, mehhanismidest ja koostoimest. 
Doktoritöö käigus saadud tulemused nanoosakeste tsütotoksilisusest ja 
antibakteriaalsest sünergiast võimaldavad luua uusi antimikroobseid materjale, mis 
omakorda tõhustab võitlust  infektsioonide ja bakterite antibiootikumiresistentsusega. 
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Publication I 

Kubo, A.-L., Vasiliev, G., Vija, H., Krishtal, J., Tõugu, V., Visnapuu, M., Kisand, V., 
Kahru, A., & Bondarenko, O. M. (2020). Surface carboxylation or PEGylation 
decreases CuO nanoparticles’ cytotoxicity to human cells in vitro without 
compromising their antibacterial properties. Archives of Toxicology, 94(5),  
1561–1573. https://doi.org/10.1007/s00204-020-02720-7  
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666�789:;<�=�>?@=A<79ABA=;<C�;9@?DEFGEHDI�JFD�GEJKLGHJDMKGN�DOHGHP�QR�ST�UVIWJFD�LDIJ�XDJGNYLGIDZ�GEJKLGHJDMKGNI�[EQ\E�IQ�RGM]�̂E�GZZKJKQE_�à�KI�G�XKHMQDNDXDEJ�GEZ�KI�LDEDbHKGN�RQM�\QaEZ�FDGNKET_�IJKXaNGJKET�JFD�XKTMGJKQE�QR�bLMQLNGIJI_�cMQXQJKET�HQNNGTDE�IPEJFDIKI_�LDKET�DIIDEJKGN�RQM�GETKQTDEDIKI_�IaccQMJKET�\QaEZ��FDGNKETd�GEZ�LQED��MDTDEDMGJKQEe]�faI_�à�GEZ�ST�UV�HQXLKEGJKQEI�HQaNZ�FGgD�G�IacDMKQM�GEJKLGHJDMKGN�DhDHJ_�KXcMQgD�\QaEZ�FDGNKET�GEZ�JFDMDRQMD_�LD�G�FKTFNP�LDEDbHKGN�JMDGJXDEJ�RQM�KERDHJDZ�\QaEZI]iDcGMGJDNP_�JFD�GEJKLGHJDMKGN�DhDHJI�QR�LQJF�̀aj�GEZ�ST�UVI�GMD�\DNNYIJaZKDZ]�kIKET�JFD�[DP\QMZI�lIKNgDM�EGEQcGMJKHNDm�LGHJDMKGmn�QM�lHQccDM�EGEQcGMJKHNDm�LGHJDMKGmn_�JFD�IDGMHF�KE�VaLoDZp�cDMRQMXDZ�QE�qrJF�oGMHF�qsqr�MDJMKDgDZ�d_ttu�GEZ�v_vvr�MDIcQEIDI_�MDIcDHJKgDNP]SEJKLGHJDMKGN�XDHFGEKIXI�QR�ST�UVI�cDM�ID�GMD�MDNGJKgDNP�\DNN�aEZDMIJQQZ]�wFDE�KE�HQEJGHJ�\KJF�LGHJDMKG_�ST�UVI�NQHGNKxD�QE�LGHJDMKGN�HDNN�\GNN�GEZ�QyKZKxD_�NDGZKET�JQ�JFD�HQEHDEJMGJDZ�ST�MDNDGID�GJ�JFD�UVYHDNN��KEJDMRGHDu]�wD�cMDgKQaINP�IFQ\DZ�JFGJ�ZGXGTD�JQ�JFD�HDNN�\GNN�QR�TMGXYEDTGJKgD�LGHJDMKG�LP�ST�UVI�QHHaMI�XGKENP�GJ�JFD�cNGIXG�XDXLMGED_�\FDMDGI�JFD�QaJDM�XDXLMGED�QR�JFD�LGHJDMKGN�HDNN�\GI�EQJ�G�JGMTDJ�QR��UVIz]fD�XQNDHaNGM�XDHFGEKIXI�QR�̀aj�UVI�GMD�NDII�IJaZKDZ]�̂E�qssu_�{DKENGGE�DJ�GN]�IFQ\DZ�JFGJ�JFD�JQyKHKJP�QR�àj�UVI��|}̀ ts�~�ez�XT�N��JQ�LGHJDMKG����������������LaJ�GNIQ�JQ�HMaIJGHDGEI�\GI�ZaD�JQ�IQNaLKNKxDZ�̀a��KQEIvs]�UQJGLNP_�ZDIcKJD�KJI�DyHDNNDEJ�GEJKLGHJDMKGN�DhDHJI_�JQyKHKJP�QR�̀aj�JQ�FaXGE�HDNNI�KI�NQ\DM�HQXcGMDZ�JQ�JQyKHKJP�QR�ST�GEZ�ST�UVI]�iKEHD�̀a�KI�G�gKJGN�XKHMQDNDXDEJ_�KE�IQXD�HGIDI�̀aj�UVI�RGHKNKJGJD�cQIKJKgD�DhDHJI�IaHF�GI�KXcMQgDZ�GETKQTDEDIKI�GEZ�\QaEZ��FDGNKETd]��DJGKNDZ�GEJKLGHJDMKGN�XDHFGEKIXI�QR�̀aj�UVI�\DMD�RaMJFDM�IJaZKDZ�aIKET�MDHQXLKEGEJ��������vv]�̂E�HQEJMGIJ�JQ�ST�UVI�JFGJ�ZKZ�EQJ�HGaID�MDGHJKgD�QyPTDE�IcDHKDI�|�ji��aEZDM�GLKQJKH�HQEZKJKQEI_�̀aj�UVI_�DIcDHKGNNP�cQIKJKgDNP�HFGMTDZ�QEDI_�KEZaHDZ�IKTEKbHGEJ�NDgDNI�QR��ji]�fD�IaMRGHD�HFGMTD�QR�UVI�HGE�LD�DGIKNP�XQZKbDZ�JFMQaTF�IaMRGHD�RaEHJKQEGNKxGJKQE�GEZ�cNGPI�G�MQND�KE�JFD�KEGHJKgGJKQE�QR�LGHJDMKG]�iKEHD�JFD�HDNN�\GNN�QR�LGHJDMKG�KI�EDTGJKgDNP�HFGMTDZ_�cQIKJKgDNP�HFGMTDZ�UVI�XGP�GZFDMD�LDJJDM�JQ�JFD�LGHJDMKGN�HDNN�\GNNI�GEZ�KEGHJKgGJD�LGHJDMKG�XQMD�DOHKDEJNP]wD�FGgD�IJaZKDZ�GEJKLGHJDMKGN�UVI�IKEHD�qssu�GKXKET�JQ�aEZDMIJGEZ�JFD�JQyKHKJP�XDHFGEKIXI�QR�UVI�GEZ�JQ�KEHMDGID�JFDKM�DOHGHP�GEZ��IGRDJPv_u�vs_vq�v�]��DHDEJ�GMJKHNDI�GEZ�QaM�MDIDGMHF�ZDXQEIJMGJDZ�JFGJ�JFD�GEJKLGHJDMKGN�DhDHJ�QR�UVI�HGE�LD�IKTEKbHGEJNP�DEFGEHDZ�KR�XDJGNYLGIDZ�UVI�QM�MDIcDHJKgD�XDJGNI�GMD�aIDZ�KE�HQXLKEGJKQE]�{Q\DgDM_�GNXQIJ�GNN�cMDgKQaINP�caLNKIFDZ�\QM[�RQHaIDI�QE�JFD�HQXLKEDZ�DhDHJI�QR�XDJGN�KQEI�GEZ�EQJ��UVIvt�vu]�SXQET�gGMKQaI�IJaZKDZ�HQXLKEGJKQEI�QR�XDJGNI�|ST�\KJF�̀a_��E_�̀Q_�̀Z�GEZ�UK�_�JFD�HQXLKEGJKQE�QR�ST�GEZ�̀a�FGZ�JFD�FKTFDIJ�IPEDMTKIJKH�GEJKLGHJDMKGN�DhDHJ�GTGKEIJ�LQJF��MGXYEDTGJKgD�GEZ��MGXYcQIKJKgD��LGHJDMKGvz]�fDMD�KI�G�TMQ\KET�KEJDMDIJ�KE�JFD�IPEDMTP�LDJ\DDE�̀a�GEZ�ST�XGEKRDIJDZ�KE�XQMD�caLNKIFDZ�GMJKHNDI�KE�JFD�NGIJ�PDGMI]�oQIJ�QR�JFDX�ZDIHMKLDZ�JFD�GEJKLGHJDMKGN�cMQcDMJKDI�QR�EGEQGNNQPI�QR�̀a�STqs_qv�QM�̀a�ST�\KJF�JFD�GZZKJKQE�QR�IQXD�QJFDM�XDJGNI�RQM�DyGXcND��JaETIJDEqq]��aMJFDMXQMD_��GET�GEZ�GN]�IFQ\DZ�cDMRDHJ�GEJKLGHJDMKGN�GEJKYLKQbNX�GEZ�\QaEZ�FDGNKET�cMQcDMJKDI�QR�̀a�ST��MGcFDED�jyKZD�HQXcQIKJDI�KE�KERDHJDZ�\QaEZ�XQaIDYXQZDNqr]��DXGM[GLNP_�ZDIcKJD�JFDID�GMJKHNDI�ZDIHMKLKET�GEJKLGHJDMKGN�IPEDMTP�LDJ\DDE�̀a�GEZ�ST_�\D�ZKZ�EQJ�KZDEJKRP�GEP�caLNKHGJKQEI�IPIJDXGJKHGNNP�IJaZPKET�JFD�IJaZPKET�JFD�IPEDMTKIJKH�DhDHJ�QR�UV�HQXLKEGJKQEI�QM�KJI�XDHFGEKIXI]Ê�JFKI�IJaZP�\D�FPcQJFDIKxDZ�JFGJ�JFD�IPEDMTKIJKH�GEJKLGHJDMKGN�XDHFGEKIX�QR�̀aj�GEZ�ST�UVI�KI�ZMKgDE�LP�JFDKM�HQXcNDXDEJGMP�XDHFGEKIXI�QR�GHJKQE��ST�UVI�ZGXGTD�LGHJDMKGN�HDNN�\GNNI_�RGHKNKJGJKET�JFD�DEJMGEHD�QR�àj�UVI�KEJQ�LGHJDMKG_�\FDMD�̀aj�UVI�ZKIMacJ�KEJMGHDNNaNGM�XQNDHaNDI]�oQMD�IcDHKbHGNNP_�\D�bMIJ�ZDIHMKLDZ�JFD�IPEDMTKIJKH�GEJKLGHJDMKGN�DhDHJ�LDJ\DDE�ST�GEZ�̀aj�UVI�\KJF�ZKhDMDEJ�RaEHJKQEGN�TMQacI�GTGKEIJ�gGMKQaI�LGHJDMKG�KEHNaZKET�XaNJKMDIKIJGEJ�LGHJDMKG]�iDHQEZNP_�\D�HQEZaHJDZ�G�IDJ�QR�JDIJI�JQ�aEZDMIJGEZ�JFD�XDHFGEKIXI�QR�JFD�GEJKLGHJDMKGN�IPEDMTP�QR�UVI��XDGIaMDZ�JFD�QaJDM�XDXLMGED�ZGXGTD_�KEZaHJKQE�QR��ji_�LKQGgGKNGLKNKJP�QR�à�GEZ�ST�KQEI�GEZ�HFGMTD�JMGEIRQMXGJKQE�QR�̀a�KQE]���������������������������������������������������������fD�HFGMGHJDMKxGJKQE�QR�UVI�aIDZ�KE�JFKI�IJaZP�KI�IFQ\E�KE� GLND�v]�àj�UVI�|̀aj��GEZ�̀aj�RaEHJKQEGNKxDZ�\KJF�GXKEQ�TMQacI�|̀aj�U{q��FGZ�cQIKJKgD�xDJGYcQJDEJKGN_�̀aj�RaEHJKQEGNKxDZ�\KJF�HGMLQyPN�TMQacI�|̀aj�̀jj{��FGZ�EDTGJKgD�xDJGYcQJDEJKGN]�SNN�JDIJDZ�ST�UVI�FGZ�IJMQET�
¡¢£¤¥�¦§��̀FGMGHJDMKxGJKQE�QR�EGEQcGMJKHNDI�|UVI��aIDZ�KE�JFD�HaMMDEJ�IJaZP]�HST_�̀QGJDZ�IKNgDM�EGEQcGMJKHNDÏ�EST_�UGEQIKNgDM̈��STqj_�iKNgDM�QyKZD̈�̀aj�U{q_�̀aj�HQGJDZ�\KJF�GXKEQ�TMQacÏ�̀aj�̀jj{_�̀aj�HQGJDZ�\KJF�HGMLQyPN�TMQacI_��Vo _̂��QI\DNN�VGM[�oDXQMKGN�̂EIJKJaJD�XDZKaX]�m̀FGMGHJDMKxGJKQE�QR�UVI�FGI�LDDE�ZQED��cMDgKQaINPvr]�mm̀FGMGHJDMKxGJKQE�QR�UVI�FGI�LDDE�ZQED��cMDgKQaINPv�]�mmm̀FGMGHJDMKxGJKQE�QR�UVI�FGI�LDDE�ZQED��cMDgKQaINPu]

©¥ª¢¤«£¢¬¥�®̄ ¬�°±�²¥ª¢¤�¬¢¤ª¬ ±̄³²¢±́�¬³µ¥¶�·²�̧�¬ª¢·¢±�¥¹³¢ª³°· º́±°́·¢²³»�³¢²¥ª¥±�¼½¾¿�³·�©À�Á¢ª¥±¶�·²�¼Â³¿�̧�¬ª¢·¢±�¥¹³¢ª³°· ½¾�³·�Ã̄©Ä�»¥¤¤�»Å¤ªÅ±¥�²¥³Å²¶�·²�¼Â³¿�̧�¬ª¢·¢±�¥¹³¢ª³°· Æ¥ª¢«Â°ª¥·ª³¢¤�³·�©À�Á¢ª¥±¶�²Ç�̧�¬ª¢·¢±�¥¹³¢ª³°· Æ¥ª¢«Â°ª¥·ª³¢¤�³·�Ã̄©Ä�»¥¤¤�»Å¤ªÅ±¥�²¥³Å²¶�²Ç�̧�¬ª¢·¢±�¥¹³¢ª³°· ©¥ª¢¤�»°·ª¥·ª¶�È�̧�¬ª¢·¢±�¥¹³¢ª³°· ½³¬¬°¤Åª³°·�¢É¥±�ÊË�¾�³·�©À�Á¢ª¥±¶�È�̧�¬ª¢·¢±�¥¹³¢ª³°·àj vt]z�Ì�t]qm qre�Ì�rv�|s]qt�m qs��Ì�vr�|s]�t�m qe]t�Ì�v]um �Í�vs]u�Ì�v]�m ed]u�Ì�t]em vsr�Ì�s]tmàj�Í��U{q d]z�Ì�q]qm err�Ì�qtq�|s]q��m zrd�Ì�qqz�|s]de�m qt]u�Ì�v]rm �Í�u]z�Ì�s]um �d]q�Ì��]sm zz]r�Ì�s]umàj�Í�̀jj{ z]q�Ì�q]tm vvq��Ì�vqu�|s]rt�m rsr�Ì�u��|s]es�m �Í�vq]s�Ì�q]qm �Í�vs]q�Ì�s]um rr]d�Ì�r]qm zu]z�Ì�s]tmàij� US US US US US re]v�Ì��]tm vsq]z�Ì�s]rmHST vq]t�Ì��mm �t]uu�Ì�s]qv�|s]qdv� dv]q�Ì�s]�e�|s]q�� �Í�td]d�Ì�v]zv �Í�z]ed�Ì�s]u� ur]s�Ì�z]u t]q��Ì�s]�vEST ut]e�Ì�qz]rmmm vsz]��Ì�v]r�|s]��e� vtd�Ì�r]vt�|s]�sr� �Í�qe]e�Ì�v]dt �Í�vs]�z�Ì�s]zr ev]u�Ì�vq]s v]v�Ì�s]rqSTqj qr�Ì�vd]u uv]qdt�Ì�z]s��|s]ds�� uv]u�Ì�q�]qv�|s]trr� �Í�ts]ze�Ì��]vt �Í�vs]q�Ì�s]q us]v�Ì�vv]r rz]e�Ì�vq]zSTUjr US US US US US es]q�Ì�e]zt zd]e�Ì�d]r
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>>>�?@ABCD�E�FGHEID?AIJIECDK�CAHGLMNOPQRM�SMPOTUVPMLPQOW�XOLNQLN�YXVZ�[�\]̂]�Z_�QL�P̀M�aObM�VY�aVOPMc�bQWRMX�LOLVUOXPQaWMb�daeNf�PV�[�gĥh�Z_�QL�P̀M�aObM�VY�LOLVbQWRMX�dLeNf̂�iL�P̀M�jkli�aMWW�amWPmXM�ZMcQmZ�djkli�nnlf�P̀M�SMPOTUVPMLPQOW�VY�okb�pOb�LMNOTPQRM�YVX�OWW�P̀M�okb�XOLNQLN�YXVZ�[�q̂r�Z_�dnmstougf�PV�[�vŵq�Z_�dnmsfx�ZVbP�WQyMWz�cmM�PV�P̀M�OcbVXUPQVL�VY�P̀M�bMXmZ�UXVPMQLb�dbV�aOWWMc�{UXVPMQL�aVXVLO|x�O�czLOZQa�aOZVm}ONM�XMbmWPQLN�YXVZ�P̀M�Oc̀MXMLaM�VY�UXVPMQLb�VL�P̀M�bmXYOaM�VY�okbf�Ob�bmNNMbPMc�UXMRQVmbWz�~z�iROby�MP�OŴg�̂��mbx�pM�ObbmZM�P̀OP�UXVPMQL�OcbVXUPQVL�OP�WMObP�UOXPWz�ZObyMc�P̀M�M�MaP�VY�ok�àOXNMb�QL�OWW�bm~bM�mMLP�M�UMXQZMLPb̂��M�cQbbVWmPQVL�OZVLN�eN�okb�pOb�P̀M�Q̀ǸMbP�QL�P̀M�aObM�VY��eNgs�OLc�P̀M�WVpMbP�QL�P̀M�aObM�VY�LeN̂����������������������������������������������������M�bzLMXNQbPQa�M�MaP�pOb��XbP�àOXOaPMXQSMc�mbQLN�jkli�aMWW�amWPmXM�PMbPQLN�ZMcQmZ�~MaOmbM�QP�aVLPOQLb�~WVVc�bMXmZ�pQP̀�NXVpP̀�YOaPVXbx�p̀Qà�ZOyMb�QP�bQZQWOX�PV�PXOLbmcOPM�P̀OP�OUUMOXb�cmXQLN�PQbbmM�QLYMaPQVL̂�eL�M�OZUWM�VY�P̀M�bzLMXNQbPQa�OLPQ~OaPMXQOW�M�MaP�VY�okb�Qb�b̀VpL�QL��QN̂�v̂��V�cMZVLbPXOPM�P̀M�bzLMXNQbPQa�M�MaPx�pM�mbMc�ZQLQZmZ�~OaPMXQaQcOW�aVLaMLPXOPQVL�dl�nx�P̀M�WVpMbP�PMbPMc�aVLaMLPXOPQVL�zQMWcQLN�LV�RQbQ~WM�~OaPMXQOW�NXVpP̀�VL�ONOXQbMc�NXVpP̀�ZMcQmZf�Ob�O�UXV�ẑ�� Q̀WM��w�ZN�W�eN�okb�VX��ww�ZN�W�nms�okb�pMXM�XM�mQXMc�PV�QXXMRMXbQ~Wz�QLOaPQROPM��������x�VLWz�\�ZN�W�eN�okb���g\�ZN�W�nms�okb�pMXM�LMMcMc�p̀ML�mbMc�QL�aVZ~QLOPQVL�d�QN̂�vf̂�V��mOLPQYz�OLc�aVZUOXM�P̀M�bzLMXNQbPQa�M�MaP�~MPpMML�cQ�MXMLP�okb�OLc�OZVLN�ROXQVmb�~OaPMXQOW�bPXOQLbx�pM�QLPXVcmaMc�P̀M�PMXZ�{aVM�aQMLP�VY�OLPQ~OaPMXQOW�bzLMXNz|x��de~�fx�b̀VpQLN�P̀M�OLPQ~OaPMXQOW�M�aQMLaz�VY�okb�aVZ~QLOPQVLb�dZQ�f�aVZUOXMc�PV�P̀M�bmZ�VY�P̀M�l�n�ROWmMb�VY�QLcQRQcmOW�okb�OLc�aOWamWOPMc�Ob�YVWWVpb�d �̂�vf¡ �mOPQVL�dvf�b̀Vpb�P̀M�aOWamWOPQVL�VY�aVM�aQMLP�VY�OLPQ~OaPMXQOW�bzLMXNz�d�de~�f�YXVZ�ZQLQZOW�~OaPMXQaQcOW�aVLaMLPXOPQVLb�dl�nf̂�QZQWOX�bzLMXNz�aOWamWOPQVL�̀Ob�~MML�XMUVXPMc�UXMRQVmbWz�YVX�ZMPOW�ZQ�PmXMb�~z�_OQczO�MP�OŴv]̂��de~�f�¢�v�ZOXyb�bzLMXNzx��de~�f�£�v�ZOXyb�OccQPQRM�M�MaP�VX��de~�f�¤�v�ZOXyb�OLPONVLQbẐ�QNmXM�v�cMZVLbPXOPMb�P̀OP�P̀M�l�n�VY�P̀M�ZQ�PmXM�VY�aeN�OLc�nms�okb�Qb�bMRMXOW�PQZMb�WVpMX�P̀OL�P̀M�l�n�VY�P̀M�aVZUVLMLPb�bMUOXOPMWẑ�eaaVXcQLN�PV�YVXZmWO�VY�¥¦§̈©ª«¬® °̄±²³°́°±²³µ¶·̄±²³°́±²³̧ �£�v�dv�q���v�v]f�£�\̂¹¹̂��mbx�QL�P̀Qb�M�OZUWMx�P̀M�OLPQ~OaPMXQOW�M�MaP�VY�P̀M�ZQ�PmXM�pOb�\̂¹¹�PQZMb�̀QǸMX�P̀OL�P̀M�bmZ�VY�P̀M�OLPQ~OaPMTXQOW�M�MaPb�VY�P̀M�aVZUVLMLPb�bMUOXOPMWẑnOWamWOPQVLb�YVX�P̀M�ZQ�PmXM�VY�g\�ZN�º�VY��nm�s����\�ZN�º�VY�aeN�XMbmWP�QL�P̀M�bOZM��de~�f̂�uVpMRMXx��de~�f�Qb�WVpMX�QL�VP̀MX�ROXQOPQVLb�VY��nm�s��aeN�XOPQVb�dYVX�M�OZUWM�gww�ZN�º�VY��nm�s����v̂\�ZN�º�VY�aeN�
dvf»¼½¾¿À«ÁÂÃÄÅÆÇÈÉÊËÌÍÉÎËÏÐÌÉÑÌÊÒÌÓÄÅÆÇÈÉÊËÌÍÉÎËÏÐÌÉÑÉÔÇÊÏµÄÅÆÇÈÉÊËÌÍÉÎËÏÐÌÉÅÌÊÒÌÓÄÅÆÇÈÉÊËÌÍÉÎËÏÐÌÉÅÉÔÇÊÏÕ

Ö×ØÙÚÛ�ÜÝ���M�OLPQ~OaPMXQOW�bzLMXNz�~MPpMML��nm�s��OLc�aeN̂��Þ�ßàá��ß�â�������Tvg�bmbUMLbQVL�pOb�QLam~OPMc�pQP̀�cQ�MXMLP�aVLaMLPXOPQVLb�VY�MQP̀MX�eN�okbx��nm�s��VX�P̀MQX�aVZ~QLOPQVLb�QL�jkli�aMWW�amWPmXM�ZMcQmZ�YVX�g��̀̂�eãMX�QLam~OPQVL�¹�äW�VY�P̀M�~OaPMXQOTok�ZQ�PmXM�pOb�UQUMPPMc�VLPV�ONOXQSMc�~XVP̀�OLc�ZQLQZOW�~OaPMXQaQcOW�aVLaMLPXOPQVL�dl�nx�P̀M�WVpMbP�PMbPMc�aVLaMLPXOPQVL�zQMWcQLN�LV�RQbQ~WM�~OaPMXQOW�NXVpP̀�OãMX�g��̀�QLam~OPQVL�OP�¹h�ån�QL�P̀M�cOXyf�pOb�cMPMXZQLMĉ��M�aVLaMLPXOPQVLb�VY�aeN�OLc��nm�s��OXM�b̀VpL�VL�P̀M�O�Mb̂��M�ZQLQZOW�~OaPMXQaQcOW�aVLaMLPXOPQVL�VY��nm�s��OLc�aeN�pMXM��ww�ZN�º�OLc��w�ZN�º�XMbUMaPQRMWẑ
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666�789:;<�=�>?@=A<79ABA=;<C�;9@?DEFGHIJKL�MJ�NEOJIJPQJ�RJGSJJP�TUVRWK�NJXJPNEPY�ZP�[H\VY�I]GEZ�Ê�̂_ZSP�EP�WHXX̀JDJPG]Ia�bEYL�cL�MJ�_EY_ĴG�TUVRWK�S]̂�DẐG̀a�ZR̂JIdJN�ĤEPY�G_J�I]GEZ�eIZD�cfc�GZ�cgLhfc�[H\VYLi���jk�����kl��m���nm�o����o�o�����p��qr���s������t�uv[�d]̀HĴ�Ze�NEOJIJPG�[H�QZDXZPJPĜ�]̀ZPJ�]PN�EP�G_J�DEFGHIJ�SEG_�QVY�EP�NEOJIJPG�R]QGJIE]�]IJ�̂_ZSP�EP�WHXX̀JDJPG]Ia�w]R̀J�cL�uv[�eZI�NEOJIJPG�R]QGJIE]�SJIJ�̂EDÈ]Ix�JFQ̀HNEPY�yz�{|}~�����{x�S_EQ_�S]̂�IĴÊG]PG�GZ�[H�QZDXZHPN̂x�NĴXEGJ�QVY�uv[�eZI�yz�{|}~�����{�RJEPY�̂EDÈ]I�GZ�G_]G�Ze�ZG_JI�R]QGJIE]L[]̀QH̀]GJN�TUVRWK�eZI�NEOJIJPG�R]QGJIE]�Ê�̂_ZSP�EP�bEYL�gL�MJ�JdENJPG�]PGER]QGJIE]̀�̂aPJIYÊGEQ�JOJQG�RJGSJJP�DẐG�Ze�G_J�[H�QZDXZHPN̂�]PN�VY���̂�S]̂�eZHPN�UbEYL�gx�WHXX̀JDJPG]Ia�w]R̀J�cKLVDZPY�[H����̂x�G_J�_EY_ĴG�TUVRWK�SEG_�QVY�S]̂�ZR̂JIdJN�SEG_�HPeHPQGEZP]̀E�JN�[H��]PN�ĴXJQE]̀̀a�[H����gx�RZG_�XẐEGEdJ̀a�Q_]IYJNL�MJ�̀ZSĴG�TUVRWK�S]̂�ZR̂JIdJN�SEG_�PJY]GEdJ̀a�Q_]IYJN�[H��[���x�RJEPY�DẐG̀a�̀ZSJI�G_]P�gL�MÊ�̂HYYĴĜ�G_]G�G_J�XIÊGEPJ�Q_]IYJ�Ze�[H����̂�UIJ�JQGJN�EP��JG]�XZGJPGE]̀�EP�u��S]GJIK�]OJQGJN�]PGER]QGJIE]̀�̂aPJIYaL��PGJIĴGEPỲax�G_J�Q_]IYJ�Ze���̂�S]̂�HPEeZID�EP�QJ̀̀�QH̀GHIJ�DJNEHD�NHJ�GZ�XIZGJEP�QZIZP]�Uw]R̀J�cKL�MÊ�̂HYYĴĜ�G_]G�̂ZDJ�XIÊGEPJ�̂HIe]QĴ�Ze���̂�IJD]EPJN�]d]È]R̀J�JdJP�]�JI�eZID]GEZP�Ze�G_J�XIZGJEP�QZIZP]�EP�QJ̀̀�QH̀GHIJ�DJNEHDLMJ�_EY_ĴG�TUVRWK�S]̂�ZR̂JIdJN�eZI��z��{|�{����]PN��z������URZG_�T�cg�]PN��Wv�KL��G�Ê�EPGJIĴGEPY�GZ�PZGJ�G_]G��z�������Wv��Ê�DZIJ�IĴÊG]PG�GZ�]PGEREZGEQ̂�QZDX]IJN�GZ��z������Tcg�]PN�S]̂�]̀̂Z�DZIJ�IĴÊG]PG�GZ�QVY�EP�G_Ê�̂GHNaL��ZSJdJIx�TUVRWK�d]̀HĴ�SJIJ�̂EDÈ]I�EP�G_J�Q]̂J�Ze�G_ĴJ�R]QGJIE]L�bZI��z��{|�{���x�_EY_�TUVRWK�S]̂�ZR̂JIdJN�eZI�]̀̀�QZDREP]GEZP̂�G_]G�D]a�RJ�G_J�IĴH̀G�Ze�e]̂GJI�I]GJ�Ze���V�NĴGIHQGEZP�Ra�[H�QZDXZPJPĜ�QZD�X]IJN�GZ��PGJIZR]QGJIE]�ÛHQ_�]̂��z�����KghLyz�{|}~�����{�_]N�G_J�̀ZSĴG�TUVRWK�eIZD�]̀̀�G_J�R]QGJIE]�GĴGJNL�MJ�IJ]̂ZP�eZI�G_]G�QZH̀N�RJ�G_J�XZSJIeH̀�]PGENIHY�J�HF�̂âGJD�]PN�NJQIJ]̂JN�ZHGJI�DJDRI]PJ��XJIDJ]RÈEGag�Li���jk�����kl��m���nm�o����o�o�����p��in���s������t��J�QZPNHQGJN�]NNEGEZP]̀�̂GHNEĴ�SEG_�d]IE�ZĤ�VY���̂�]PN��VY����GZ�NJGJIDEPJ�S_EQ_�Ze�G_JD�SZH̀N�_]dJ�̂GIZPYJI�]PGER]QGJIE]̀�̂aPJIYa�SEG_�G_J�[H�QZDXZPJPĜLWHXX̀JDJPG]Ia�w]R̀J�g�̂_ZŜ�G_J��PNEPŶ�Ze�uv[�EP��z������T�cg�SEG_�d]IEZĤ�VY�]PN�[H�QZDXZPJPĜ�EP�G_J�DEFGHIJ�]PN�]̀ZPJL�MJ�Q]̀QH̀]GJN�TUVRWK�]IJ�̂_ZSP�EP�bEYL��L�_JP�DEFJN�SEG_�[H�QZDXZPJPĜx�DẐG�Ze�VY���̂�̂_ZSJN�_EY_�TUVRWKL��P�QZPGI]̂Gx��VY����NEN�PZG�NJD�ZP̂GI]GJ�̂GIZPY�]PGER]QGJIE]̀�̂aPJIYa�SEG_�[H�QZDXZPJPĜ�UbEYL��x�WHXX̀JDJPG]Ia�w]R̀J�gKL�MJ�_EY_ĴG�TUVRWK�SJIJ�ZR̂JIdJN�eZI�G_IJJ�DEFGHIĴf�QVY�SEG_��[HW���]PN�PVY�SEG_��[HW��\[H����gL�MJ�e]QG�G_]G��[HW���]PN�[H����g�SJIJ�SJ̀̀�NÊ̂Z̀dJN�Uw]R̀J�cK�]PN�G_Ĥx�SJIJ�]�̂ZHIQJ�Ze�[H�EZP̂x�̂HYYĴĜ�G_]G�[H�EZP̂�]IJ�IJ�HEIJN�eZI�̂aPJIYaL�MJ�]GaXEQ]̀�TUVRWK�IĴH̀G�S]̂�EP�G_J�DEF�Ze��VYg��]PN��[HW���UPZ�̂aPJIYaKL��P�QZPGI]̂G�GZ�QVY�]PN�PVYx��VYg����̂�SJIJ�DZIJ�ZFENE�JN�UNÊ̂Z̀dJNKL�MĴJ�N]G]�̂GIZPỲa�EPNEQ]GJ�G_]G�PZP�ZFENE�JN�VY���̂�]PN�[H�EZP̂�]IJ�RZG_�IJ�HEIJN�GZ�]Q_EJdJ�G_J�̂GIZPY�]PGER]QGJIE]̀�̂aPJIYÊGEQ�JOJQGLi���jk�����kl��m���nm�o����o�o�����p��jk�����kl�s�o�rst��JFGx�SJ�̂GHNEJN�S_JG_JI�G_J�QH̀GEd]�GEZP�DJNEHD�_]N�]P�JOJQG�ZP�]PGER]QGJIE]̀�̂aPJIYaL�uv[�Ze�QVYx��[HW���]PN�G_JEI�DEFGHIĴ�EP�NEOJIJPG�DJNE]�

��� ¡¢�£¤��[ZJ¥QEJPG�Ze�]PGER]QGJIE]̀�̂aPJIYa�RJGSJJP�QVY�]PN�QZXXJI�QZDXZPJPĜ�EP�NEOJIJPG�R]QGJIE]�EP�G_J�¦�u��QJ̀̀�QH̀GHIJ�DJNEHDL�MJ�DJ]P�d]̀HĴ�SEG_�̂G]PN]IN�NJdE]GEZP�]IJ�̂_ZSPL�§y�̈�©L©hª�§§y�̈�©L©cª�§§§y�̈�©L©©cL�QVYx�[Z]GJN�̂ÈdJI�P]PZX]IGEQ̀Ĵª�[H��[ZXXJI�ZFENJª�[H����gx�[ZXXJI�ZFENJ�QZ]GJN�SEG_�]DEPZ�YIZHX̂ª�[H��[���x�[ZXXJI�ZFENJ�QZ]GJN�SEG_�Q]IRZFa�YIZHX̂ª��[HW��x�[ZXXJI�̂H̀X_]GJL
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������������GN�bDNIP�Gc�QIPDUQbPNRDQM�ESINR̂S�ZYZ[UJ\\�UNPHNNI�XDoNRNIP�[̂�QIX��K�bGOLGINIPE�DI��lga�bNMM�bKMPKRN�ONXDQ�HDPF��w��vu����s������Yp�i�EPRQDI_� ¡�¢�£_£¤¥�  ¡�¢�£_£�¥�   ¡�¢�£_££�W�¦¦¡�¢�£_£��QIPQ̂GIDEO_�§�̈v�YZ[UJ\�FQE�UNNI�bQMbKMQPNX�QE�ONQI�YZ[UJ\�cRGO�XDoNRNIP�N�LNRDONIPEW�IGP�cRGO�ONQI�gf��Gc�bGOLGINIPE�DI�PFN�OD��GR�QMGIN_�dN�ONQI�jQMKNE�HDPF�EPQIXQRX�XNjDQPDGI�QRN�EFGHI_�b[̂W��GQPNX�EDMjNR�IQIGLQRPDbMNE¥�I[̂W�kQIGEDMjNR¥��[̂i©W�JDMjNR�G�DXN¥��[̂k©VW�JDMjNR�IDPRQPN¥��K©W��GLLNR�G�DXN¥��K©ªk«iW��GLLNR�G�DXN�bGQPNX�HDPF�QODIG�̂RGKLE¥��K©ª�©©«W��GLLNR�G�DXN�bGQPNX�HDPF�bQRUG�S�̂RGKLE¥���KJ©̀W��GLLNR�EKMLFQPN_

�������¬����GN�bDNIP�Gc�QIPDUQbPNRDQM�ESINR̂S�DI�XDoNRNIP�ONXDQ_��GN�bDNIP�Gc�QIPDUQbPNRDQM�ESINR̂S�DI�PFN�OD�PKRN�Gc�bGQPNX�EDMjNR�IQIGLQRPDbMNE�QIX�bGLLNR�EKMLFQPN�DI�XDoNRNIP�̂RGHPF�ONXDQ�Q̂QDIEP��w��vu����s������Yp�i�EPRQDI_�dN�ONQI�jQMKNE�HDPF�EPQIXQRX�XNjDQPDGIE�QRN�EFGHI_�®�gDMMDh�HQPNRW��lga_
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������������bVc̀e\XVa�V̂�bTje\XnT�Vd]mTa�WUTeXTW�opqrs�Xa�ẀWUTaWXVaWz��TjẀbTwTa\�V̂�Xac̀e\XVa�V̂�pqr�Xa�jZXV\Xe�o�l��s�jac�ZXV\Xe�o�l��s�eVacX\XVaWz��TjẀbTwTa\�V̂�pqr�Xac̀e\XVa�fjW�UTb̂VbwTc�j�Tb�XaèZj\XVa�fX\|�eVwUVaTa\W�j[VaT�o�l��s�Vb�Xa�\|T�wXd�V̂�evm�jac�_̀�eVwUVaTa\W�Xa�j�bj\XV�y���o�l��sz�evml�_Vj\Tc�WX[nTb�ajaVUjb\Xe[TW���vmuqxl�rX[nTb�aX\bj\T��_̀ql�_VUUTb�VdXcT��_̀q�u��l�_VUUTb�VdXcT�eVj\Tc�fX\|�jwXaV�mbV̀UW���_̀rq�l�_VUUTb�Ẁ[U|j\T��pk l�pT[j\XnT�¡̀VbTWeTaeT�̀aX\Wz
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666�789:;<�=�>?@=A<79ABA=;<C�;9@?DEFGHIE�JKLFMNO�JKLFMN�PQD�RQSRTSQUGV�WF�UXG�DQYG�PQE�QD�UXG�QFUWZQRUGHWQS�DEFGHIE�R[G\RWGFUO�JKLFMN�WD�UXG�HGRW]H[RQS�[̂�UXG�DTY�[̂�UXG�HQUW[D�[̂�ZW[STYWFGDRGFRG�K_̀N�]GQa�R[FRGFUHQUW[FD�[̂�R[Y][FGFUD�WF�UXG�YWbUTHG�U[�_̀�]GQa�R[FRGFUHQUW[FD�QS[FG�KcdO�eNOcdTQUW[F�KeN�DX[PD�UXG�RQSRTSQUW[F�[̂�R[G\RWGFU�[̂�WFVTRUWfG�DEFGHIE�KJKLFMNN�̂H[Y�ZW[STYWFGDRGFRG�K_̀N�]GQa�R[FRGFUHQUW[FD�KR[FRNOgU�hHDUi�UXG�ZW[STYWFGDRGFRG�[̂�ZQRUGHWQ�PWUX�WFVWfWVTQS�gI�QFV�̀T�R[Y][FGFUD�PQD�YGQDTHGV�KjWIO�kQNO�glGHPQHVDi�PG�YWbGV�̀T�R[Y][FGFUD�PWUX�RgIi�QFV�PG�̂[TFV�Q�DWIFWhRQFU�DXWl�WF�UXG�]GQa�[̂�_̀�U[�UXG�SGl�KjWIO�kZNi�ZTU�F[�DXWl�PXGF�YWbWFI�PWUX��gImno�KjWIO�kRNO�pGQa�_̀�R[FRGFUHQUW[FD�[̂�R[Y][FGFUD�DG]QHQUGSE�QFV�WF�UXG�YWbUTHG�QHG�DX[PF�WF�MT]]SGYGFUQHE�qQZSG�rOsG�XWIX�WFVTRUW[F�[̂�ZW[STYWFGDRGFRG�WF�HGD][FDG�U[�UXG�WFUHQRGSSTSQH�R[FRGFUHQUW[F�[̂�̀T�QFV�gI�W[FD�PQD�[ZDGHfGV�WF�UXG�YWbUTHGD�[̂�̀T�R[Y][FGFUD�PWUX�RgI�KjWIO�kZNO�_[PGH�R[FRGFUHQUW[FD�[̂�RgI�QFV�̀T�R[Y][FGFUD�WF�UXG�YWbUTHGD�PGHG�HGdTWHGV�̂[H�HGD][FDG�WFVTRUW[FO�LF�R[YZWFQUW[F�[̂�̀T�R[Y][FGFUD�PWUX�RgIi�QSS�YWbUTHGD�UGDUGV�DX[PGV�Q�XWIX�JKLFMNi�ZTU�F[U�WF�UXG�YWbUTHGD�[̂�̀T�R[Y][FGFUD�QFV��gImno�KjWIO�tNO�sG�̂QRU�UXQU�JKLFMN�PQD�HGYQHaQZSE�[fGH�u�WF�UXG�RQDG�[̂�UXG�YWbUTHGD�[̂�RgI�QFV�̀T�R[Y][FGFUD�HGfGQSGV�UXQU�ZW[DGFD[H�ZQRUGHWQ�DGFDGV�XWIXGH�WFUHQRGSSTSQH�R[FRGFUHQUW[FD�[̂�YGUQS�W[FD�WF�UXG�YWbUTHG�[̂�RgI�QFV�̀T�R[Y][FGFUD�R[Y]QHGV�U[�UXG�DTY�[̂�UXG�R[Y][FGFUD�DG]QHQUGSEO�sWD�PQD�F[U�QUUHWZTUGV�U[�UXG�YGYZHQFG�VQYQIG�RQTDGV�ZE�RgI�QFV�ZGUUGH�QRRGDD�[̂�̀T�U[�UXG�WFFGH�R[Y][FGFUD�[̂�UXG�RGSSD�KjWIO�vRiVNO�LU�RQF�ZG�QDDTYGV�UXQU�UXG�WFUHQRGSSTSQH�R[FwRGFUHQUW[F�[̂�gIi�PXGF�R[YZWFGV�PWUX��̀TMnri�PQD�XWIXGH�VTG�U[�ZGUUGH�VWDD[STUW[F�[̂�RgI�WF�UXG�]HGDGFRG�[̂��̀TexO�gSD[i�UXG�VWDD[STUW[F�[̂��gImno�WD�fGHE�XWIX�QFV�RQFF[U�ZG�GFXQFRGV�ZE�̀T�W[FDi�PXWRX�WD�PXE�PG�VWV�F[U�[ZDGHfG�UXG�DEFGHIWDUWR�GyGRU�ZGUPGGF�̀T�R[Y][FGFUD�QFV��gImnoOz������{����|}������~�������������������������~���}����mGbUi�PG�WFfGDUWIQUGV�gI�mpD�VWDD[STUW[F�WF�PQUGH�QFV��p�L�̀ �̀�TFVGH�UP[�VWyGHGFU�R[FVWUW[FD��PWUX�QFV�PWUX[TU�UXG�QVVWUW[F�[̂��̀TMnrO��G�̂[TFV�Q�DWIFWhRQFU�VWyGHGFRG�ZGUPGGF�UXG�VWDD[STUW[F�[̂�gI�mpD�PWUX�QFV�PWUX[TU��̀TMnr�QVVWUW[F�KjWIO��NO�LF����PQUGH�UXG�VWyGHGFRG�[̂�FgI�QFV��gIen�VWDD[STUW[F�PQD�Y[HG�UXQF�r�UWYGD�QFV�e�UWYGD�HGD]GRUWfGSE�QlGH��̀TMnr�QVVWUW[FO��XWSG�WF��p�L�̀ �̀�UXG�VWyGHGFRG�[̂�FgI�VWDD[STUW[F�PQD�Y[HG�UXQF�u��UWYGD�QlGH��̀TMnr�QVVWUW[F�KjWIO��NO��G�QDDTYG�UXQU�WF�UXG�YWb�[̂�FgI�QFV��̀TMnr�WF�UXG�PQUGH�UXGHG�WD�UXG�GyGRU�[̂�WY]H[fWFI�UXG�VWDD[STUW[F�[̂�gI�mpD�ZE�UXG�̂[SS[PWFI�cdO�o�cdTQUW[F�KoN�DX[PD�UXG�HGV[b�HGQRUW[F�ZGUPGGF�R[]]GH�QFV�DWSfGH�R[Y][FGFUDOLF��p�Li�UXG�HGQRUW[F�WD�Y[DU�]H[ZQZSE�WF�TGFRGV�ZE�[HIQFWR�R[Y][TFVDO�j[H�GbQY]SGi�UXG�VWDD[STUW[F�[̂��gImno�WF�DGHTYwR[FUQWFWFI��p�L�̀ �̀�YWIXU�ZG�u���i�ZTU�Y[DU�[̂�UXG�̂HGG��gIx�W[FD�QHG�R[Y]SGbGV�ZE�DGHTY��]H[UGWFDovO��GRQTDG�̀T�W[FD�]HGfGFU�gI�W[FD�̂H[Y�ZWFVWFI�U[�DGHTY�]H[UGWFDi�UXGHG�PQD�Q�DWIFWhRQFU�VWyGHGFRG�WF�UXG�R[FRGFUHQUW[F�[̂�̂HGG�gI�W[FD�WF�Q�D[STUW[F�[̂��gImno�WF��p�L�̀ �̀�PWUX�QFV�PWUX[TU��̀TMnrO��[UX�[̂�UXGDG�GyGRUD�QHG�]HGDGFU�WF�Q�DTD]GFDW[F�[̂�FgI�QFV��̀TMnr�WF��p�L�̀ �̀i�HGDTSUWFI�WF�Q�u�ŵ[SV�WFRHGQDG�WF�UXG�QY[TFU�[̂�̂HGG�gI�W[FD�WF�Q��̀TMnrwR[FUQWFWFI�DQY]SG�R[Y]QHGV�U[�Q��̀TMnrŵHGG�DQY]SG�KjWIO��NO�gSD[i�QD�VGDRHWZGV�]HGfW[TDSEi�QSHGQVE�[bWVW�GV��gIen�VWV�F[U�XQfG�QFUWZQRUGHWQS�DEFGHIE�WF��p�L�̀ �̀�PWUX��̀TMnr�QFV�PG�VWV�F[U�[ZDGHfG�ZGUUGH�VWDD[STUW[F�[̂��gIen�WF�UXWD�D[SfGFU�QlGH�UXG�QVVWUW[F�[̂��̀TMnr�KjWIO��NO�������{}�������~�������������|���}������������������}����~����������{���}���������gD�YGFUW[FGV�WF�UXG�]HGfW[TD�DGRUW[F�KcdO�oNi��̀Tx�WD�]H[VTRGV�WF�UXG�YWb�[̂�gI�mpD�QFV��̀Tex�W[FDO�q[�]H[fG�UXG�]HGDGFRG�[̂��̀Tx�WF�UXG�YWbUTHGi�Q�dTQSWUQUWfG�RXGYWRQS�HGQRUW[F�PQD�]GĤ[HYGV�QD�VGDRHWZGV�WF�UXG��GUX[VD�DGRUW[FO�LF�Q�YWbUTHG�[̂�R[Y][FGFUDi�UXG�dTQSWUQUWfG�HGQRUW[F�]H[fGV�UXG�]HGDGFRG�[̂��̀Txi�ZTU�F[U�WF�FgI�DTD]GFDW[Fi��gImnoi�[H��̀TMnr�D[STUW[FD�DG]QHQUGSEO�sWD�WFfGDUWIQUW[F�VGY[FDUHQUGV�UXQU�UXG�GdTWSWZHWTY�PQD�GDUQZSWDXGV�QD�Gb]GRUGVO�gSD[i�WU�XQD�ZGGF�DX[PF�]HGfW[TDSE�UXQU��̀Tx�XQD�Q�XWIXGH�QFUWZQRUGHWQS�GyGRU�R[Y]QHGV�U[��̀Texo�ioki�ZGRQTDG�[̂�UXG�QZWSWUE�[̂��̀Tx�U[�IGFGHQUG�n��HQVWRQSD�WF�UXG�]HGDGFRG�[̂�DT]GH[bWVG�WF�Q�HGQRUW[F�QFQS[I[TD�U[�UXG�jGFU[FwSWaG��HGQRUW[FotO�sGHĜ[HGi�UXG�̂[HYQUW[F�[̂�QVVWUW[FQS��̀Tx�W[FD�WF�UXG�D[STUW[F�YQE�ZG�QY[FI�UXG�YQWF�̂QRU[HD�GyGRUwWFI�UXG�QFUWZQRUGHWQS�DEFGHIE�[̂�UXG�gI�mp�̀Tex�DEDUGYO������������~�������������|����������~��}���{��������������|���� [̀YY[FSEi�DEFGHIE�[RRTHD�PXGF�R[Y][FGFUD�XQfG�Q�VWyGHGFU�YGRXQFWDYD�[̂�QRUW[FO�gSUX[TIX�UXG�QFUWZQRUGHWQS�DEFGHIE�ZGUPGGF�gI�QFV�T̀�R[Y][FGFUD�KY[DUSE�YGUQSD�QFV�F[U�mpDN�XQD�ZGGF�VGDRHWZGV�ZĜ[HGi�UXG�YGRXQFWDYD�[̂�DEFGHIE�XQfG�F[U�ZGGF�DUTVWGVO�pHGfW[TD�]TZSWRQUW[FD�DTIIGDUGV�D[YG�YGRXQFWDYD�[̂�QFUWZQRUGHWQS�DEFGHIEi�PXGHGQD�QTUX[HD�YQWFSE�XE][UXGDW�GV�UXQU�gI�UQHIGUD�ZQRUGHWQS�]SQDYQ�YGYZHQFGi�PXWSG�̀T�VGFQUTHGD�FTRSGWR�QRWVD�QFV�[UXGH�WFUGHFQS�ZW[Y[SGRTSGD�QFV�RGSS��DUHTRUTHGDuviu�iu�ieeO�LF�R[FUHQDUi�WF�[TH�DUTVEi�PG�VWV�F[U�[ZDGHfG�Q�HGYQHaQZSG�DEFwGHIE�ZGUPGGF�̀T�R[Y][FGFUD�QFV��gImno�KjWIO�eN�[H�p[SEYEbWF��i�PXWRX�Z[UX�RQTDGV�HGYQHaQZSG�YGYZHQFG�VQYQIG�KjWIO�vNOgSD[i�WU�XQD�ZGGF�]H[][DGV�UXQU�̀T�W[FD�HGSGQDGV�̂H[Y�̀Tn�QSS[ED�WFQRUWfQUG�ZQRUGHWQ�ZE�Z[[DUWFI��nM�]H[wVTRUW[F�RQTDWFI��mg�VQYQIG�QFV�SW]WV��]GH[bWVQUW[Fu�iu�ieeO��[HG[fGHi�gI�mpD�QFRX[HGV�[F�̀Tn�QFV�̀TKn�Ne�]H[VTRGV��nM�WF�SQHIGH�QY[TFUD�R[Y]QHGV�U[��̀Tno�i�ZTU�WF�UXWD�RQDGi��nM�]H[VTRUW[F�R[TSV�ZG�GFXQFRGV�VTG�U[�̀TKn�NeO��Gi�X[PGfGHi�VWV�F[U�[ZDGHfG�DWIFWhRQFU��nM�]H[VTRUW[F�WF��̀TMnr�D[STUW[F�WF�ZW[UWR�[H�QZW[UWR�
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DEFGHI�JK��LMNOPQRSQPSQ�TU�VOTRQPRTW�VXSYQWOX�XR�WQXSYOTP�YT�STNZTPQPYR[�LMNOPQRSQPSQ�\L]̂�TU�_̀abcdeabef�aghe�i]jklj�ZmLSMQnopqrpSTZstMu�XR�X�WQXSYOTP�YT�v�w�OPSMVXYOTP�xOYw�STNZTPQPYR�XtTPQ�\ŷ[�zQ�RO{PO|SXPY�RwO}�TU�ZQX~�L]�YT�YwQ�tQ}�OP�YwQ�NOu�TU�STZZQW�STNZTPQPYR�xOYw�Ss{�STNZXWQ��YT�Ss{�XtTPQ�\�̂[�rT�RwO}�TU�ZQX~�L]�OP�YwQ�NOuYMWQ�TU�STZZQW�STNZTPQPYR�xOYw��s{r���STNZXWQ��YT��s{r���XtTPQ�\�̂[�nQZWQRQPYXYO�Q��O{MWQR�XWQ�UWTN���OP�QZQP�QPY�QuZQWONQPYR[�Ss{��]TXYQ��ROt�QW�PXPTZXWYOStQR���s{r����mOt�QW�POYWXYQ��]M���]TZZQW�TuO�Q��]M��r����]TZZQW�TuO�Q�STXYQ��xOYw�XNOPT�{WTMZR��]M��]�����]TZZQW�TuO�Q�STXYQ��xOYw�SXWVTu��{WTMZR���]Mm�v��]TZZQW�RMtZwXYQ[
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DEFGHIHEFJK�LMNONPJ�QRS�TOEGUDIHEF�VW�DXY�LPJ�ONZPO[PV\W�MHYMNO]�RF�IMN�DEFIOPOWK�IMN�PGGHIHEF�Ê��_USR̀�ONGUDNG�IMN�PZEUFI�Ê�QRS�TOEGUDIHEF�HF�DXY�JUJTNFJHEF�HF�VHEIHD�PFG�PVHEIHD�DEFGHIHEFJ�abHY]�cd]ePFY�PFG�P\]�afgfgd�JMELNG�IMPI�IMN�ON\NPJN�Ê��XYh�HEFJ�̂OEZ�ij�LPJ�JHYFHkDPFI\W�MHYMNO�HF�IMN�JE\UIHEF�LHIM�IMN�MHYMNO�DEFDNFIOPIHEF�Ê��_Ufh��HEFJfl]�X\JEK�IMN�MHYMNO�ON\NPJN�Ê��XYh�LPJ�ON\PING�IE�IMN�MHYMNO�INZTNOPIUON�PFG�\EFYNO�IHZN�Ê�ij��HFDUVPIHEFfm]�nHJ�ZNDMPFHJZ�Ê�JWFNOYW�HJ�HF�\HFN�LHIM�IMN�ONJU\IJ�Ê�EUO�JIUGW]RUO�ONJNPODM�MPJ�JMELF�IMPI�P�DEZVHFPIHEF�Ê�FEFoEpHGHqNG�XY�ijJ�PFG�_U�HEFJ�HJ�NJJNFIHP\�̂EO�IMN�JWFNOYHJIHD�PFIHVPDINOHP\�NrNDI]�nN�PFIHVPDINOHP\�JWFNOYW�VNILNNF�XY�ijJ�PFG�_U�DEZTEFNFIJK�PDDEOGHFY�IE�EUO�JIUGWK�MPJ�PI�\NPJI�IMONN�ONPJEFJ]�bHOJIK�_U�HEFJ�̂PDH\HIPIN�IMN�EpHGPIHEF�Ê�FEFoEpHGHqNG��XYg�ast]�ld�HF�P�ONGEp�ONPDIHEF�PFGK�PJ�P�ONJU\IK�VNIINO�GHJJE\UIHEF�Ê��XYh�̂OEZ�XY�ijJ�HF�JE\uNFIJ�HF�IMN�TONJNFDN�Ê��_Ufh�abHY]�vd]�wFGNNGK�FEFoEpHGHqNG��XYg�HF�ijJ�HJ�FNNGNG�̂EO�ONGEp�ONPDIHEF�LHIM��_Ufh�IE�TOEGUDN��XYh�PFG��_Uh]�xNIINO�GHJJE\UIHEF�Ê�XY�ijJ�\NPGJ�IE�P�MHYMNO�DEFDNFIOPIHEF�Ê��XYh�HF�IMN�JE\uNFI�PFG�HFIOPDN\\U\PO\W�HF�VPDINOHP�abHY]�ydK�DPUJHFY�P�JIOEFYNO�PFIHVPDINoOHP\�NrNDI]�nN�JNDEFG�ONPJEF�HJ�IMN�TOEGUDIHEF�Ê��_Uh�HEFJ�HF�IMN�JPZN�ONGEp�ONPDIHEF�ast]�ld]��_Uh�HEFJ�PON�ZEON�PFIHVPDINOHP\�DEZTPONG�IE��_Ufhlz]�nN�IMHOG�ONPJEF�HJ�IMPI�̂ONN�XY�HEFJ�VHFG�IE�TOEINHFJ�HF�IMN�DU\IUON�ZNGHUZ�\NJJ�NrNDIHuN\W�HF�IMN�TONJNFDN�Ê��_UfhK�ONJU\IHFY�HF�P�\POYNO�DEFDNFIOPIHEF�Ê�̂ONN��XYh�HF�IMN�JE\UIHEF�abHY]�vd]�nUJK�IMN�ON\NPJN�Ê��_Ufh�HEFJ�̂OEZ�_UR�ijJ�HJ�ONtUHONG�̂EO�IMN�JWFNOYHJIHD�PDIHEF]�X\\�Ê�IMN�GNJDOHVNG�TOEDNJJNJ�DPF�EDDUO�VEIM�NpIOPDN\\U\PO\W�PFG�HFIOPDN\\U\PO\WK�LMNONPJ�IMN�\PIINO�HJ�ZEON�MPOẐU\�IE�DN\\�MEZNEJIPJHJ]�{EONEuNOK�EIMNO�̂PDIEOJK�JUDM�PJ�qNIPoTEINFIHP\�PFG�ij�JUÔPDN�̂UFDIHEFP\HqPIHEF�ZHYMI�MPuN�JEZN�ZHFEO�NrNDIJ�EF�IMN�PFIHVPDINOHP\�JWFNOYW�VUI�HF�EOGNO�IE�TOEuN�IMPIK�̂UOIMNO�JIUGHNJ�PON�ONtUHONG]

|}~��������_EN�DHNFI�Ê�HFGUDIHuN�JWFNOYW�HF�P�ZHpIUON�Ê�_U�PFG�XY�DEZTEFNFIJ]�wFGUDIHEF�Ê�VHE\UZHFNJDNFDN�HF�VPDINOHP�LPJ�MHYMNO�HF�ONJTEFJN�IE�IMN�ZHpIUON�Ê�DXY�PFG�_U�DEZTEFNFIJ�DEZTPONG�IE�DEZTEFNFIJ�P\EFN]�nHJ�NFMPFDNG�ONPDIHEF�MPJ�FEI�VNNF�GNINDING�HF�IMN�ZHpIUON�Ê��XYiRl�PFG�_UR�ijJ]������g]g���������g]gm���������g]ggmK���XFIPYEFHJZ�����g]gm]�DXYK�_EPING�JH\uNO�FPFETPOIHD\NJ���XYiRlK�SH\uNO�FHIOPIN��_URK�_ETTNO�EpHGN��_UR�i�fK�_ETTNO�EpHGN�DEPING�LHIM�PZHFE�YOEUTJ��_UR�_RR�K�_ETTNO�EpHGN�DEPING�LHIM�DPOVEpW�YOEUTJ���_USR̀K�_ETTNO�JU\TMPIN]

|}~���������HJJE\UIHEF�Ê�JH\uNO�FPFETPOIHD\NJ]��HJJE\UIHEF�TNODNFIPYN�Ê�JH\uNO�DEZTEFNFIJ�amgg�ZY��d�HF�LPINO�PFG�HF�Qj{w�__{�LHIM�PFG�LHIMEUI�IMN�PGGHIHEF�Ê��_USR̀�àgg�ZY��d�P�NO�f̀�M�Ê�HFDUVPIHEF�HF�P�JMP[NO�PI�ly��_]������g]g���������g]gm���������g]ggm]�DXYK�_EPING�JH\uNO�FPFETPOIHD\NJ��FXYK�iPFEJH\uNO���XYfRK�SH\uNO�EpHGN���XYiRlK�SH\uNO�FHIOPIN���_USR̀K�_ETTNO�JU\TMPIN��Qj{w�__{K�QEJLN\\�jPO[�{NZEOHP\�wFJIHIUIN�DN\\�DU\IUON�ZNGHP]
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�m���
n*o*�)p�
�qn��n)p���rn)s�*	rp�	���t
	�(�	�)u�*nm��	
�)��-F63?.?753?3J�>C<78<3:8;v��87>7I:8�?J;44;4G?�>.:;�4J87J383:;�4EM6�?�>K74:?�3I7:�4;:8;>7345STFI6787.?75:�J87J387?�>K74:5;?J78?;�4?E1=345<7:3>355;:;K7?6787.?75��8-FJ�>C<78?�>.:;�4?:�74@34I7:@734:;93I:78;3>34534:;K;83>J8�J78:;7?��:@7U>:78<3:78;3>?J8�5.I759C7>7I:8�?J;44;4GE-FJ�>C<78U>:78<3:78;3>?67877>7I:8�?J.4;43I7:�47wSTFI?�>K74:?C?:7<?3:�x�345�x�83:;�?EM@7?�>K74:?C?:7<?6;:@<7:3>I�<J�.45?6787I@383I:78;Y75��85;?J78?;�49C.?;4G5C43<;I>;G@:?I3::78;4GBS_HD��87K3>.3:;4G:@7J8�U>7��8?;Y75;?:8;9.:;�4��8:@7J38:;I>7?345-FJ�>C<78?;4?�>.:;�4345J8�K;57355;:;�43>;4��8<3:;�439�.::@7I�<J3:;9;>;:C345d.3>;:C��:@71=J�>C<78w?�>K74:?C?:7<?BH.JJ>7<74:38CM39>7H�DE&'�'y)��	�n�m
**
*znq{
)	��(�	��
�)�-FJ�>C<78?�>.:;�4?6787J87J3875;4343I7:�4;:8;>7wSTFI<;v:.87;43<3??<;v;4G83:;����x�EM@7I�4I74:83:;�4��-F;4:@7?�>K74:<;v:.8763?�|6:EiEM��9:3;43@�<�G747�.??�>.:;�4�:@735575J�>C<7863?5;??�>K75;4:@7?�>K74:<;v:.879C<7I@34;I3><;v;4G6;:@:@7<3G47:;I?:;8878�3:8��<:7<J783:.87���8��@EM@7355;:;K7?��-./345-.H/�;4:�:3><3??I�4I74:83:;�4����E�6:Ei345�hE|�6:Ei678735575�3I@;7K;4G|E�i345�Qi-.I�4I74:83:;�4?;4J�>C<78�87?J7I:;K7>C�345:@7?�>.:;�4?6787?:;88753G3;4��8��@:�3I@;7K7:@7@�<�G747;:CEM�3K�;5J87I;J;:3:;�4��-.H/�?3>:;4



���������	
������������� ����������������� !���"#����$#�����"!#�%!��&#�#''��!(��"#��� !")*%������+'"�,!����$#����-."#����/���0!"��*123 !!�!$�"��'�����+'"�$!��&#�'!"��"%!(,4����+#���5 ���!,����5�#,�"#��"45�$#�! �"�6���#�!�!$�"��'�����+�!��'&�� $4���("�$#�"��#���+$���!$��"$�7!"!(&�� � !���5&�7!�0,!"%#�!"�#�&�� #��+8%�(!����423 !�'!"#���+'#"#%!�!"���"!�!$�"��'�����+#"!��%%#"�6!(��/�''�!%!��#"43#,�!/�29�,"�!��� !!�!$�"��'�����+��������$���#����+��'��4%!"��#$!�����"��!:;<�$%�=��"!��%#��%�=��+"#����>�&#�'�#$!(��#�%?�4"��+!&�� #�!!(�!(�#%!�!"��*2�:*2@%%23 !��������&#�!�!$�"��'��#��*AB�&�� � !(���#�$!����$%,!�&!!�� !$���!$��"#�(� !�!!(�!23 !'�%'��+"#�!&#��"�%*2��'��*2�%?8 (!'!�(��+��� !��������7��$����423 !!�!$�"��'�����+&#�'!"��"%!(#�"��%�!%'!"#��"!#�(#�#�#�" �%�(��4��@*C23 ! �%�(��4��� !����#�!(!�!$�"��'�����+,�=&#�$���"���!(,4����+#'�"�#,�! �%�(��4(!7�$!���"5D5/&���2�2�2�2��#�4�����<�"' ���+4��E�!$�"��'��F���!"<#�!"�#�3 !%�"' ���+4��� !����!"%#�!"�#��&#�(!�!"%��!(,4 �+ 5"!���������$#����+!�!$�"��%�$"��$�'!-/E<1G!���H��"#��2F�" �+ 5"!���������%#+��+���5�!���!$��(#"4!�!$�"��(!�!$����#�#�#$$!�!"#���+7���#+!-�B1���AB&#���!(23����(4� !$ !%�$#�$�%'����������#%'�!��� !,#$A5�$#��!"!(!�!$�"��(!�!$��"&#���!(#���AB�B2/$#����+�"#��%������!�!$�"��%�$"��$�'!-/3E<1�%#+!�&!"!#$I��"!(,4#�FE93��#�3 !%���**%�$"��$�'!!I��''!(&�� � !/�'!"J(!�!$��"�4��!%��"#�!�!"+45(��'!"��7!J5"#4�'!$�"��$�'4-E;J12F�"/3E<%!#��"!%!����,��'��4%!"%#�!"�#�&#�$��&�� �$����"��������#)%%:(�#%!�!"�#%'�! ��(!"2F�,!"�&!"!��=!(,4'�#$��+� !%,!�&!!��&���+"�(�2�2�2�2��"K!"%!#,����43!����+��E�!$�"��'��F���!"<#�!"�#����"'!"%!#,����4�!����+��� !%#�!"�#��&#�$��(�$�!(#$$�"(��+��� !<!(�$#�<#�A���#�(#"(EB/5EL��@M)>�*��-E�����#��!��"!��"/�#�(#"(��#����#�(�$$"!(��#����12.!��"!%!#��"��+�� !����!"%#��&!"!$��(�����!(#$$�"(��+��� !/�#�(#"(-E�����#��!��"!��"/�#�(#"(��#����#�(�$$"!(��#����123 !#�"'!"%!#,����4%!#��"!%!���&!"!'!"��"%!(,4����+� !%!#��"��+(!7�$!FJ))�*<����"-3!=�!��9���"�%!���12���%!#��"!%!���&!"!'!"��"%!(��� !�#%'�!#"!#���2*$%�&�� *2�N�%8�#�"�'!!(23 !"!�����#"!'"!�!��!(#�� !#"�� %!��$#7!"#+!���%!#��"!%!���&�� � !��#�(#"((!7�#����2�2�2)23!����+���!"����F���"#����E�0$�!�$4��E�!$�"��'��F���!"<#�!"�#���!"����0��"#����!�0$�!�$4&#�%!#��"!(#$$�"(��+��� !��#�(#"(�O)�P�����+� !#!"����+!�!"#��"3/9%�(!�)*N@�� !#!"����#�#�46!"/$#����+<�,����4K#"��$�!/�6!"-/<K/13/9%�(!�)*M�Q���(!��#����K#"��$�!�����!"-�K�13/9%�(!�)NN��� !("4!"3/90��!"!(#�"��''�4)*N�.�����$#+!�("4!"3/9)*@��#�(� !(!�!"!���#�%���%!�!"�RSMM@H2K��4(��'!"�!#!"����&�� #'#"��$�!"#�+!����2M:���2��%&#���!(��"�!����+�$�7!"��+#'#"��$�!��6!��)**�%�& �$ L��%#�A�#"!$!"��0!(��0��"#�!��"O)�P2�2�2�2R4("�' �,�$��48R4("�' ���$��4;!�!"%����+3 ! 4("�' �,�$��48 4("�' ���$��4��� !0��!"%#�!"�#��&#�!���%#�!(,4%!#��"��+� !$���#$�#�+�!�����+� !/!����!("�'%!� �(O�*P&�� � !(!7�$!;#�#K 4��$�D���*#�(/���*����&#"!-;#�#K 4��$�9���"�%!���T%,R�F��(!"��#(��UT!"%#�412;������!(&#�!"&#���!(#�#��I��(#+!����$"!#�!� !("�'��� !%!#��"!(��"�#$!��� !%#�!"�#�2���%!#��"!%!���&!"!'!"��"%!(#�"��%�!%'!"#��"!#�(� !#�" �%�(��4#��*C2�2�2�2V�#�����$#������<!�#�����!��#�(� !W!�!#�!(<!�#�����!����� !F�,!"<#�!"�#��F�"� !I�#�����$#������� !%!�#�$���!���� !��,!"%#�!"�#��&!"!$���X�$%�#�(��$�,#�!(���%?��RLD)-L��"�$�$�(3"#$!<!�#�T"#(!@N:@�C�/!#��#"� !%�$#��1��"�� #�@�Y�2���!"��$�,#������ !���'!�����&#�7�"�!=!(#�((����!(�>�***���CRLD)23 !$��$!��"#���������#�(�+��(����!(���'!������&!"!#�#�46!(,4���%�$#,��"'�����'!$�"��$�'4-��/1-$���"��M**���#�4��AZ!�#�+���#�4��AZ!�#T%,R�Z!�#�T!"%#�412



���������	
������������� �������������� �!"#��!� ����$��%�&'���$#� �� ������(�#'���"$���'����!�$)�%�&&�&! ��*'+��,-)�����������.'! � &! #�/���&��*012� �%��3��45����! #�/��!� ����%�6�� ��� �)�%&!%%�$7�&8�9�:! ;<=*8<!��!#5#!&>��#�?���$@��&�0AB0�C�D��%���2��'!#�$%:����.'! ������'��'6��������� &7����E�&���$$�)�&/F���&!$��!� �����%�$��!� %�..�!'�%! �C;<=*� &� �$F%!%/F55D8#� ��55G..�5 �$F�!3H� �5I:4JKLKMN	O	OP
�
	NQ���N>��#F����E!#����#�%��2�=�R =� &5I<S%� &#����%6� &! I%�$�%)���%��&!�&/F�%! I���TD>U��%%�F4TD>U����I� �8V�#��:)�%�%�&�##��&! I�����'� ���#�����%W6����#�$4>��#�$$%8?,2XU��Y���UZ0���D>:)���I��) ���66��E!'���$FA.C#� [�� #F� �0U)�$$6$���%4>��I��)��'�&!�')�%��'�7�&�� &'���$<S%��%�$�%��%6�#!"�&#� #� ����!� %)���&!$���&! ���I��)��'�&!�'���..\+])�$$4>�� ��G�$�����TD>U����I� �)�%�&&�&8�.\+])�$$:����#�$$%)���! #�/���&���*��� &����6�!#�$&� %!�F8=,:����. ')�%&����'! �&/F�>�#� D� �!%�%6�#���6����'����4,���� �$F%!%)�%#���!�&���/F�7���I! I���=,���&%����!6$!#���)�$$%�%�/���#�! I/$� 38)�$$%)!�����#�$$%:�� &#�'6��! I���&��!7�&7�$��%)!�����.U#� ���$%8#�$$%������&)!��I��)��'�&!�')!�����<S%:4>��#� ���$%W7!�/!$!�F)�%#� %!&���&��/��..C�� &#�$$7!�/!$!�F̂ G.C)�%#� %!&���&��/�� ! &!#��!� �����#F����E!#!�F������%�&'����!�$%4JK_KQ̀ 	
a��	��
�bQ���Nc�����
��
��Ob
?@�0��%���! )�%�/��! �&���'���I� ��!#%��#3#� ���8d�$�e !7��U%!�F:�� &f	�g�NbO�O����������0�*G%���! )�%�/��! �&���'���5>224h����������%�%����/�#���!�)���#�$�!7���&! *'+��VS?-���*A12�)!��%��3! I���..�6'��7�� !I��4>�� �..\+���7�� !I��#�$����%)�%'!E�&)!���.'+��+h/����� &! #�/���&����������#�����E6� � �!�$I��)��6��%�45�������! #�/��!� ����=,��0�. '8=,0�.:)�%'��%���&�� &/�#���!�$%�%6� %!� ���/%��/� #�.4�8'��%���&��=,0�.:)�%6��6���&45����$���..\+��%�%6� %!� )�%%6���&� ���%�����S���!&!%�8�.#'(�.#':)!��+h�I��4= ������%�$F! �#�$���&+h�I������"$���'����!�$%)���6$�#�&���$$�)�&/F! #�/��!� ��������*A12i���� �!/�#���!�$����#������'����!�$%)�%��� �7�$����&/F7!%��$! %6�#�!� 4JKjKQ�������̀	OkQ̀ 	
l
��bQ�	
l
	NOkm�̀O��	��
�b��̀nMO����gÒn
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