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Abstract (Italian) 

Questo studio esplora aspetti cruciali di SARS-CoV-2 e Strongyloides stercoralis, concentrandosi su 

variazioni strutturali, scoperta di farmaci, sfide diagnostiche e strategie terapeutiche. Inizialmente, 

esamina l'emergere di un'inserzione ricorrente nel dominio N-terminale della glicoproteina spike di 

SARS-CoV-2, evidenziando le sue implicazioni per l'evoluzione virale e la progettazione dei vaccini. 

Un esame basato sull'interazione per la scoperta di farmaci chiarisce i meccanismi degli inibitori noti 

di SARS-CoV-2 e identifica nuovi potenziali scaffolds di composti, fornendo una base per futuri 

sviluppi terapeutici. Inoltre, lo studio affronta la ridotta sensibilit¨ dei test antigenici per il rilevamento 

delle infezioni da variante Omicron di SARS-CoV-2 attraverso un'analisi approfondita dei dati reali, 

sottolineando la necessit¨ di migliorare i metodi diagnostici. Basandosi su questi risultati, la ricerca 

integra approcci multidisciplinari per affrontare le sfide in corso nella gestione delle malattie infettive. 

L'inserzione ricorrente nel dominio N-terminale della proteina spike di SARS-CoV-2 ¯ analizzata per 

il suo ruolo nell'elusione del sistema immunitario e il suo potenziale come bersaglio per nuovi 

antivirali. Il metodo di screening basato sull'interazione colma le lacune tra gli inibitori noti di SARS-

CoV-2 e i potenziali candidati farmacologici, dimostrando il potere dei modelli computazionali 

nell'accelerare la scoperta di farmaci. L'analisi della sensibilit¨ dei test antigenici nel contesto delle 

infezioni da variante Omicron evidenzia le carenze critiche nelle tecnologie diagnostiche attuali e 

sottolinea la necessit¨ di un continuo adattamento dei protocolli di test. Nel campo della 

parassitologia, il profilo proteomico dettagliato delle larve infettive di terzo stadio di Strongyloides 

stercoralis fornisce una preziosa risorsa per identificare nuovi bersagli molecolari e comprendere i 

meccanismi adattativi del parassita. L'esplorazione del targeting del recettore GluCl illustra il 

potenziale del riposizionamento dei farmaci, offrendo soluzioni pratiche per accelerare la disponibilit¨ 

di trattamenti efficaci per l'infezione da Strongyloides stercoralis. Questo approccio integrato non 

solo avanza la conoscenza scientifica, ma propone anche strategie concrete per migliorare il controllo 

delle malattie e i risultati per i pazienti. 

 

 

 

 

 



vi 

 

Abstract (English) 

This study explores critical aspects of SARS-CoV-2 and Strongyloides stercoralis, focusing on 

structural variations, drug discovery, diagnostic challenges, and therapeutic strategies. Initially, it 

examines the emergence of a recurrent insertion in the N-terminal domain of the SARS-CoV-2 spike 

glycoprotein, highlighting its implications for viral evolution and vaccine design. An interaction-based 

drug discovery screen elucidates the mechanisms of known SARS-CoV-2 inhibitors and identifies 

potential novel compound scaffolds, providing a foundation for future therapeutic developments. 

Additionally, the study addresses the reduced sensitivity of antigen tests for detecting Omicron SARS-

CoV-2 infections through extensive real-life data analysis, underscoring the need for improved 

diagnostic methods. Building on these findings, the research integrates multi-disciplinary approaches 

to tackle ongoing challenges in infectious disease management. The recurrent insertion in the SARS-

CoV-2 spike protein N-terminal domain is analyzed for its role in immune evasion and its potential 

as a target for novel antivirals. The interaction-based screening method bridges gaps between known 

SARS-CoV-2 inhibitors and prospective drug candidates, demonstrating the power of computational 

models in expediting drug discovery. The analysis of antigen test sensitivity in the context of Omicron 

variant infections highlights critical shortcomings in current diagnostic technologies and emphasizes 

the necessity for continuous adaptation of testing protocols. In parasitology, the detailed proteomic 

profiling of Strongyloides stercoralis infective larvae provides a valuable resource for identifying new 

molecular targets and understanding the parasiteõs adaptive mechanisms. The exploration of GluCl 

receptor targeting illustrates the potential of drug repurposing pipeline, offering practical solutions to 

accelerate the availability of effective treatments for Strongyloides stercoralis infection. This 

integrated approach not only advances scientific knowledge but also proposes tangible strategies for 

enhancing disease control and improving patient outcomes. 
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DŜƴŜǊŀƭ ƛƴǘǊƻŘǳŎǝƻƴ 
Emerging infectious diseases pose a significant and growing challenge to global public health [1]. 

These conditions arise from newly recognized pathogens in a population or involve familiar agents 

affecting new or larger populations or geographic regions. They are caused by various organisms, 

including bacteria, viruses, fungi, or parasites, and can spread rapidly and unpredictably [2]. 

Understanding transmission dynamics in the early stages of an outbreak is crucial for an effective 

public health response [3]. Estimating changes in transmission over time reveals the speed of spread 

and identifies infection hotspots, which is essential for evaluating control measures such as social 

distancing, lockdowns, and vaccination campaigns [4]. By analyzing how interventions influence 

transmission, alternative strategies can be designed to manage outbreaks more effectively. This 

comprehensive approach ensures that public health responses are data-driven, timely, and adaptable 

to evolving circumstances. 

Figure 1.1: Workflow demonstrating the use of patient samples for sequencing and proteomics analysis to inform 
diagnosis and treatment strategies. Insights from hospitalized patients and population outbreaks are integrated to guide 
interventions, creating a feedback loop for improving public and individual health outcomes. 

As the global impact of the COVID-19 pandemic, driven by SARS-CoV-2, has highlighted an urgent 

need for rapid advancements in viral diagnostics, therapeutic strategies, and a deeper understanding 

of viral evolution. This thesis contributes to this expanding field of research, exploring multiple 

dimensions of SARS-CoV-2 and related pathogens through computational, structural, and proteomic 

approaches. 

In late December 2019, an unexpected outbreak of respiratory illness emerged in Wuhan, Hubei 

Province, China. The symptoms, including fever, sore throat, and respiratory difficulties, initially 
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resembled viral pneumonia [5]. However, genomic analysis of respiratory specimens identified the 

causative agent as a novel coronavirus, initially named 2019-nCoV. Subsequently, the International 

Committee on Taxonomy of Viruses (ICTV) reclassified it as SARS-CoV-2 due to its close genetic 

relationship to the SARS-CoV virus [6]. The disease caused by this virus was officially named 

Coronavirus Disease 2019 (COVID-19). On March 11, 2020, the World Health Organization (WHO) 

declared COVID-19 a pandemic in light of its rapid global spread. By March 30, 2021, the virus had 

resulted in approximately 128 million confirmed cases and over 2.8 million deaths worldwide. 

Coronaviruses belong to a broad family potentially fatal diseases such as acute respiratory distress 

syndrome (ARDS) and organ failure [7]. 

SARS-CoV-2 is classified under the order Nidovirales, subfamily Orthocoronavirinae, and has four 

genera: Alphacoronavirus, Betacoronavirus, Gammacoronavirus, and Deltacoronavirus [8]. Viruses 

within the Nidovirales order share several structural features, including a conserved genomic 

organization, replicase gene located downstream of the 5'-UTR, and a unique mechanism of gene 

expression involving ribosomal frameshifting [8]. Seven coronaviruses are known to infect humans, 

including 229E, NL63, OC43, HKU1, MERS-CoV, SARS-CoV, and SARS-CoV-2. Of these, 229E, 

NL63, HKU1, and OC43 typically cause mild to moderate upper respiratory illnesses, while MERS-

CoV, SARS-CoV, and SARS-CoV-2 are more severe, potentially causing fatal lower respiratory tract 

infections [9]. SARS-CoV-2 shares 88% of its genetic sequence with bat-SL-CoVZC45 and bat-SL-

CoVZXC21, 79% with SARS-CoV, and around 50% with MERS-CoV, suggesting it likely originated 

in bats [6], [10]. Understanding these genetic similarities and differences can help develop effective 

treatment strategies for the pandemic. MERS-CoV was first identified in Jordan, Saudi Arabia, in 

2012 and has since led to over 24,000 cases across 27 countries, predominantly in Saudi Arabia [11]. 

SARS-CoV was identified in China in 2003 and is also believed to have originated in bats, with an 

animal intermediary. The SARS outbreak was contained in mid-2003 through isolation and quarantine 

[12]. However, a few cases since then have occurred due to laboratory accidents and related 

exposures. SARS-CoV-2 is a novel strain that has not previously infected humans.  

The SARS-CoV-2 genome is approximately 26-32 kb in length and includes various open reading 

frames (ORFs), sharing structural similarities with other human coronaviruses (HCoVs) [13]. These 

viruses are enveloped and display surface projections in the form of spike proteins. Their genome is 

an unsegmented, single-stranded positive-sense RNA with a 5' cap and a 3' poly(A) tail, which serves 

as functional mRNA for translation of the replicase polyproteins. Two-thirds of the genome, near 

the 5' end, encodes the replicase gene known as Open Reading Frame 1a and 1ab (ORF1ab), which 

produces nonstructural proteins (nsps) called pp1a and pp1ab polyproteins. The two polyproteins 

are cleaved by viral proteases, a papain-like protease (PLpro) and a 3C-like protease (3CLpro), to 
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generate 16 NSPs and to form the replication and transcription machinery. The pp1a non-structural 

protein corresponds to NSP1 to NSP11 and pp1ab non-structural protein comprises of NSP12 to 

NSP16. These nsps, such as the RNA-dependent RNA polymerase (nsp12) and helicase (nsp13), are 

essential components of the viral replication-transcription complex (RTC) responsible for 

synthesizing viral RNA and subgenomic RNAs required for structural protein production. The 

cleavage specificity of Mpro (Leu-Glnɹ(Ser, Ala, Gly)) is unique to coronaviruses, ensuring minimal 

overlap with human proteases and making it a highly specific and conserved drug target. Without 

Mpro, the polyproteins remain unprocessed, preventing the formation of a functional RTC and halting 

viral replication. The pivotal role that Mpro plays in regulating viral replication and transcription makes 

it an attractive drug target, as its inhibition can effectively disrupt the SARS-CoV-2 life cycle and 

prevent the spread of infection. The remaining 10 kb, located near the 3' end, encodes structural 

proteins (S, E, M, and N) and nine accessory proteins encoded by ORF3a, ORF3d, ORF6, ORF7a, 

ORF7b, ORF8, ORF9b, ORF14, and ORF10 genes [14]. 

 

  

Figure 1.2: SARS-CoV-2 structure and genomic organization. The illustration depicts the structural proteins (S, 
E, M, N) of SARS-CoV-2 surrounding its +ssRNA genome. The genome map outlines ORF1a/1b encoding non-
structural proteins, along with structural and accessory proteins. Key features include the Spike protein's receptor-binding 
domain, Nucleocapsid domains (NTD, CTD), and the Main Protease (Mpro), a potential drug target. 

Given the critical role of Mpro in viral replication and transcription, advancing drug discovery for 

SARS-CoV-2, particularly targeting the main protease (Mpro), has emerged as a key focus.  

ΣΣ

Mpro
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In this context, my research, titled òAn interaction-based drug discovery study to identify potential 

inhibitors of Mpro,ó contributes significantly to this field by employing an interaction-based drug 

discovery approach that identified 692 potential inhibitors targeting Mpro. By screening protein-ligand 

complexes from the Protein Data Bank (PDB), the investigation successfully predicted both known 

inhibitors, such as Dasatinib and Amodiaquine, and novel compound scaffolds, expanding the 

chemical diversity of potential therapeutic candidates. Notably, 17% of the top 100 predictions were 

validated using existing data, including four FDA-approved drugs, underscoring the methodõs utility 

in drug repurposing. Additionally, this work revealed a triplet hydrogen bond motif in the Mpro active 

site involving Gly143, Ser144, and Cys145, which is critical for ligand binding and protease inhibition. 

This discovery provides a deeper understanding of Mproõs interaction dynamics and can guide the 

design of more effective inhibitors. While computational in nature, the findings highlight the need 

for rigorous experimental validation to confirm the efficacy and safety of these predictions, offering 

a robust framework for accelerating the development of targeted therapies against SARS-CoV-2.In 

addition to epidemiological data, structural and computational biology play an essential role in 

managing infectious diseases.  

Mapping mutations onto 3D structures of proteins helps us understand the structure-function 

relationship in detail [5], which is critical for managing infectious diseases. At the atomic level, this 

adds information regarding protein stability and dynamics, offering better predictions about structural 

impacts. Recent progress in structural genomic consortiums has brought molecular docking and 

molecular dynamics (MD) simulation to the forefront, reducing reliance on labor-intensive 

experimental techniques. Computational MD analysis, using force fields for atoms in a 

macromolecule, helps us understand molecular motion and elucidates small differences caused by 

variations. Therefore, describing a molecule at the atomic level becomes an indispensable method, 

potentially bypassing experimental difficulties. MD can explain significant changes in the binding 

affinity of a macromolecule upon mutation and drug response. Integrating molecular insights with 

epidemiological data enhances the development of targeted treatments and intervention strategies, 

ultimately leading to more effective control and mitigation of infectious disease outbreaks. 

In this perspective, the combined insights from my research òEmergence of a recurrent insertion in 

the N-terminal domain of the SARS-CoV-2 spike glycoproteinó and òWide Real-Life Data Support 

Reduced Sensitivity of Antigen Tests for Omicron SARS-CoV-2 Infectionsó I performed on SARS-

CoV-2 highlight the role of the SARS-CoV-2 N (nucleocapsid) protein and its significant impact on 

diagnostic efficacy and viral behavior. 
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The study òEmergence of a Recurrent Insertion in the N-terminal Domain of the SARS-CoV-2 Spike 

Glycoproteinó investigates a unique recurrent insertion region (RIR1) in the spike proteinõs N-

terminal domain (NTD), located between codons 213ð216, observed in at least 49 independent 

instances across multiple SARS-CoV-2 lineages. These insertions, reflecting convergent evolution, 

do not directly overlap with major antibody epitopes but may indirectly influence the structure of the 

spike protein and its interaction with the ACE2 receptor, impacting infectivity and immune escape. 

Found in Variants of Concern (VOCs) such as Alpha, Delta, and Omicron, RIR1 pairs with other 

mutations to enhance transmissibility and immune evasion, exemplified by Omicronõs insertion 

(S:ins214EPE), which is accompanied by numerous spike mutations conferring significant immune 

escape and altered tropism. Molecular dynamics simulations played a critical role in assessing the 

structural and functional consequences of these insertions, using coarse-grained models to explore 

their impact on the spike proteinõs stability, flexibility, and interactions. The findings suggest that 

RIR1 insertions, likely arising from recombination events or replication errors, are maintained by 

structural constraints and evolutionary advantages. This work underscores the importance of 

genomic surveillance and structural analysis in understanding SARS-CoV-2 adaptation and informing 

vaccine and therapeutic strategies. 

On the other hand, the work òWide Real-Life Data Support Reduced Sensitivity of Antigen Tests for 

Omicron SARS-CoV-2 Infectionsó explores the diagnostic challenges posed by SARS-CoV-2 

variants, focusing on antigen diagnostic tests (ADTs) during the transition from the Delta to the 

Omicron variant. The N protein, a core structural component of SARS-CoV-2, serves as a critical 

target for many ADTs. However, it is prone to mutations, particularly in variants like Delta and 

Omicron. These mutations may alter the protein's structure, which can influence the accuracy of 

rapid antigen tests and contribute to immune escape mechanisms. The study on the N protein 

specifically shows that Omicron has developed unique mutations in this protein, affecting ADT 

performance due to potential changes in antigen recognition. For instance, mutations like P80R and 

D343G in Omicronõs N protein were identified as causing structural and dynamic shifts, potentially 

leading to a decrease in ADT sensitivity due to less efficient antibody binding. The decrease in ADT 

sensitivity from Delta to Omicron (63% to 33%) underscores the influence of these mutations on 

diagnostic accuracy, as newer variants present increased viral loads yet evade detection through 

altered N protein structures. 

By integrating computational and structural biology methods, the research investigates how 

mutations in both the spike and N proteins can affect the virusõs immune evasion and diagnostic 

detectability, with computational models elucidating the implications of each mutation. The presence 

of intrinsically disordered regions (IDRs) in the N protein further complicates this, as mutations in 



6 

 

these areas could impact the proteinõs stability, RNA binding affinity, and overall infectivity. This 

underscores the need for diagnostic tools that can account for these mutations to maintain accurate 

detection across emerging SARS-CoV-2 variants. 

Beyond SARS-CoV-2, this thesis also expands to the neglected tropical disease strongyloidiasis, 

detailing novel proteomic insights into Strongyloides stercoralis (S. stercoralis) infective larvae.  

There are about fifty species of parasitic nematodes in the genus Strongyloides, and they infect 

everything from humans to frogs. The majority of these species only have one or a small number of 

host species. Human infection by S. stercoralis, known as strongyloidiasis, is often referred to as a 

òdisease of disadvantageó due to its prevalence in low-resource areas with inadequate sanitation [15]. 

Current estimates suggest that over 600 million people worldwide are infected, primarily in tropical 

and subtropical regions [16]. However, the actual prevalence is likely underestimated due to 

diagnostic difficulties, including low larval counts in stool samples and generally low parasite loads. 

Its life-cycle is complex, alternating between cycles of free-living and parasitic stages. Humans acquire 

the infection through the penetration of the intact skin by infective filariform larvae (iL3) present in 

contaminated soil which, once in the host, migrate through different organs. During migration, the 

larvae moult until they become adult worms, which ultimately settle in the small intestine. Once there, 

the parthenogenetic females deposit eggs that hatch in rhabditiform larvae (L1), which are then 

excreted in stools and initiate the free-living cycle. However, some L1 undergo an auto-infective cycle, 

i.e. mature into invasive filariform larvae, in the large intestine and penetrate the intestinal mucosa or 

the perianal skin to continue the parasitic life-cycle. This peculiar life-cycle allows S. stercoralis to 

perpetuate the infection, in the absence of treatment, potentially indefinitely [17]. 

Diagnosing and treating S. stercoralis infection remains challenging due to limitations in existing 

diagnostic methods and therapeutic strategies. Stool-based techniques, including microscopy and 

culture methods, lack sensitivity in chronic infections with low larval output, while serologic tests like 

ELISA and NIE-LIPS are more sensitive but prone to cross-reactivity [18]. Molecular diagnostics, 

such as PCR, offer improved detection but still face technical constraints. To enhance accuracy, a 

composite diagnostic approach combining fecal, serologic, and molecular methods is recommended. 

Ivermectin is the first-line treatment due to its high efficacy and tolerability, though repeated or 

alternative administration routes may be necessary for severe cases or immunocompromised patients 

[19]. Albendazole is a secondary option, and moxidectin shows potential as a new therapy with 

advantages like resistance mitigation and dose-independent efficacy [19]. Continued research such as 

advanced proteomic characterization to identify immunogenic proteins as potential diagnostic 
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markers.is critical to refine diagnostics, optimize treatments, and address the unique needs of 

vulnerable populations, ensuring effective management of this neglected disease. 

The understanding of protein functions is fundamental in drug discovery, with computational tools 

and methodologies playing an increasingly crucial role in this field [20]. Proteins are essential 

components of biological systems, involved in virtually all cellular processes. They are the primary 

targets for most therapeutic drugs, underscoring the need to understand their activities and functions 

in drug discovery. Analytical methods that accurately determine protein activities and functions are, 

therefore, critical for developing new treatments. While mass spectrometry-based proteomics 

provides detailed data on protein dynamics and interactions, the integration of computational analysis 

is what truly amplifies the potential of this technology [20]. This synergy between proteomics and 

computational analysis is exemplified in the study of the òSomatic proteome of S. stercoralis infective 

third-stage larvaeó, which combines these methodologies to uncover crucial insights into protein 

functions, addressing challenges in diagnosis and treatment. 

The study leverages mass spectrometry-based proteomics and computational methodologies to 

advance the understanding of S. stercoralis protein functions, crucial for addressing challenges in 

diagnosis and treatment. 

The integration of molecular insights with computational approaches drives advancements in 

understanding S. stercoralis biology and facilitates the development of diagnostic and therapeutic 

strategies. Using high-throughput tandem mass spectrometry (LC-MS/MS), the study generated a 

comprehensive dataset of the proteome of S. stercoralis infective larvae (iL3), identifying 430 proteins, 

187 of which were previously uncharacterized. To interpret this wealth of molecular data, 

computational tools were employed alongside manual annotation, which played a crucial role in 

refining and validating the automated analyses. Functional annotation through Gene Ontology (GO) 

and InterPro databases enabled the classification of proteins based on their molecular functions, 

biological processes, and cellular components, shedding light on the biological roles of key proteins 

involved in parasite survival, host interaction, and pathogenesis. 

Immunoinformatics tools such as BepiPred-2.0 were used to predict linear B-cell epitopes, identifying 

immunogenic proteins capable of eliciting an immune response. Manual annotation was instrumental 

in verifying these predictions, ensuring the selection of relevant targets. Homology analysis further 

prioritized S. stercoralis-specific proteins by comparing them to human and pathogen proteomes, 

reducing the likelihood of cross-reactivity and enhancing the specificity of diagnostic markers. 

Additionally, by structural modeling was able to map the predicted epitopes onto protein structures, 
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validating their accessibility for antibody binding and confirming their potential as vaccine candidates 

or diagnostic markers. 

By integrating experimental proteomics with computational methodologies and manual annotation, 

the study provided a dynamic understanding of the S. stercoralis proteome, emphasizing critical protein 

functions such as oxidoreductase and peptidase activities, which are essential for the parasiteõs 

survival and infectivity. This comprehensive approach not only identified novel diagnostic and 

therapeutic targets but also demonstrated the value of combining automated computational tools 

with manual annotation for accurate and meaningful data interpretation. It underscores the 

importance of such integrative methods in advancing parasitic disease research, paving the way for 

more precise diagnostics and effective treatments. This is particularly important in combating 

emerging infectious diseases and pandemics, where rapid and accurate diagnosis, along with effective 

treatment options, is essential. Additionally, computational tools help identify new proteins at 

different stages of infectious diseases, providing a dynamic understanding of how infections progress 

and how the bodyõs response changes over time [21]. This insight is crucial for developing stage-

specific diagnostics and treatments, ensuring timely and targeted interventions. 

This need for rapid drug development was starkly highlighted during the COVID-19 pandemic. The 

emergence of COVID-19 in late 2019 and its rapid global spread highlighted the urgent need for 

effective treatments and vaccines [22]. The traditional drug discovery process, spanning several years 

and extensive laboratory testing, was insufficient for the immediate demand. This scenario 

underscored the critical role of virtual screening in accelerating drug discovery and repurposing 

efforts. Similarly, strongyloidiasis, caused by the parasitic worm S. stercoralis, presents a pressing need 

for new therapies due to the growing risk of resistance to the most used drugs, like ivermectin. As 

the primary treatment for strongyloidiasis, ivermectin's potential resistance necessitates the 

identification of alternative compounds. 

The drug development process extensively uses virtual screening for scaffold hopping, lead 

optimization, and lead identification, offering a quick and low-cost alternative to high-throughput 

screening for novel pharmaceuticals.  

Virtual screening approaches fall into two main categories: ligand-based (e.g., ligand similarity) and 

structure-based (e.g., ligand docking). Protein-ligand docking uses the three-dimensional structure of 

the target protein to predict binding modes and affinities of ligands, while ligand similarity methods 

capitalize on the likelihood that similar ligands will exhibit similar activity. The exponential growth in 

computational biology and experimental protein structure determination has significantly increased 

novel drug identification [21]. This process saves time and money by determining a drug's stability, 
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safety, and efficacy through computational study alongside experimental work. Consequently, the 

computational approach has become a key component for integrating and analyzing all available 

knowledge. 

In my study òTargeting GluCl Receptor: Drug Repurposing Strategies for Strongyloides stercoralis 

Infectionó, virtual screening was employed to identify potential therapeutic compounds targeting the 

S. stercoralis GLUCL protein, a crucial receptor in the parasite's neurobiology. By leveraging structure-

based approaches such as protein-ligand docking, we explored the three-dimensional structure of the 

GLUCL protein to predict binding modes and affinities of various ligands. This method allowed us 

to identify several promising compounds that demonstrated strong binding potential, highlighting 

their viability as candidates for alternative therapies to ivermectin. However, as with any virtual 

screening effort, these findings require rigorous experimental validation to confirm their efficacy, 

safety, and stability. This step is essential to ensure the reliability of these compounds as potential 

treatments for strongyloidiasis and to address the growing concern of drug resistance. The integration 

of computational methods and experimental follow-up provides a robust framework for advancing 

therapeutic solutions for this neglected tropical disease. 

Together, these studies provide a comprehensive view of viral evolution, therapeutic discovery, and 

diagnostic precision, with applications spanning pandemic preparedness and tropical disease 

management. My thesis aims to bridge gaps in SARS-CoV-2 research and contribute to broader 

virology and bioinformatics fields, supporting future response strategies for infectious diseases 
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!ōƻǳǘ ǘƘƛǎ ǘƘŜǎƛǎ 
This thesis is divided into two main parts. In Part I - Comprehensive Insights into SARS-CoV-2 

Mutations, Therapeutic Targets, and Diagnostic Challenges, I present three distinct studies 

that together build a coherent picture of the ongoing challenges and advancements in the fight against 

COVID-19.  

The ongoing evolution of SARS-CoV-2 poses significant challenges and offers critical opportunities 

for understanding and combating the virus. Recent research has delved into various facets of the 

virus's behavior, including genetic mutations, drug discovery, and diagnostic accuracy. These studies 

provide valuable insights into the emergence of specific spike glycoprotein mutations, innovative 

methods for identifying effective inhibitors, and the efficacy of diagnostic tests against new variants 

like Omicron. Collectively, they highlight the necessity of continuous research and adaptive strategies 

in the global effort to manage and mitigate the impact of COVID-19. 

Firstly, in Chapter ôEmergence of a Recurrent Insertion in the N-terminal Domain of the 

SARS-CoV-2 Spike Glycoproteinõ the study examines the emergence of a recurrent insertion in the 

N-terminal domain (NTD) of the SARS-CoV-2 spike glycoprotein. The insertion, identified in 

various SARS-CoV-2 variants, suggests potential impacts on viral behavior, including changes in 

transmissibility, immune evasion, and vaccine effectiveness. By analyzing the genetic sequences of 

these variants, the study provides insights into how such mutations could influence the pandemic's 

trajectory and underscores the need for continuous genomic surveillance. 

Then, in Chapter ôAn Interaction-Based Drug Discovery Screen Explains Known SARS-CoV-

2 Inhibitors and Predicts New Compound Scaffoldsõ I present a building on the understanding 

of viral mutations, this research focuses on a drug discovery approach that utilizes interaction-based 

screening to identify compounds that inhibit the function of Mpro protein in the genome of SARS-

CoV-2. The study validates known inhibitors and discovers new potential drug scaffolds by mapping 

interactions between viral proteins and small molecules. This method enhances the understanding of 

how these compounds interfere with the virus's replication process, offering a strategic framework 

for developing effective antiviral therapies against COVID-19. 

Finally, in Chapter ôWide Real-Life Data Support Reduced Sensitivity of Antigen Tests for 

Omicron SARS-CoV-2õ in light of the evolving virus and efforts to control its spread, this study 

evaluates the performance of antigen tests in detecting the Omicron variant of SARS-CoV-2 using 

extensive real-life data. The findings indicate a reduced sensitivity of these tests when identifying 

Omicron infections compared to previous variants. The study highlights the implications for public 
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health strategies, emphasizing the necessity for updated testing protocols and technologies to ensure 

accurate and timely diagnosis in the context of evolving viral mutations. 

These interconnected studies underscore the dynamic nature of SARS-CoV-2 and the multifaceted 

approach required to address its challenges. From understanding mutations to discovering new 

therapeutic agents and refining diagnostic tools, this research collectively advances our capability to 

manage and mitigate the impact of COVID-19. 

 

In Part II - Proteomic Analysis and Drug Repurposing Strategies for Strongyloides stercoralis: 

Novel Insights and Therapeutic Approaches, I delve into the proteomic analysis of Strongyloides 

stercoralis (S. stercoralis) to uncover new information about the proteins expressed by infective third-

stage larvae. This part of the thesis explores the somatic proteome of these parasitic nematodes, 

aiming to enhance our understanding of their biology, host interaction mechanisms, and potential 

vulnerabilities. Such insights are crucial for developing new strategies to combat strongyloidiasis, a 

parasitic disease with significant global health implications. 

By characterizing the proteomic landscape of S. stercoralis infective third-stage larvae, this research 

identifies key proteins that may play essential roles in the parasite's survival, infectivity, and adaptation 

to host environments. This proteomic profiling not only broadens our knowledge of S. stercoralis 

biology but also opens up new avenues for targeted therapeutic interventions and diagnostic tool 

development to improve the management and treatment of strongyloidiasis. 

The chapter Targeting GluCl Receptor: Drug Repurposing Strategies for Strongyloides 

stercoralis Infection focuses on identifying new therapeutic strategies by repurposing existing drugs 

that target the glutamate-gated chloride channel (GluCl) receptor, a critical component in the 

neurobiology of S. stercoralis. This research explores how known drugs can be repurposed to inhibit 

the GluCl receptor, offering a cost-effective and expedited pathway to new treatments. By leveraging 

existing pharmacological knowledge and drugs, this approach aims to accelerate the development of 

effective therapies for strongyloidiasis, thereby improving patient outcomes and addressing a 

significant public health concern. 

Together, these studies in Part II provide novel insights and practical strategies for understanding 

and combating S. stercoralis infections, contributing to the broader effort to control parasitic diseases 

globally. 
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t!w¢ L 

Comprehensive Insights into SARS-CoV-2 Mutations, 
Therapeutic Targets, and Diagnostic Challenges 

 

9ƳŜǊƎŜƴŎŜ ƻŦ ŀ ǊŜŎǳǊǊŜƴǘ ƛƴǎŜǊǝƻƴ ƛƴ ǘƘŜ bπ
ǘŜǊƳƛƴŀƭ ŘƻƳŀƛƴ ƻŦ ǘƘŜ {!w{π/ƻ±πн ǎǇƛƪŜ 
ƎƭȅŎƻǇǊƻǘŜƛƴ 
 

This chapter describes my contribution to: Gerdol M, Dishnica K, Giorgetti A. Emergence of a recurrent insertion 

in the N-terminal domain of the SARS-CoV-2 spike glycoprotein. Virus Res. 2022 Mar;310:198674. doi: 

10.1016/j.virusres.2022.198674. Epub 2022 Jan 10. PMID: 35021068; PMCID: PMC8743576Φ ώноϐ 

LƴǘǊƻŘǳŎǝƻƴ 
Coronaviruses generally accumulate mutations at a much lower rate than other RNA viruses, thanks 

to the efficient proofreading exonuclease activity exerted by nsp14, in complex the activator protein 

nsp10 [24] [25]. As a result, the rate of molecular evolution of SARS-CoV-2 is currently estimated (as 

of January 5th, 2022, based on GISAID data [26]), to be close to 25 substitutions/year per genome, 

i.e. 8.36×10Ĭ4 substitutions/site/year, which is slightly higher than previous estimates for human 

endemic coronaviruses [27]. Consistently with comparative genomics data obtained from other 

members of the Sarbecovirus subgenus, such mutations are not evenly distributed across the genome, 

but they are disproportionally located in the S gene, which encodes the spike glycoprotein. It is also 

worth noting that the S gene undergoes frequent recombination events, likely as a result of naturally 

occurring co-infections in the animal viral reservoirs [28], and that these events are also theoretically 

possible among different SARS-CoV-2 lineages [29]. The encoded transmembrane protein forms a 

homotrimer and plays a fundamental role in the interaction between the virus and host cells, 

promoting viral entry though the interaction with different membrane receptors [30]. In the case of 
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SARS-CoV-2 and of the closely related SARS-CoV responsible of the 2002ð2004 outbreak, such 

receptor is represented by the angiotensin converting enzyme 2 (ACE2) [31], [32]. 

While most of these mutations have little or no phenotypic impact at all, some may significantly 

influence viral transmissibility and the ability of the virus to escape host immune response. The causes 

underpinning such phenotypic effects may either lie in an increased viral shedding, in the alteration 

of the binding affinity between the spike receptor binding domain (RBD) and the host ACE2 

receptor, or in the modification of key antibody epitopes. The most striking example of a non-

synonymous mutation which had a dramatic impact on the dynamics of the pandemics is most 

certainly represented by S:D614G. This mutation, which was not present in the ancestral lineage that 

caused the Wuhan outbreak, emerged in the very early phases of the pandemics, quickly becoming 

dominant worldwide [33], most likely due to an increased packing of functional spike protein into the 

virion [34]. 

 

Even though the mutation rate of the SARS-CoV-2 genome remained relatively stable throughout 

2020, growing evidence soon started to point out the presence of shared mutations across multiple 

independent lineages, suggesting ongoing convergent evolution and possible signatures of host 

adaptation [35]. While early investigations failed to identify evidence of increased transmissibility 

associated with such recurrent mutations [36], the nearly contemporary independent emergence of 

three variants sharing the non-synonymous substitution N501Y in the spike protein started to raise 

serious concerns about the possible involvement of this mutation in increasing viral infectivity. While 

the functional role of N501Y still remains to be fully elucidated, structural modeling points towards 

a possible function in the stabilization of the spike protein in the open conformation, which may 

increase ACE2 binding, especially in combination with other mutations targeting the RBD [37], [38], 

[39]. 

 

B.1.1.7 (the alpha variant, according to WHO labeling), one of the emerging lineages carrying 

S:N501Y, spread in southeastern England in early 2020 and quickly became dominant in Europe. 

Despite being significantly more transmissible than wild-type genotypes [40], alpha was not associated 

with significant immune escape from the neutralizing activity of convalescent or vaccinated sera [41], 

[42], [43], [44]. On the other hand, some point mutations present in the spike NTD, i.e. the deletion 

of a codon in position 144, led to full escape from the activity of a few NTD-directed monoclonal 

antibodies [45]. 

Two other major lineages carrying N501Y, designated as variants of concerns (VOCs) in early 2021, 

i.e. B.1.351 (beta) and P.1 (gamma), were linked with major outbreaks in geographical regions with 
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very high estimated seroprevalence, i.e. in the Eastern Cape region (South Africa) [46] and in Manaus 

(Amazonas, Brazil) [47], respectively. Both variants were characterized by a constellation of non-

synonymous mutations and accelerated rates of evolution, which suggested that their selection might 

have occurred in immunocompromised patients with persistent viral infection [48]. Among the many 

features shared by beta and gamma, the most remarkable one was the presence of two additional 

RBD mutations, i.e. E484K and K417N/K417T. The former one has been identified as a key player 

in antibody escape, due to its presence in a major epitope recognized by class II RBD-directed 

antibodies [49], [50], [51]. On the other hand, mutations of K417, located in an epitope recognized 

by class I antibodies, are thought to provide a minor contribution to polyclonal antibody response 

escape [49] and to possibly stabilize, together with E484K and N501Y, the interaction between the 

RBD and the ACE2 receptor [39]. Due to the possible negative impacts of these emerging variants 

on ongoing vaccination campaigns [52], [53], the focus placed on molecular surveillance significantly 

increased throughout 2021. 

 

In the spring of 2021, the lineage B.1.617.2 (delta) was internationally recognized as the fourth VOC. 

Like the three previously mentioned variants, delta carried several non-synonymous mutations in the 

S gene, including L452R, which is located in a major class III RBD-directed antibody epitope [53] 

and allows to completely escape the neutralizing activity of several monoclonal antibodies (mAbs) 

[51]. Following its initial association with the surge of infections that occurred in India in early 2021 

[54], this variant rapidly spread worldwide and replaced alpha, which strongly suggested a higher 

intrinsic transmissibility [55], possibly due to a more efficient cleavage site between the S1 and S2 

subunits [56]. At the same time, delta was also found to be endowed with significant immune escape 

properties, which resulted in reduced sensitivity towards the sera of convalescent and vaccinated 

individuals [57] and in reduced vaccine effectiveness, in particular after the first dose [58]. Although 

delta became dominant worldwide in the second half of 2021, a novel variant, designed as B.1.1.529, 

started to quickly spread in the Gauteng province (South Africa) in November 2021, outcompeting 

delta. This fitness advantage has been tentatively linked with a substantial ability to evade immunity 

from previous infection [59], which might be consistent with the high number of non-synonymous 

mutations and indels observed in the S gene compared with the reference SARS-CoV-2 genome. 

These include a number of previously described RBD mutations associated with the aforementioned 

VOC, such as T478K and N501Y, plus E484A, which suggested significant immune evasion 

properties, later confirmed by a number of in vitro studies [60], [61], [62], [63]. Based on early 

epidemiological data and on the growing number of imported cases reported abroad, on December 

1st, 2021 WHO included B.1.1.529 in the list of VOCs under the òomicronó designation. 
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Several VOCs and VOIs (including alpha, beta, delta and omicron) carry spike deletions in the NTD. 

Such deletions were previously shown to often occur in distinct NTD sites, named Recurrent 

Deletion Regions (RDR), arising in different geographical backgrounds, in independent viral lineages. 

Some RDR sites display a significant overlap with known immune epitopes, suggesting that they may 

drive antibody escape [64]. Comparatively, prior to the emergence of omicron, which carries a three 

amino acids-long insertion (S:ins214EPE) in the NTD of the spike protein, very little attention had 

been directed towards insertions. Nevertheless, such events are known to have played a fundamental 

role in the past evolution of SARS-CoV-2 spike protein by allowing, among the other things, the 

acquisition of a furin-like cleavage site, which is an uncommon feature in bat coronaviruses. This 

short motif, which is thought to be a key pathogenicity determinant [65], is indeed completely absent 

in the closely related Sarbecovirus RaTG13 [66] and only partly present in the recently described 

RmYN02 [67], [68] and RacCS203 [69]. 

 

The present work reports the independent occurrence of at least 49 distinct insertion events at the 

very same NTD site, located between Val213 and Leu216, which will be hereafter referred to as 

Recurrent Insertion Region 1 (RIR1). The transient international spread of the RIR1 insertion-

carrying lineages A.2.5 and B.1.214.2, the presence of S:ins214EPE in omicron and the identification 

of several insertions at this site in the alpha and delta lineages point out that more attention should 

be put towards the functional characterization of these codon acquisitions in the near future. 

aŀǘŜǊƛŀƭǎ ŀƴŘ ƳŜǘƘƻŘǎ 

{ŜǉǳŜƴŎŜ Řŀǘŀ ŀƴŀƭȅǎƛǎ 

The global frequency of insertion and deletion mutations mapped on the SARS-CoV-2 S gene was 

retrieved, based on GISAID data [26], from https://mendel.bii.a-star.edu.sg/ (last accessed on 

January 5th, 2022; credit to Raphael Tze Chuen Lee). Disruptive insertion and deletion mutations 

(i.e. those that interrupted the open reading frame of the S gene) and insertions carrying undetermined 

amino acids were discarded. Genomes carrying insertions at any position between codons 213 and 

216 were grouped based on the inserted nucleotide sequence. Each group was assigned a code based 

on progressive Roman numerals, following their chronological order of identification; variants of the 

same insertion including SNPs, which were detected for insertion III, IV and XLI, were disregarded. 

The nucleotide sequences of representative entries for each of the identified insertions were aligned 

with the Wuhan-Hu-1 isolate SARS-CoV-2 reference sequence (GenBank ID: NC_045512.2) using 

MUSCLE [70] in the MEGA X environment [71], initially preserving codon boundaries. The multiple 

sequence alignment was then manually refined to reflect the most probable location of the insertion 

https://mendel.bii.a-star.edu.sg/


17 

 

within each codon. Each event was consequently classified as a phase 0, phase I or phase II insertion, 

annotating insertions with ambiguous placement. 

All SARS-CoV-2 genome data used for phylogenetic inference in this study were retrieved from 

GISAID [26]. In detail, all available sequenced genomes belonging to the lineage A.2.5, to the related 

sublineages A.2.5.1, A.2.5.2 and A.2.5.3, and to the sister lineage A.2.4 were downloaded, along with 

associated metadata. While all available GISAID entries were considered for reporting observation 

frequencies, only high quality genomes (i.e. those listed as òcompleteó and òhigh coverageó) 

associated with a sampling date were taken into account for further analysis. Genomes containing 

long stretches of Ns (i.e. comprising more than 25 consecutive undetermined nucleotides) were 

discarded. The reference isolate Wuhan-Hu-1 was also included for tree rooting purposes. Note that 

several genome sequences from Panama with sampling date anterior to November 2021 were 

disregarded due to the unreliability of associated metadata (i.e. the sampling dates appeared to be 

inconsistent with the very small genetic distances with recent isolates belonging to the same lineage). 

Overall, the A.2.5-focused datasets included 1283 sequences. 

SARS-CoV-2 genomes were analyzed with the nextstrain augur pipeline 

(https://github.com/nextstrain/augur). Briefly, nucleotide sequences were aligned with MAFFT [72] 

and the resulting multiple sequence alignment was used as an input for a maximum likelihood 

phylogenetic inference analysis, carried out with FastTree [73] under a generalized time reversible 

model of molecular evolution. The resulting tree was further refined in the augur environment with 

treetime v.0.8.1 [74] using sampling date metadata, generating a time-calibrated tree. The phylogenetic 

tree was rooted based on the oldest available genotype, which in this case was Wuhan-Hu-1, and 

graphically rendered using FigTree v.1.1.4. 

A root-to-tip genetic distance analysis was performed by plotting the sampling dates against the total 

number of nucleotide substitutions (excluding insertions and deletions) observed in genomes 

belonging to the A.2.5 lineage and related sublineages. These were calculated with MEGA X [71], 

compared with the reference genotype Wuhan-Hu-1. The global average genome-wide mutation rate 

of SARS-CoV-2, roughly equivalent to 25 substitutions per year, was retrieved from GISAID (as of 

January 5th, 2022). 

 

{ȅǎǘŜƳ ǎŜǘǳǇ ƻŦ ŎƻŀǊǎŜπƎǊŀƛƴŜŘ ƳƻŘŜƭǎ 

The simulations on the wild-type spike protein were carried out considering the crystallographic 

structure deposited in PDB (accession ID: 6XR8) [75]. A few missing portions were modeled with 

Swiss Model [76] in order not to compromise the molecular dynamic properties of the protein. 

Homology modeling was performed to obtain the 3D structure of the spike protein of A.2.5 with 

https://github.com/nextstrain/augur
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Swiss Model [76], using the EPI_ISL_1,502,836 GISAID entry as a reference. The protein structure 

was converted to a coarse-grained Martini representation using the martinize.py script [77]. The 

coarse-grained protein coordinates were then positioned in the center of a simulation box of size 

23×23×23 nm3. 

The Martini coarse-grained force field with an Elastic Network (CG-ElNeDyn) [77] was used for 

running the molecular dynamics simulations through the Gromacs 2019.3 package [78]. The analyses 

were run using isothermal-isobaric NPT ensemble equilibrium simulations. The temperature for each 

group (protein, water and ions) was kept constant at 315 K using V-rescale thermostat [79] with a 

coupling constant of 1.0 ps. The pressure was isotropically controlled by a Parrinello-Rahman 

barostat [80] at a reference of 1 bar with a coupling constant of 12.0 ps and compressibility of 

3 × 10Ĭ4. Non-bonded interactions were used in their shifted form with electrostatic interactions 

shifted to zero in the range of 0ð1.1 nm. A time step of 20 fs was used with neighbor lists updated 

every 20 steps. Periodic boundary conditions were used in the x, y and z axes. Ḑ4Ǫs were collected 

for the simulations of the wild type and mutant (i.e. A.2.5) spike proteins, respectively. The root mean 

square deviation (RMSD) of backbone beads, the root mean square fluctuations (RMSF) and the 

radius of gyration (RGYR) were calculated using the gmx rms, rmsf and gyrate modules from the 

Gromacs package [78]. Principal component analysis (PCA), computed with MDAnalysis, was 

restricted to backbone beads, as it is less perturbed by statistical noise and provides significant 

characterization of the essential space motions [81].  

To visualize the direction and extent of the principal motions of the simulated systems, a porcupine 

plot analysis was performed using the modevectors.py script in Pymol [82]. 

 

wŜǎǳƭǘǎ ŀƴŘ ŘƛǎŎǳǎǎƛƻƴ 

tǊŜǎŜƴŎŜ ƻŦ ŀ ǊŜŎǳǊǊŜƴǘ ƛƴǎŜǊǝƻƴ ǊŜƎƛƻƴ όwLwмύ ƛƴ ǘƘŜ bπǘŜǊƳƛƴŀƭ ŘƻƳŀƛƴ ƻŦ 

{!w{π/ƻ±πн ǎǇƛƪŜ ǇǊƻǘŜƛƴ 

The analysis of the genomic data deposited in GISAID revealed that, before the emergence of 

omicron in November 2021, S gene insertions (excluding those that disrupted the open reading 

frame) were present in just a minor fraction of all sequenced SARS-CoV-2 genomes, i.e. roughly 0.3% 

of the total. Overall, the frequency of observation of spike deletions was more than 500 folds higher 

than spike insertions, even though this ratio is now rapidly changing due to the spread of omicron. 

As previously reported by other authors, most deletions occur in specific sites of the N-terminal 

domain, including the four previously identified Recurrent Deletion Regions (RDR) 1, 2, 3 and 4, 

associated with several widespread VOCs and VOIs (Figure 3.1) [64], and the deletion which 
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characterizes the delta variant, occurring at positions 157/158. This is consistent with the higher rate 

of mutation observed for the S1 region (which includes the NTD and RBD) in human coronaviruses 

compared with the more slowly evolving S2 subunit. 

Despite their lower frequency of observation, insertions do not occur randomly in the S gene. In fact, 

the overwhelming majority of the insertion mutations mapped so far in SARS-CoV-2 S gene target 

the NTD, being in most cases identified at a specific site, located between codons 213 and 216 

(Figure 3.1). However, this figure might be an underestimate due to the frequent use of reference-

based insertion-unaware algorithms for SARS-CoV-2 genome assembly, especially during the early 

phases  

of the pandemics. Due to the convergent finding of such insertions in independent viral lineages (see 

below), this region will be hereafter named Recurrent Insertion Region 1 (RIR1). 

Even though insertions were observed at several other spike sites, RIR1 was the only one where 

multiple insertions have independently occurred in different lineages. The only other spike insertions 

site with more than 1000 occurrences among the sequenced SARS-CoV-2 genomes (as of January 

5th, 2022) is ins145T, found in the VOI mu [83] (Figure 3.1). 
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Figure 3.1: Schematic representation of the SARS-CoV-2 protein, with indication of the two functional S1 and S2 
subunits, which are separated by a furin-like proteolytic cleavage site, the N-terminal domain (NTD), the receptor 
binding domain (RBD) and receptor binding motif (RBM), the SD1 and SD2 subdomains. The absolute number of 
observed deletion mutations along the S-gene are reported (https://mendel.bii.a-star.edu.sg/ was last accessed on 
January 5th, 2022). Bars were truncated at 2000 observed genomes; in such cases, the approximate absolute number 
of observations is reported above the truncated bars, together with the main VOCs and VOIs associated with each 
indel, indicated with a Greek alphabet letter. The position of RDR1-RDR4 from a previous study [64], as well as 
the deletion 157/158 characterizing the delta variant and the ins145T insertion characterizing the mu variant, are 
reported. 

 

wLwм ƛƴǎŜǊǝƻƴǎ ƛƴŘŜǇŜƴŘŜƴǘƭȅ ŜƳŜǊƎŜŘ ƛƴ ƳǳƭǝǇƭŜ ǾƛǊŀƭ ƭƛƴŜŀƎŜǎ 

As of January 5th, 2022 RIR1 insertions could be documented as the result of at least 49 independent 

events that occurred in different branches of the SARS-CoV-2 phylogenetic tree, which strongly 

suggests convergent evolution. Even though the length of the insertion spanned from one to eight 
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codons (Figure 3.2), the overwhelming majority of the genomes with RIR1 insertions only included 

three codons (Table 3.1). 

The most prominent viral variant carrying an insertion at RIR1 (the XLI 215:EPE insertion, 

see Table 3.1) is undoubtedly the emerging VOC omicron (which includes the lineages B.1.1.529, 

BA.1, BA.2 and BA.3), which, as of January 5th, 2022, is rapidly outcompeting delta worldwide. 

Although omicron was first detected on November 8th, 2021, time-calibrated Bayesian phylogenetic 

analyses suggest that it might have been spreading undetected in Southern Africa since early October 

[84]. The XLI insertion is paired with three small deletions in the spike NTD: (i) ǃ69/70 at RDR1, 

which has been previously suggested to act as a òpermissiveó mutation to compensate otherwise 

slightly deleterious immune escape mutations [85]); (ii) ǃ143/144/145 at RDR2, known to fall within 

a relevant antibody epitope [64]; 

 

Figure 3.2: Multiple sequence alignment of the nucleotide sequences of the SARS-CoV-2 S gene of the viral lineages 
characterized by an insertion at RIR1, compared with the reference sequence Wuhan Hu-1. The multiple sequence 
alignment only displays a small portion of the S gene and of the encoded spike protein, zoomed-in and centered on RIR1 
(i.e. codons 212ð217). Red vertical bars indicate codon boundaries, with the encoded amino acids (in the Wuhan Hu-
1 reference sequence) indicated below. The number of observed GISAID entries for each insertion as well as the encoded 
amino acid sequences are shown near the insertion name. Please note that the exact position of all insertion could not 
be unambiguously detected in all cases; those with ambiguous placement are marked with an asterisk (see Table 3.1 
for details). 

(iii) ǃ212, with unknown functional significance, located close to the RIR1 site. In addition, omicron 

carries an unprecedented number of non-synonymous mutations in the S1 subunit, some of which 
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had been previously described in other VOCs and VOIs and linked either with antibody escape, 

improved ACE2 binding or proteolytic cleavage. For example, these mutations include E484A, 

N501Y and P681H: the first one involves a residue also mutated in beta, gamma and mu (E484K), 

which plays a major role in polyclonal sera escape [86]. The second one is shared by alpha, beta, 

gamma and mu, and may increase ACE2 binding [37], [38], [39]. The third one, shared with alpha 

and mu, involves a residue mutated also in delta, where the substitution of proline with arginine 

dramatically enhances spike cleavage and viral fusogenicity [56]. 

This unusual pattern of mutations results in significant immune escape in vitro and in an enhanced 

reinfection potential in vivo [60], [61], [62], [63]. Moreover, omicron displays an altered cellular 

tropism and cell entry mechanism, which depend on the acquisition of an enhanced ability to rely on 

the TMPRSS2-independent endosomal route [63], [87]. It is presently unclear whether and to which 

extent the XLI insertion provides a contribution to the unique biological properties of this variant. 

Unlike omicron, most RIR1 insertions were associated with very small local clusters that did not lead 

to further spread. However, the lineages A.2.5 (insertion III) and B.1.214.2 (insertion IV) were 

associated with a significant community spread (Table 3.1), reaching high prevalence in some 

geographical regions during 2021. While A.2.5 will be discussed in detail as a case study in the 

following section, it is worth briefly reporting here the transient spread of B.1.214.2. Following an 

initial importation from central Africa to Europe in late 2020, this lineage accounted for a non-

negligible fraction of the covid-19 cases recorded in Belgium and Switzerland between March and 

April 2021. The spread of B.1.214.2, which led to over 1000 documented infections worldwide, was 

followed by a significant drop in its frequency of observation, which occurred in parallel with the rise 

of alpha, and further declined when delta became dominant. This lineage has not been detected since 

early July 2021 and can be thus provisionally considered as extinct. Insertion IV, which results in the 

addition of the TDR tripeptide between R214 and D215, was associated with the presence of two 

other non-synonymous spike mutations located on the RBD (i.e. Q414K and N450K). These have 

been previously linked with a moderate increase in RBD stability [88] and with immune escape both 

towards a few mAbs and towards convalescent sera [89], respectively. Due to the lack of functional 

data, it is presently unknown whether insertion IV and the other aforementioned mutations endowed 

this lineage with improved transmissibility or with increased potential for reinfection. 

 

Several other insertion events at RIR1 occurred in lineages identified as VOCs or VOIs by WHO, 

CDC, ECDC or PHE, including some that have been recently de-escalated to the status of variants 

under monitoring. In detail, insertion V was found in twelve viral genomes belonging to the gamma 

lineage, sequenced in different Brazilian states and Guyana between December 2020 and April 2021, 
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indicating the presence of community transmission in the region. As reported in a previous work 

[90], these genomes belong to a monophyletic P.1-like clade that appears to be basal to P.1. The 

highly transmissible alpha lineage, which became dominant in Europe and quickly spread worldwide 

in early 2021 [91], before the rise of delta, was associated with at least six independent insertions at 

RIR1 (insertion XII, XIII, XIV, XVI, XXI and XLII) between February and November 2021 (Table 

3.1, Figure 3.2). A single RIR1 insertion (XXXI) was recorded in August 2021 in the lineage B.1.525 

(eta) in the United Kingdom [92] and two genomes characterized by the presence of insertion VII 

belonging to B.1.429 (epsilon) [93] were sequenced in California in January 2021. Several recently 

identified insertions at RIR1 are associated with delta (i.e. insertion XXIV, XXVI, XXVII, XXVIII, 

XXIX, XXX, XXXIII, XXXIV, XXXV, XXXVI, XXVII, XXXVIII, XXXIX, XL, XLIII, XLIV, 

XLV, XLVI, XLVII, XLVIII and XLIX). None of these have led to significant community spread 

to date, even though some were linked to small clusters of infections in England (Table 3.1, Figure 

3.2). Albeit not directly linked with variants designated as VOCs or VOIs, other RIR1 insertions were 

associated with the presence of immunologically relevant spike mutations. This is the case of insertion 

IX (lineage B.1.639), which is characterized by the contemporary presence of E484K, T478K and by 

the deletions ǃ69/70 (found in RDR1) and ǃ144 (found in RDR2), which are shared by several 

VOCs and VOIs. Curiously, like the omicron insertion XLI, insertions XV, XXI, XXXI, XXXII and 

XLII also targeted viral genomes carrying both non-synonymous spike mutations at E484 and 

deletions at RDR1, suggesting a possible role of RIR1 insertions in compensating otherwise slightly 

deleterious mutations, like previously hypothesized for RDR1 itself [85].  

Taking into account the limited efforts carried out by several countries in genomic surveillance 

throughout 2020 and 2021, the insertions reported in Table 3.1 and Figure 3.2 may just represent 

a fraction of those that emerged at RIR1 during the course of the pandemics. Although it was possible 

to unambiguously ascertain the exact placement of just 34 RIR1 insertions (see Table 3.1), most of 

them were in-frame, occurring at phase 0 between codons 214 and 215 (17 out of 34 cases, i.e. 50%), 

between codons 213 and 214 or between codons 215 and 216 (one case each) with no effect on 

neighboring codons. However, others were out-of-frame, occurring either at phase I (i.e. between the 

first and the second nucleotide of a codon) or at phase II (i.e. between the second and the third 

nucleotide of codon) (Figure 3.2). In detail, three insertions were observed at phase II within codon 

213, two at phase II within codon 214, five and four at phase I and II, respectively, within codon 

215, and a single one at phase I within codon 216. In such cases, the placement of the insertion often 

determined a non-synonymous mutation of the residues flanking RIR1 either at the N- or at the C-

terminal side (Table 3.1). It is also worth noting that the omicron insertion XLI was associated with 

a three nucleotides-long, out-of-frame proximal deletion, which affected codons 211 and 212, 
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resulting in the deletion of a single amino acid. Similar deletions are uncommon in other lineages 

carrying RIR1 insertions, as they have been previously observed in a single other case, i.e. insertion 

XXII, which displays a ǃ210 deletion. 

Although the origins of the 49 RIR1 insertions was not investigated in the present study, other 

authors have previously suggested that they may result from the incorporation either of other regions 

of the SARS-CoV-2 genome itself, of host mRNAs [87], or of portions of genomic RNA of other 

endemic coronaviruses co-infecting the host [94].  

Table 3Φ1Υ Summary of the 49 independent RIR1 insertions found in the SARS-CoV-2 genome, ordered by the 
earliest date of detection, as of January 5th, 2022. 

 

 

These events would be most likely explained by poorly understood copy-choice recombination 

processes occurring during viral genome replication [95], [96]. Nevertheless, we caution that the short 

length of RIR1 insertions (usually nine nucleotides) is in most cases not sufficient to unequivocally 

establish the origins of the inserted nucleotide sequence, since several randomly occurring identical 
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sequence matches are expected to be found in a broad range of living organisms. On the other hand, 

when RIR1 insertions are relatively long, such as in the case of the S:ins214GLTSKRN insertion, 

seemingly acquired in vitro though repeated passages in Vero cell cultures, the robustness of such 

inferences might be significantly higher [87], [97]. 

 

aǳǘŀǝƻƴŀƭ ǇŀǧŜǊƴ ƻŦ !ΦнΦр ƭƛƴŜŀƎŜ 

As mentioned above, the only two lineages carrying insertions at RIR1 with solid evidence of 

widespread community transmission before the global emergence of omicron were A.2.5 and 

B.1.214.2. The inserted amino acid sequence found in A.2.5 is AAG, as the result of the phase I out-

of-frame insertion of the nucleotide sequence CGTCAGGCTA within codon 215, which determines 

the non-synonymous substitution of Asp215 to Tyr (as a result of a GAT->TAT codon replacement) 

(Table 3.1, Figure 3.2). 

 

Besides the insertion at RIR1, A.2.5 also displays the deletion of three codons (ǃ141ð143) in RDR2 

(Table 3.1), sometimes extending to codon 144. This region has been previously implicated in 

antibody escape [64] and shows deletions in some relevant VOCs and VOIs, including alpha, omicron 

and eta. In particular, ǃ144 appears to largely explain the resistance towards several NTD-directed 

mAbs displayed by alpha in vitro [45]. Moreover, the insertion at RIR1 is also combined with L452R, 

a key mutation that confers resistance towards class III RDB-directed antibodies [49], including LY-

CoV555, the basis for the formulation of the commercial mAb bamlanivimab developed by Eli Lilly 

[51]. Among the lineages currently or previously designated as VOCs and VOIs, L452R is also found 

in delta, kappa and epsilon. Like the overwhelming majority of the variants circulating in 2021, A.2.5 

is characterized by the presence of the prevalent mutation D614G. Although no other spike 

mutations are widespread in A.2.5, the A.2.5.3 sublineage acquired S477N, shared with omicron and 

known to strengthen the binding with the ACE2 receptor [98]. Overall, this mutation is associated 

with Ḑ2% of all A.2.5 genomes (Figure 3.3A). Other relevant spike non-synonymous mutations, 

known to significantly alter either ACE2 binding or antibody recognition, were only seldom detected: 

K417T, N501Y and E484K (which are the hallmark spike mutations of gamma) were simultaneously 

found in a single genome (EPI_ISL_2,305,075, see Figure 3.3A) sequenced in Texas in May 2021. 

E484K was found in three additional cases (two in the United States, one in Canada) in April 2021, 

and N501Y was detected in nine additional cases (eight in the United States, one in Canada) between 

March and May 2021. Interestingly, in one such cases N501Y was paired with E484Q, which is found 

in kappa and determines reduced antibody sensitivity, even though not synergistically with L452R 

[99]. The acquisition of the mutation P681H, known to increase the efficiency of the furin-like 
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cleavage site was documented in 8 cases, 6 of which also displayed N501Y. Such insertions occurred 

independently in different branches of the A.2.5 evolutionary tree, indicating convergent evolution 

(see Figure 3.3a). Other lineage-defining non-synonymous mutations of A.2.5 are placed in other 

genomic locations. These included K1657E, F3071Y, T3255I (shared with delta and mu) and 

H3580Q in ORF1a; P1000L in ORF1b; S74F and G196V in ORF3a; S197L and M234I (shared with 

iota) in N (see Figure 3.3b). The functional consequences of these point mutations are presently 

unknown. 

 

Figure 3.3: Panel A: circular time tree exemplifying the phylogeny of the A.2.5 lineage related sublineages. Only 
high quality, complete genomes have been included. The Wuhan-Hu-1 strain was used to root the tree; the sister lineage 
A.2.4 is also indicated. The acquisition of relevant spike mutations placed in the receptor binding domain (i.e. S477N, 
K417T, E484K and N501Y) is marked with arrows. Please note that the monophyletic clade linked with the 
acquisition of S477N corresponds to the A.2.5.3 sublineage. Panel B: key mutations associated with the A.2. 
lineages. Genes associated with mutations (compared with the reference strain Wuhan-Hu-1) are indicated; only 
mutations detected in > 50% of the genomes belonging to this lineage and associated sublineages are shown. Modified 
from https://outbreak.info/. Panel C: root-to-tip genetic distance (number of nucleotide substitutions) of the genomes 
belonging to the A.2.5 lineage and related sublineages, compared with the reference genome Wuhan-Hu-1. The black 
dashed line represents the average rate of mutation of all SARS-CoV-2 sequenced genomes, according to GISAID 
(i.e. 25 substitutions per genome per year, as of January 5th, 2022). The red dashed line represent the rate of mutation 
computed for A.2.5. Note that insertions and deletions were excluded from this calculation. 
 

Root-to-tip genetic distance analysis revealed that the overall nucleotide substitution rate observed in 

the A.2.5 lineage (and related sublineages) was significantly lower than the average substitution rate 

computed for SARS-CoV-2 (based on GISAID data), as evidenced by the markedly different slope 

of the regression line (see Figure 3.3c). This was consistent with a substitution rate equal to 

4.00ĭ10Ĭ4 substitutions/site/year, i.e. roughly 12 substitutions/genome/year. Nevertheless, the 

A.2.5 SARS-CoV-2 genomes detected in the earliest phases of the spread of this lineage (i.e. 
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December 2020) were linked with a number of substitutions significantly higher than the average 

number of substitutions found in the same period in other SARS-CoV-2 lineages (i.e. Ḑ33 vs Ḑ25). 

9ƳŜǊƎŜƴŎŜ ŀƴŘ ƛƴǘŜǊƴŀǝƻƴŀƭ ǎǇǊŜŀŘ ƻŦ !ΦнΦр 

A.2.5 belongs to one of the very few surviving children lineages of the ancestral lineage A, which, 

after several months of limited global spread, has led to a few major clusters of infections in 2021, 

such as the one which involved A.23.1 in Uganda [100]. A.2.5 stems from A.2.4, the dominant lineage 

in the Panama pandemics during the first half of 2020 [101]. The first documented cases can be traced 

back to late November 2020, all within a 100 km2 area around the capital city Panamá. However, the 

precise timing of the emergence of A.2.5, along with the acquisition of insertion III at RIR1 and of 

the other associated mutations described in the previous section, is presently unclear due to the 

insufficient molecular surveillance carried out in Central America. To date, less than 1300 out of 

nearly 500 K covid-19 cases reported in Panama have been selected for viral characterization by 

sequencing, i.e. less than 0.3% of the total, far below of the threshold that would be sufficient to 

track emerging variants [102]. The presence of a number of genomes sampled in El Salvador and 

Guatemala, two countries where genomic surveillance has been virtually non-existing in 2020, in the 

earliest-branching clade belonging to A.2.5 (Figure 3.3a), leaves the precise geographical origins of 

this lineage unclear. 

 

Nevertheless, A.2.5 undoubtedly underwent expansion in Panama between December 2020 and 

February 2021, as revealed by the increase in estimated prevalence from Ḑ60 to Ḑ95%. Interestingly, 

A.2.5 has been linked with clinically documented reinfections in individuals previously infected by 

the A.2.4 lineage, which is consistent with the presence of the constellation of non-synonymous spike 

mutations reported in the previous section, some of which may have immune escape properties [103]. 

The A.2.5 lineage likely spread very early also in the neighboring countries: while investigations 

carried out in August 2020 failed to identify A.2.5 in Costa Rica [104], the prevalence of this lineage 

in the country reached 30% between March and June 2021, with the establishment of large clusters 

of community transmission (Figure 3.4). A.2.5 may have undergone a similar spread in other 

countries in central America, including Belize, Honduras, El Salvador, Guatemala and Mexico, where 

multiple cases have been detected, starting from the spring of 2021 (Figure 3.4).  

The remarkable spread of SARS-CoV-2 in Central America was connected with a significant number 

of exported cases, which have sometimes led to clusters of infection abroad. The first evidence of 

the detection of A.2.5 in southern America dates to December 1st 2020, in Ecuador. In this country, 

the acquisition of the spike mutation S477N, mentioned in the previous section, later led to the 
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establishment of the A.2.5.3 sublineage (Figure 3.3 and Figure 3.4). Reports in other Latin American 

countries remain sporadic, but it is worth noting that A.2.5 genomes have been so far sequenced in 

Argentina, Suriname, Guyana, Grenada, Dominican Republic, Sint Marteen, Cayman Islands, Chile, 

Colombia, Venezuela, Brazil and Paraguay (Figure 3.4). The earliest cases exported in other 

continents were reported with similar timing in UAE (December 27th, 2020), Philippines (December 

30th, 2020) and Australia (January 11th, 2021), which is consistent with the period with the highest 

incidence of covid-19 infections documented in Panama. 

 

Figure 3.4: Upper panel: global spread of A.2.5 and related sublineages. Lower panel: detailed timing of the 
detection of sequenced genomes belonging to A.2.5 and related sublineages in different countries. Only countries with 
>= 10 unique days of detection are reported, whereas the others were collapsed in geographic macroareas (i.e. 
Asia + Oceania, Europe, South America and Central America). The reported dates refer to the dates of sampling 
reported in GISAID. gray boxes indicate periods of time with no sequencing data available for a given country. 
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Cases linked with A.2.5 in Europe were identified in Luxembourg, Portugal, Germany, Italy United 

Kingdom, Czech Republic, France, Belgium, Ireland, Switzerland, Denmark, Netherlands and Spain. 

In most cases these did not lead to significant community transmission, with the exception of the 

cluster of cases linked with the A.2.5.2 sublineage recorded in Campania (central Italy) in February-

March 2021 (Figure 3.4). Similarly, imported cases have most certainly led to local cluster of 

infections in different areas of the United States and Canada, starting from late 2020 (Figure 3.3). 

Nevertheless, the prevalence of A.2.5 in Northern America never exceeded 0.5%). No SARS-CoV-2 

infections linked with A.2.5 have been identified to date in the African continent. 

 

The global frequency of observation of A.2.5 and related sublineages underwent a rapid decline in 

the second half of 2021, in parallel with the global spread of delta. Just four genomes belonging to 

this lineage have been sequenced after October 1st, 2021, with the most recent GISAID entry 

(EPI_ISL_6960593) sampled in Brazil on November 8th, 2021 (Figure 3.4). The lack of recent 

sequencing data from Panama and other countries from Central and Southern America presently 

does not allow ascertaining whether A.2.5 disappeared in a similar fashion to what occurred for 

B.1.214.2 during the summer of 2021. 

 

LƳǇŀŎǘ ƻŦ wLwм ƛƴǎŜǊǝƻƴǎ ƻƴ ǘƘŜ ǎǘǊǳŎǘǳǊŜ ƻŦ ǘƘŜ ǎǇƛƪŜ ƎƭȅŎƻǇǊƻǘŜƛƴ 

RIR1 is located in a loop which connects the spike NTD Ǡ strands 15 and 16, a region which, unlike 

most RDRs, does not show any overlap with any known major NTD antigenic sites [105], [106]. 

Hence, the involvement of the insertions reported in this manuscript in antibody escape is unlikely, 

even though the possibility that this modification may lead to paired structural alterations at distantly 

related sites, leading to a reduced surface accessibility of canonical antibody epitopes cannot be ruled 

out. Moreover, the possibility that RIR1 insertions might significantly affect T-cell epitopes remains 

to be investigated, considering that the majority of T-cell response appears to be directed towards 

the spike NTD and the S2 subunit [107]. Comparative genomics investigations carried out on other 

viruses belonging to the Sarbecovirus subgenus revealed that the RIR1 has been previously prone to 

structural alterations during the radiation of bat coronaviruses [108]. In fact, in comparison with the 

spike proteins of other bat coronaviruses, RmYN02, RacCS203, BANAL-116 and BANAL-247 [67], 

[68], [109], which are among the closest known relatives to SARS-CoV-2 when genomic 

recombination is taken into account [110], comprise an insertion of four codons in a position close 

to RIR1. 
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Most certainly, the spread of the A.2.5 and B.1.214.2 lineages in different geographical contexts 

between late 2020 and early 2021, as well as the recent rapid global spread of omicron, indicate that 

RIR1 insertions are unlikely to have a detrimental impact on the three-dimensional structure of the 

spike protein or to significantly reduce the infectivity of these variants. At the same time, the well-

defined length of the insertions (in the overwhelming majority of cases 3 or 4 codons) suggests that 

some critical structural constraints, that may prevent the selection of shorter/longer insertions or 

limit their associated evolutionary benefits, might exist. Several spike mutations located in the NTD 

can affect the structural organization of the spike protein, altering the stability of the interaction 

between the RBD and the ACE2 receptor, or its accessibility to antibody recognition. For instance, 

the NTD ǃ69/70 deletion, which, like RIR1, is found in multiple independent lineages, does not 

determine a significant antibody escape in vitro [45]. However, it is thought to have an important 

impact on the structure of the spike protein, by compensating otherwise deleterious escape mutations 

[85]. In light of these observations, some NTD indels apparently not related with immune escape 

may act as permissive mutations, by compensating small infectivity deficits associated with other 

RBD mutations (i.e. L452R in A.2.5, Q414K and N450K in B.1.214.2, N440K, G446S, S477N, 

T478K, E484A, Q493R, Q498R, N501Y and Y505H in omicron). 

Interestingly, the insertion of a seven amino-acid long peptide at RIR1 in SARS-CoV-2 through 

passages in Vero cell cultures has been recently implicated in enhanced in vitro infectivity, which may 

be linked with an increase in the positive charge of NTD surface [97]. According to the authors, this 

insertion (which is not reported in Table 3.1 due to its laboratory origin) might have increased the 

affinity of the spike NTD to heparin, bringing viral particles in close proximity with host cells, thereby 

favoring the interaction with ACE2. While RIR1 insertions rarely share significant pairwise similarity 

both at the nucleotide and at the amino acid level (Figure 3.2, Table 3.1), we tested whether the 

amino acids found in the 49 RIR1 insertions were over-represented compared to expectations 

(assuming no codon usage bias). As shown in Supplementary Figure S3.1, the basic amino acids 

arginine and lysine were the most abundant ones (accounting for over 20% of total observations), 

followed by alanine, glycine and glutamic acid. Overall, lysine was the amino acid characterized by 

the highest observed/expected ratio (i.e. close to 3) and also arginine showed a moderate increase in 

frequency compared to expectations, supporting the conclusions by Shiliaev and colleagues about the 

benefits of acquiring basic residues at RIR1 for viral infectivity. Nevertheless, the two negatively 

charged residues (i.e. glutamic acid, found in the omicron 214:EPE XLI insertion, and aspartic acid) 

also had a positive observed/expected ratio, raising the question as to whether such benefits may 

apply to all charged residues. On the other hand, several amino acids with hydrophobic side chains 

(e.g. I, M, T, V and Y in particular) were strongly under-represented. 
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To preliminarily investigate the impact of RIR1 insertions on the structure of the spike protein, we 

applied molecular dynamics simulations, a well-known technique able to capture and study the 

dynamical properties of proteins and to assess the effects of mutations, deletions and insertions [111]. 

In this case, we have used a coarse-grained force-field to compare the structural and/or dynamical 

differences between the spike proteins from the wild-type virus and from the A.2.5 lineage. After 2Ǫs 

of simulations, the RMSD of the backbone atoms relative to the equivalent initial structures (which 

represents a global measure of protein fluctuations) was calculated as a function of time to evaluate 

the stability of MD simulations equilibrium in the two systems. No significant global displacement 

was detected for any of the two protein models compared with the initial structure, as most of the 

RMSD values only displayed fluctuations in a range between 0.35 ¡ and 0.45 ¡. Similarly, the 

presence of a few spike mutations in A.2.5 only led to minor changes in the compactness of the 

protein, as suggested by the differences of about 1 ¡ found in the average RYGR values among the 

two models (Supplementary Figure S3.2). On the other hand, some fluctuations were visible in the 

RMSF of the A.2.5 spike protein model, in particular in the regions which harbored non-synonymous 

mutations compared with the wild-type protein. 

To understand changes in the direction of motions of the two systems under analysis, PCA was 

performed on the last 2Ǫs of the simulations, the time after which the systems reached the 

equilibration state. The analysis was then restricted to the backbone beads, as they are less perturbed 

by statistical noise, providing at the same time a significant characterization of the essential space 

motions [81]. The diagonalization of the covariance matrix of fluctuations of the residues belonging 

to the backbone resulted in a set of eigenvalues, which were plotted in decreasing order against the 

corresponding eigenvector indices. The first few eigenvectors corresponded to concerted motions 

that quickly decreased in amplitude to reach some constrained and more localized fluctuations. Here 

we present the principal modes along the first eigenvector (Figure 3.5a), which covers about 25% 

of the motions of the protein. Consistently with the placement of non-synonymous mutations 

(Figure 3.3b), this analysis revealed that A.2.5 exhibited some changes in the fluctuations in regions 

belonging to the NTD and RBD, which are shown in red in Figure 3.5b. This indicates that the 

presence of the mutations and of the insertion at RIR1 may induce local structural and dynamical 

changes on the spike protein, highlighting the usefulness of performing studies on the dynamical 

properties of insertions upon their emergence in variants with widespread circulation. 
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Figure 3.5: Panel A: RMSF plot for the models of the wild-type and A.2.5 SARS-CoV-2 spike proteins, with 
indication of the point and insertion mutations present in the two viral lineages target of his study, compared with the 
wild type virus. Panel B: Three-dimensional structural models obtained for the wild type and A.2.5 spike proteins. 
The location of the NTD and RBD (within the S1 subunit) and of the S2 subunit in the spike trimer are shown at 
the left-hand side. The regions where the most significant fluctuations are marked in red. 

/ƻƴŎƭǳǎƛƻƴǎ 
The SARS-CoV-2 genome continues to accumulate mutations at a relatively constant rate, 

occasionally originating new VOCs and VOIs as a result of continued high viral circulation and 

natural selection. Prior to November 2021, the insertions at RIR1 documented in this work had only 

led to the emergence of two viral lineages with widespread transient distribution, i.e. B.1.214.2 and 

A.2.5, which now appear to be extinct. However, the presence of a RIR1 insertion in the emerging 

VOC omicron, together with the recurrent independent occurrence of this phenomenon by 

convergent evolution in multiple viral lineages (including alpha delta), suggests that RIR1 insertions 

may be linked with an evolutionary advantage, whose magnitude is presently unclear. 

In absence of functional data, the role of RIR1 insertions can be only speculated. Based on the lack 

of overlap with known immune epitopes their involvement in immune escape phenomena appears 

unlikely, even though their impact on T-cell response remains to be investigated. Similarly, the 

previously hypothesized role of NTD insertions in enhancing viral infectivity by promoting the 
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interaction with host cell membranes is only partly supported by the over-representation of lysine 

and arginine residues in RIR1 inserts. On the other hand, we observe a correlation between the 

presence of RIR1 insertions, RDR deletions and several non-synonymous mutations found in the 

RBD with known impact on immune evasion, enhanced ACE2 binding and transmissibility. This, 

together with the predicted impact of RIR1 on the structure of the spike protein, may suggest a 

possible role as a permissive mutation in compensating otherwise slightly disadvantageous non-

synonymous spike RBD mutations. Undoubtedly, our observations strongly suggest that the 

functional and structural impact of these insertions, with particular focus on omicron, should be the 

subject of in-depth studies. 
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!ƴ ƛƴǘŜǊŀŎǝƻƴπōŀǎŜŘ ŘǊǳƎ ŘƛǎŎƻǾŜǊȅ ǎŎǊŜŜƴ ŜȄǇƭŀƛƴǎ 
ƪƴƻǿƴ {!w{π/ƻ±πн ƛƴƘƛōƛǘƻǊǎ ŀƴŘ ǇǊŜŘƛŎǘǎ ƴŜǿ 
ŎƻƳǇƻǳƴŘ ǎŎŀũƻƭŘǎ 
 

This chapter describes my contribution to: Schake, P., Dishnica, K., Kaiser, F., Leberecht, C., Haupt, V. J., & 

Schroeder, M. (2023). An interaction-based drug discovery screen explains known SARS-CoV-2 inhibitors and 

predicts new compound scaffolds. Scientific Reports, 13(1), 9204. https://doi.org/10.1038/s41598-023-35671-x 

[112] 

 

LƴǘǊƻŘǳŎǝƻƴ 
The COVID-19 pandemic, which started in Wuhan (China) and then spread worldwide, has caused 

almost 609 million infections and more than 6 million deaths as of September 2022 (World Health 

Organization). Its causative agent the Severe Acute Respiratory Syndrome Coronavirus 2 (SARS-

CoV-2) belongs to the Coronaviridae family of single-stranded positive-sense RNA viruse [113], 

[114]. Other viruses of the same family, namely the Severe Acute Respiratory Syndrome Coronavirus 

(SARS-CoV) and the Middle East Respiratory Syndrome coronavirus (MERS-CoV) [115] already led 

to epidemics in 2002/3 and 2012 respectively [116]. Due to the severity of the current outbreak, the 

scientific community has undergone huge efforts to experimentally determine SARS-CoV-2 genome 

sequences and three-dimensional structures as fast as possible. The unseen amount of publicly 

available data on a single virus is the groundwork for developing virus-specific drugs that could end 

the current pandemic. The SARS-CoV-2 genome encodes for structural proteins and non-structural 

proteins such as 3CLpro, PLpro, helicase, and RNA-dependent RNA polymerase [117]. The four non-

structural proteins mentioned above are key enzymes in the viral cycle [118]. 

https://doi.org/10.1038/s41598-023-35671-x
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The Main protease (Mpro) is being studied a lot in terms of structural and functional properties because 

of its high similarity, with significant conservation in the cleavage site, shared with SARS-CoV [119]. 

It is an enzyme involved in the processing of polyprotein which is translated from viral RNA [120]. 

Therefore, the inhibition of Mpro would ultimately suppress viral replication. Furthermore, there are 

no human proteases with a similar cleavage specificity as Mpro, making it very unlikely for 

Mpro inhibitors to be toxic [121]. Considering this evidence, we will put the main effort into the SARS-

CoV-2 target Mpro. 

In general, there are two main groups of methods that aim to identify new drugs for a given target, 

such as Mpro, which are computational and experimental approaches [122]. 

The wide range of in vitro experimental approaches performed to manage the pandemic includes 

studies aiming to determine appropriate drug targets [123], newly developed experimental methods 

to validate predicted drugs [124], [125], [126], experiments to uncover drug mechanisms [127], [128], 

[129], and high throughput drug repurposing experiments [130]. One of the most important 

outcomes of experimental approaches is the development of the by-now-approved drug Paxlovid, a 

combination of nirmatrelvir [131] and ritonavir, for treating COVID-19 patients with a very high risk 

of severe illness [132]. Furthermore, Boceprevir and GC-376 are identified as potent SARS-CoV-2 

main protease inhibitors [133]. Nevertheless, experimental approaches in drug discovery require a 

high level of training, are expensive, and are generally less suited to perform large throughput studies 

to evaluate extensive compound libraries [134]. The above-mentioned drug Paxlovid for example is 

a derivative of a drug that was already developed as a potential SARS-CoV-1 inhibitor[131]. 

Besides in vitro approaches aiming to identify potential new drugs, others are aiming to detect three-

dimensional active site structures and compound binding modes. Structures obtained and published 

in the protein database (PDB) early on showed compound fragments in complex with Mpro. They 

revealed the importance of the residues His41 and Cys145 that comprise the catalytic dyad similar to 

Mpro of SARS-CoV-1 [135], [136]. Further work disclosed that in Mpro an oxyanion hole is composed 

of Gly143, partly Ser144, and Cys145 [121], [137] implying that a promising drug candidate should 

be able to interact covalently or noncovalently with at least one of these residues. However, these 

structures should be used with caution. It was shown that especially the Mpro structures generated 

with high-throughput methods are often lacking the representation of a possible important water 

molecule that could serve as a third catalytic residue and that the models are not on par with other 

structures in the PDB [138]. In addition, most structures are generated at temperatures of 100 K and 

thus are representing an active site configuration that is non-physiological, leading to errors such as 

the previously mentioned missing water molecule [139]. Nonetheless, structural approaches are 
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extremely important to get insights into protein function and have already uncovered the mechanism 

of the FDA-approved SARS-CoV-2 inhibitor Remdesivir [140]. 

To cope with the problems of experimental approaches and to make use of the available data, 

computer-aided approaches in drug discovery are becoming more and more popular and important 

[122]. Interestingly, the most prominent examples of in silico drug screenings against COVID-19 

seem to be based on molecular docking or molecular dynamic algorithms. Benefitting from the 

increased computational power, molecular docking algorithms are now suitable to screen giga-sized 

compound libraries against a single protein target. Such studies are testing tens of billions of 

compounds and are predicting a wide range of chemically diverse compounds [141], [142]. Most 

screened libraries are focused on known drugs and their relatives, but other recent approaches are 

screening against libraries of natural compounds to increase the search space [134], [143], [144]. 

Still, the major drawback of most in silico screenings is the lack of proper prediction validation 

resulting in only modest outcomes of huge screenings and no fast and global solution for the 

current pandemic [145]. 

By using a large amount of available data on the main protease of SARS-CoV-2, we want to address 

the above-mentioned problems. First, available Mpro compound complexes are extracted from the 

PDB and their binding patterns get analyzed by the ProteinðLigand Interaction Profiler (PLIP) [146]. 

Second, all proteinðligand complexes in the PDB are screened to detect similar binding patterns and 

predict potential inhibitors. Since we noted a drastic increase in publicly available data after the screen 

was done we decided to use this information for a further validation step. The data available in the 

PDB, before and after the screen, is depicted as a timeline in Figure 4.1. Using this data and 

Mpro binding affinity values from ChEMBL we were able to semi-automatically validate the 

predictions. Following these steps, the predictions are not dependent on pure chemical properties 

and therefore expected to be very diverse, leading to potential interesting and never considered 

findings. The automated part of the validation does not require any wet lab work and only depends 

on publicly available data. The pipeline is summarized in Figure 4.2. 

https://www.nature.com/articles/s41598-023-35671-x#Fig1
https://www.nature.com/articles/s41598-023-35671-x#Fig2
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Figure 4.1: Unique compounds released in complex with Mpro in the PDB. Structures are searched by the UniProt 
ID P0DTD1 and filtered for interactions with Mpro. Horizontal lines mark the days of Mpro inhibitor prediction and 
validation by data available in the PDB and ChEMBL. 

 

 

Figure 4.2: Graphical abstract. The pipeline consists of three major steps. First (left panel) 48 query complexes of 
Mpro with co-crystallized ligands are extracted from the PDB. Second (middle panel) the interaction patterns are 
transformed into one-dimensional fingerprints and screened against the full PDB database resulting in 692 predicted 
compounds. Third (right panel) these predictions are validated with publicly available data leading to 99 validated 
compounds that are associated with SARS-CoV-2. The validation implicates a hit rate of at least 15%. 

 

This way, we were able to predict 692 unique potential Mpro inhibitors and validated 17% of the top 

100 predictions retrospectively by publicly available data. The predictions cover a large chemical space 

and have great potential as lead compounds targeting Mpro. Within the top 100 predictions, we 

identified 4 already FDA-approved drugs that are currently under investigation for the treatment of 

the COVID-19 disease. The analysis of specific binding patterns within all available Mpro compound 

complexes in the PDB confirmed the importance of potential drugs interacting with the catalytic 

dyad of Mproõs active site. We furthermore detected an interesting pattern of three almost 

perpendicular hydrogen bonds interacting with hydrogen donors of an oxyanion hole within the 

active side. Our work contributes to the scientific community's efforts to detect potential lead 

compounds for a given protein target in a fast and reliable way. 
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aŜǘƘƻŘǎ 

5ŀǘŀ ŜȄǘǊŀŎǝƻƴ ŀƴŘ ǇǊŜŬƭǘŜǊƛƴƎ 

A search of the PDB for Mpro on 21 March 2020 returned a set of 140 compounds found in complex 

with the protein. Those were filtered in two major steps. First generic and promiscuous compounds 

were filtered out using an in-house blacklist. Second, only those that bound the catalytic binding site 

of Mpro were considered, leaving only 48 compound- Mpro complexes. These 48 complexes served as 

input for an interaction-based screening using the PharmAI DiscoveryEngine (Version 2021.03, date 

21 March 2021, https://www.pharm.ai). The small molecules in the PDB were set as target library 

for the predictions of the DiscoveryEngine. 

LƴǘŜǊŀŎǝƻƴ ōŀǎŜŘ ǎŎǊŜŜƴƛƴƎ 

In these screening approaches the way a given ligand is interacting with a protein is extracted using 

software, such as the ProteinðLigand Interaction Profiler (PLIP) [147] from three-dimensional 

complex data as provided by the protein database (PDB) [148] as well as geometric matches of ligand 

and binding site. The interactions are afterward converted into one-dimensional vectors (interaction 

fingerprints). Such interaction fingerprints can be compared with others using comparison schemes, 

such as the Tanimoto similarity index or comparable techniques, to screen large databases. The screen 

returned 740 unique compounds. Similar screening strategies have been used in [149], [150], [151]. 

tǊŜŘƛŎǝƻƴ ŜǾŀƭǳŀǝƻƴ ŀƴŘ ǾƛǎǳŀƭƛȊŀǝƻƴ 

48 predicted compounds, which were already in complex with Mpro, were removed, resulting in 692 

compounds. For these compounds, chemical fingerprints were computed using the Morgan 

fingerprint radius 2 and 512 bits [152]. The similarity of compounds was computed with the 

Tanimoto score, i.e. |AẔB|/|A ẕB| where A and B are two vectors. A random set of 400 

compounds was created to determine a cut-off for dissimilar compounds. 200 were selected from the 

total of all 35.153 compounds in PDB and 200 from the total of 2.157.379 compounds in ChEMBL 

(March 2022). There was no overlap between the two groups. Pairwise Tanimoto scores were 

computed, and their distribution indicated that 99% of pairs have a Tanimoto score of less than 0.25. 

Thus, 0.25 was used as a cut-off for dissimilar compounds. Compounds were clustered using 

hierarchical clustering with single linkage from scipy [153]. They were visualized as a heatmap (Figure 

4.3) with the cut-off of 0.25 to indicate dissimilar compounds. The multiple correspondence analysis 

and empirical cumulative density functions (Figure 4.4 and Figure 4.5) were computed using scipy 

[153]. Interactions of compounds to Mpro were extracted from PDB files using PLIP 2.2.0 [147] and 

https://www.pharm.ai/
https://www.nature.com/articles/s41598-023-35671-x#Fig3
https://www.nature.com/articles/s41598-023-35671-x#Fig4
https://www.nature.com/articles/s41598-023-35671-x#Fig5
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visualized in Pymol [82]. The hydrogen bond triple motif was flagged if PLIP identified a hydrogen 

bond in Mpro residue 143, 144, and 145. 

To validate the results, we searched PDB and ChEMBL for compounds known to interact with 

Mpro to compare those with our predictions. PDB and ChEMBL were searched for the Mpro Uniprot 

ID P0DTD1 on 9 March 2022 and 22 March 2022, respectively. PDB returned 471 unique 

compounds and ChEMBL 7.221. All considered PDB structures are generated by X-Ray Diffraction 

with a resolution of at least 2.4 ¡ (see Suppl Appendix Table 4.1). All interactions in ChEMBL are 

from the same screen (CHEMBL4495582) and results are reported as Mpro inhibition percentage at 

20 ÕM by FRET kind of response from peptide substrate [154]. Inhibitory activity was normalized 

to the one of Zn-Pyrithione as the positive control (100%) and DMSO as the negative control (0%). 

For the confirmation of valid hits, we assumed that reported compounds with values above 

0% inhibition are at least weakly active. 

wŜǎǳƭǘǎ 

{ǘǊǳŎǘǳǊŜπōŀǎŜŘ ŘǊǳƎ ǎŎǊŜŜƴƛƴƎ ŦƻǊ aǇǊƻ ǊŜǾŜŀƭǎ сфн ǇƻǘŜƴǝŀƭ ƛƴƘƛōƛǘƻǊǎ 

To identify repositioning candidates for the inhibition of Mpro, predictions were provided by 

PharmAI (Dresden, Germany) as a result of an interaction-based screening. The screening revealed 

692 potential Mpro inhibitors within the PDB. The predictions are further evaluated in three steps. 

First, their chemical properties are analyzed in terms of similarity to each other and known 

Mpro inhibitors. Here, we aim to find a heterogeneous set of predictions that cover chemical scaffolds 

beyond the already known ones with the potential of inhibiting Mpro. Such novel predictions may 

function as the basis for further evaluation and drug design. Our analysis revealed that the predictions 

are indeed very heterogeneous and do cover a large chemical space. Second, the predictions are 

searched for already known binders that are found in the PDB or ChEMBL to get a first idea of the 

predictive performance of the screen and to include publicly available data. Furthermore, predictions 

of high importance as already FDA-approved drugs are checked for an association as a Mpro inhibitor 

or COVID-19 drug in general. By that, we can confirm that 17% of our top 100 predictions have 

evidence of binding Mpro. Furthermore, 12 compounds are known to interact with other viral proteins 

of the replicase polyprotein 1ab, and we identify multiple FDA-approved drugs that are potential 

COVID-19 drug candidates. Third, we analyzed compound-Mpro binding patterns to detect 

potentially important binding modes and recognized a potentially important tripled hydrogen bond 

pattern. 

https://www.nature.com/articles/s41598-023-35671-x#MOESM1
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tǊŜŘƛŎǘŜŘ ŎƻƳǇƻǳƴŘǎ ŀǊŜ ƘŜǘŜǊƻƎŜƴŜƻǳǎ 

The chemical properties of 692 predicted compounds were evaluated. To get a first impression of 

the chemical relations in the large prediction set, we created a heatmap of their pairwise chemical 

similarities. All similarities are calculated as the Tanimoto similarity score of Morgan chemical 

fingerprints which is a 2D descriptor (see òMethodsó). Such an analysis gives insights into how 

chemically diverse a set of compounds is. For example, similar compounds would form one or a few 

big clusters in such a heatmap while dissimilar ones would form none or multiple very small clusters. 

Ideally, the predicted compounds consist of new scaffolds covering a large chemical space. An 

outcome like this can give new insights into chemical species that should be considered as the 

groundwork for further drug design approaches. 

Comparing chemical species is a challenging task and is usually done by transferring string 

representations of the compound into vector representations that can be compared by metrics such 

as the Tanimoto similarity index. Since all of such approaches come with their own benefits and 

drawbacks, we benchmarked the used combination of the Morgan fingerprint with radius 2 and 512-

bit representation combined with the Tanimoto similarity index. Evaluating the similarity of 400 

randomly selected compounds (Figure 4.4) revealed that 99% have a similarity of less than 25% 

suggesting that this is a meaningful cut-off to consider compounds related/unrelated. 

The heatmap analysis (Figure 4.3) revealed that in all but one case only small clusters are formed. 

Similarities below 25% are whited out since those compounds can be treated as unrelated. The big 

cluster (118 out of 692 compounds) consists primarily of deoxyadenosine monophosphate 

derivatives. This result is not surprising since the already FDA-tested drug Remdesivir and its active 

metabolite GS-441524 are adenosine derivatives as well. These types of inhibitors are already shown 

to successfully inhibit viral replication. Other derivatives e.g. Cordycepin yield Mpro binding affinity 

[155], [156], [157]. This gives further support for the predicted compounds. Nonetheless, the majority 

of compounds are unrelated, suggesting that the predictions are indeed chemically diverse. 

https://www.nature.com/articles/s41598-023-35671-x#Fig4
https://www.nature.com/articles/s41598-023-35671-x#Fig3
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Figure 4.3: Chemical similarity heatmap of the 692 predicted compounds. Since the underlying matrix is symmetric, 
the upper triangle is not shown explicitly. The analysis reveals little redundancy and a broad spectrum of scaffolds. The 
big cluster (middle) consists of compounds similar to deoxyadenosine monophosphate which is a group known to bind 
Mpro. 

Iƻǿ Řƻ ǘƘŜ ǇǊŜŘƛŎǝƻƴǎ ǊŜƭŀǘŜ ǘƻ ƪƴƻǿƴ ƛƴƘƛōƛǘƻǊǎΚ 

In general, predictions that cover a large chemical space are more likely to reveal interesting and novel 

scaffolds that can even be more important than a high hit rate [158]. Figure 4.5 shows the multiple 

correspondence analysis (MCA) applied to the chemical Morgan fingerprints of our predictions and 

all compounds with structures available in the PDB where they are in complex with Mpro. Given in 

blue is the kernel density estimate (KDE), i.e. the probability distribution, of the PDB Mpro binders, 

orange dots mark the predictions, green dots mark query compounds, and magenta dots mark 

validated predictions. The analysis implies that the predictions fill a larger chemical space compared 

to the known binders and query compounds. Most of them are found in high-density regions of the 

known binders, which supports the overall approach since they do not form a whole new chemical 

space. The same holds true for validated predictions. However, we indeed identified compounds that 

are beyond the chemical space of known binders. 

To access the heterogeneity of the predicted compounds even further we computed the pairwise 

similarity of 400 randomly selected compounds (200 ChEMBL, 200 PDB). The result is shown in 

the top panel of Figure 4.4. Only the set of query compounds seems to show some degree of 

https://www.nature.com/articles/s41598-023-35671-x#Fig5
https://www.nature.com/articles/s41598-023-35671-x#Fig4
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homogeneity with a mean chemical similarity of 0.23, which is still below our prior defined threshold. 

The randomly selected compounds, predictions, and known Mpro PDB binders have 

mean similarities around 0.125. 

In summary, the predicted compounds seem to be as heterogeneous as known and tested 

Mpro binders while containing new scaffolds that may contribute to future efforts in developing a 

Mpro-specific anti-COVID-19 drug. 

 

 

Figure 4.4: Pairwise chemical similarity of predicted, random, latest PDB, and query compounds. Top: violine plot. 
Bottom: empirical cumulative density function (ECDF) of similarities. Query compounds are more similar to each 
other than predictions, which are as similar to each other as a random set of compounds. This indicates that predictions 
substantially expand from the queries and cover a vast chemical space. 99% of random compounds have a similarity of 
less than 0.25 suggesting that 0.25 is a meaningful cut-off to consider compounds unrelated. 
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Figure 4.5: Multiple correspondence analysis (MCA) of predicted- (orange dots), validated- (magenta dots), query- 
(green dots), and known- (blue surface) Mpro binders. The axes of the MCA plot represent the dimensions of the data 
with the highest amount of explained variance. The analysis reveals that the predictions do cover a bigger chemical space 
than the known Mpro binders with structures available in the PDB. 

¢ƘŜ ǾŀƭƛŘŀǝƻƴ ǿƛǘƘ ǇǳōƭƛŎƭȅ ŀǾŀƛƭŀōƭŜ Řŀǘŀ ǊŜǾŜŀƭŜŘ ŀ Ƙƛǘ ǊŀǘŜ ƻŦ мт҈ 

After evaluating the predictions based on their chemical features, we aimed to validate them. Doing 

this for more than 600 compounds in vitro is a huge effort and we, therefore, make use of the 

astonishing amount of publicly available data on SARS-CoV-2. Here we have three principal 

approaches: first we extracted all compounds that are found co-crystallized with SARS-CoV-2 viral 

proteins in the PDB. Figure 4.1 gives an overview of structures published with the UniProt ID 

P0DTD1 that are co-crystallized with Mpro. Second, we searched ChEMBL for released affinity values 

of experiments with the target Mpro (CHEMBL4523582). For this section of the analysis, ChEMBL 

was selected due to its accessibility and the thorough curation of the provided data. Lastly, we 

evaluated FDA-approved predicted drugs by literature search. 

Compounds are considered to be validated in PDB if a structure is available with a predicted 

compound in complex with the protein target Mpro. In addition to these four compounds, we 

identified another 12 which are found in complex with other proteins of the replicase polyprotein 

1ab (see Suppl Appendix Table 1). After the screening was performed in 2020, 420 new structures 

of Mpro were released, which serve as a basis for this part of the validation. 

Since PDB is very limited due to its small number of available compounds (34,204) we investigated 

our results against ChEMBL as well. ChEMBL was searched for activity evidence on the reported 

https://www.nature.com/articles/s41598-023-35671-x#Fig1
https://www.nature.com/articles/s41598-023-35671-x#MOESM1
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predictions and Mpro. Interestingly, to date, there is only data of a single high throughput screening 

on Mpro available in ChEMBL. For a total of 100 compounds, there is activity evidence, however only 

inhibition percentage values at 20 ÕM compound concentration are provided. Out of those 100 

compounds, 76 show relative inhibition of>10%, 30 more than 20%, and 11 more than 30%. It is 

therefore hard to judge if those are strong (nanomolar binders) or compounds that are only weakly 

interacting with Mpro. Detailed information on the predictions and validation data can be found in 

Suppl Appendix Table 1. 

Nonetheless, the compounds are active which gives evidence beyond estimated interaction patterns, 

and even non-nanomolar binders are potential foundations for further drug optimization. Strangely, 

there is hardly any overlap between compounds found in ChEMBL and PDB even though Mpro is 

currently one of the most studied proteins. Among all 99 validated compounds, only 7 are found to 

have activity values reported in ChEMBL and a structure in complex with an viral protein available 

in the PDB. The lack of more activity data in ChEMBL can be attributed to the fact that ChEMBL 

has a very strict and standardized review procedure. 

In summary, the performed in silico screening has an in vitro hit rate of 15% within all 692 predicted 

compounds and a hit rate of 17% within the top 100 predictions, ranked by p-values (Table 4.1). 

Thus, there is substantial evidence that the predictions are indeed valid drug candidates against SARS-

CoV-2. 

 

Table 4.1: The top predictions are highly enriched in independently validated Mpro binders. Validation is done by 
evaluating with identical compounds that show inhibitory activity in ChEMBL or found in complex with Mpro in the 
PDB. Given values for PDB and ChEMBL validation do not consider any overlap. 

 

 

CǳǊǘƘŜǊ ŜǾŀƭǳŀǝƻƴ ǎǳǇǇƻǊǘǎ ǇǊƛƻǊ ŬƴŘƛƴƎǎ ƻƴ ŦƻǳǊ C5!πŀǇǇǊƻǾŜŘ ŘǊǳƎǎ 

Next, we want to get a deeper understanding of these predictions. We assess them by the interaction 

motifs present in the query structures and predictions, by highlighting the two most strongly validated 

 PDB ChEMBL Both 

Top 100 2 (2%) 15 (15%) 17 (17%) 

All 692 4 (0.5%) 100 (14%) 99 (15%) 

https://www.nature.com/articles/s41598-023-35671-x#MOESM1
https://www.nature.com/articles/s41598-023-35671-x#Tab1
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predictions with evidence in both ChEMBL and PDB, and third by evaluating predictions of FDA-

approved drugs with literature or clinical trial evidence as anti-COVID drugs. 

Among the top 100 predictions, four are approved for use in humans by the U.S. food and drug 

administration (FDA), which are Flavin mononucleotide, Amodiaquine, Dasatinib, and Adenosine 

(Figure 4.6). Flavin mononucleotide (FMN) is an orange-red food color additive and is predicted in 

complex with UbiX from the psychrophilic bacterium colwellia psychrerythraea (PDB:4REH) [159]. 

In [160] authors gave evidence about the usage of riboflavin supplementation to decrease 

inflammation in COVID-19 patients. The malaria drug Amodiaquine is predicted in complex with 

human histamine N-methyltransferase (HNMT), which is a histamine-inactivating enzyme 

(PDB:2AOU) [161]. Amodiaquine was found to block SARS-CoV-2 infection with an EC50 value 

of 0.13 ǪM and was already proposed as a potential candidate against the early phases of the infection 

[162]. It was furthermore predicted to be a fruitful inhibitor of Mpro in a molecular docking study 

performed in [163]. Dasatinib is a known tyrosine kinase inhibiting drug approved for use in patients 

with chronic myelogenous leukemia and is predicted in complex with the human SH2-kinase domain 

(PDB:4XEY) [164]. In a clinical case, Dasatinib (100 mg/day) reduced fever, and a duplicate swab 

test came out negative two weeks later [165].  

 

Figure 4.6: Structures of four FDA-approved predictions with evidence on COVID-19. All are part of the top 
100 predictions. 

 

However, it was unclear with which protein target the drug was interacting [166]. Furthermore, 

Dasatinib in combination with Quercetin reduces lung inflammation in SARS-CoV-2 infected 

hamsters and mice [137] and is now in phase two of clinical trials as an anti-inflammatory drug in 

patients with moderate and severe COVID-19 (https://clinicaltrials.gov/ct2/show/NCT04830735). 

Adenosine is an organic body-own compound and showed promising anti-inflammatory effects in 

COVID-19 patients when inhaled [167], [168]. In addition, the adenosine analog cordycepin was 

found to potently inhibit viral replication of resistant SARS-CoV-2 strains with an in vitro EC50 

value of only 2 ÕM. Despite the existing evidence of viral inhibition, the specific mechanisms of 

https://www.nature.com/articles/s41598-023-35671-x#Fig6
https://clinicaltrials.gov/ct2/show/NCT04830735
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action for all four molecules remain unclear, necessitating the need for an in vitro demonstration of 

Mpro inhibition. 

¢ƘŜ ŜǾŀƭǳŀǝƻƴ ƻŦ ǊŜŎŜƴǘƭȅ ǊŜƭŜŀǎŜŘ t5. aǇǊƻ ǎǘǊǳŎǘǳǊŜǎ ǊŜǾŜŀƭǎ ŀ ŎƻƳƳƻƴ 

ƛƴǘŜǊŀŎǝƻƴ ǇŀǧŜǊƴ 

In addition to using recently published data on Mpro to validate inhibitor predictions, the data was 

used to get supplemental insights on the binding mode. Starting from the most high-level perspective 

on the interactions we calculated the frequency of each main interaction type. It was previously shown 

that the most frequent interaction type in the PDB are hydrophobic interactions [169]. As depicted 

in Figure 4.7, the most frequent interaction types among Mpro binders are hydrogen bonds followed 

by hydrophobic interactions and water bridges. There is some specificity in the compound 

Mpro interactions compared to what is generally present in the PDB. 

 

Figure 4.7: Interaction types present in 48 query compounds. 

Not surprisingly, a total of 121 out of 471 unique compounds are interacting with one or both amino 

acids composing the catalytic dyad. Notably, the His41 residue exhibited a diverse range of 

interactions, with 39 pi-stacking interactions, and 23 hydrophobic interactions dominating the scene. 

Additionally, hydrogen bonds (8), pi-cation interactions (7), water bridges (4), salt bridges (2), and 

even halogen bonds (1) were also detected, providing a complex and intriguing picture of the binding 

interactions at play. Interestingly, Cys145 displayed a clear preference for hydrogen bonding 

interactions, with a remarkable 73 compounds interacting via this mode. Other interaction types, such 

https://www.nature.com/articles/s41598-023-35671-x#Fig7
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as water bridges (2) and hydrophobic interactions (1), were also observed, hinting at the complexity 

and diversity of the catalytic dyad's interactions with ligands. 

Further investigation on Mpro binding modes results in the identification of a potentially interesting 

triplet hydrogen bond pattern present in 35 out of 471 structures. 

In Figure 4.8, we showcased six examples that were used as input for the compound predictions. 

The compounds form three hydrogen bonds with the residues Gly143, Ser144, and Cys145. This 

finding is in agreement with what is reported in [136]. Here they found, that co-crystallized 

electrophilic ligands tend to form either two or three hydrogen bonds with Gly 143, Ser 144, or Cys 

145. A similar pattern was previously reported by in [121] and is an addition to the importance of 

interactions with the catalytic dyad composed of His41 and Cys145. This triplet interaction is of major 

importance for the protease function since Gly143, Ser144, or Cys145 do function as hydrogen 

bonding donors of the oxyanion hole present in Mproõs active side [170]. Therefore, we expect 

compounds that are able to dive deeply into the pocket and form interactions with those residues will 

efficiently inhibit the protease. 

 

Figure 4.8: Protein (blue) compound (orange) interactions of selected compounds. Blue lines mark hydrogen bonds, 
orange dashed lines mark pi-cation interactions, and dashed grey lines mark hydrophobic interactions. The three-letter 
codes refer to PDB chemical ids. Residues are indicated in red. A specific motif of three nearly perpendicular hydrogen 
bonds is present in six of the 48 query compounds. 

Turning the attention to our drug candidates, we identified a very similar pattern in three predicted 

structures (Figure 4.9), all of which are complexes with FDA-approved drugs. These cherry-picked 

examples show the opportunity of detecting similar patterns in different proteins by interaction-

based prediction methods. 

https://www.nature.com/articles/s41598-023-35671-x#Fig8
https://www.nature.com/articles/s41598-023-35671-x#Fig9


49 

 

 

Figure 4.9: Protein (blue) compound (orange) interactions of selected compounds. Blue lines mark hydrogen bonds, 
dashed orange lines mark pi-cation interactions, dashed yellow lines mark salt bridges, and dashed grey lines mark 
hydrophobic interactions. Residues are indicated in red. The three-letter codes refer to PDB chemical ids. Interacting 
proteins from left to right are: SET domain lysine methyltransferases (UniProt: Q43088), aspartokinase (UniProt: 
P9WPX3), and acetylcholinesterase (UniProt: P04052). The triple hydrogen motif is present in multiple predictions 
as well as in 35 out of 471 Mpro complexes in PDB. 

5ƛǎŎǳǎǎƛƻƴ 
The current COVID-19 pandemic exemplifies that fast-spreading diseases are a serious threat to 

modern society. By structure-based drug repurposing, we can predict a chemically diverse set of 

potential lead compounds against the main protease of SARS-CoV-2 with a success rate of 17%. 

Within the set of validated compounds, we identified several FDA-approved drugs, of which some 

are currently tested in clinical trials against SARS-CoV-2. Furthermore, we exploited the binding 

mode of known Mpro inhibitors and revealed the potential importance of a triplet hydrogen bond 

pattern for the proteinðcompound interaction. 

Performing in silico drug screenings is a challenging task and comes with its own benefits and 

drawbacks. In contrast to wet lab studies, they are rather inexpensive, safe, and cheap. However, the 

result is only a prediction that requires experimental validation. Several researchers took the challenge 

of the COVID-19 pandemic and applied their very own algorithms aiming to predict fruitful drug 

candidates for multiple viral targets. Nonetheless, several of these studies do lack any kind of 

validation leaving the reader of such articles to judge themselves on how trustworthy the results in 

general are. Others created a full pipeline starting from in silico predictions which are then 

meticulously experimentally tested on important parameters, such as binding, cytotoxicity, 

metabolic stability, or oral receptivity. 

Drug repurposing already led to some successes in the context of the COVID-19 pandemic. In [131], 

authors proved that by chemically modifying and improving a predicted lead compound an efficient 

drug against a given disease can be developed. Their drug Nirmatrelvir is now conditionally approved 
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in the EU and US. Even though this is a great success, their lead compound was already predicted as 

a potential drug against the SARS-CoV-1 outbreak in 2002. Still, it shows that experts in the field can 

rapidly develop potent drugs in a relatively short period of time when starting from an appropriate 

lead molecule. Following this assumption, we aimed to predict a chemically diverse set of potential 

Mpro inhibitors with our interaction-based approach. In doing so, the chances to detect so far 

unknown but potentially very important compound scaffolds are increased, giving more value to the 

predictions. We are able to show that the predictions are not only little redundant but furthermore 

cover a large chemical space including so far untested scaffolds. This is especially important 

considering that the query compounds used as the input for the prediction are far more homogeneous 

compared to the predictions and validated predictions. The same holds true for validated predictions, 

suggesting, that the scientific community is already heavily increasing the diversity of tested small 

molecules against COVID-19. Moreover, it is a proof of concept, that chemically diverse small 

molecules can still be effective as inhibitors for the same protein target. 

This opens the gates for further developments based on our predictions. The most limiting factor is 

the availability of compounds in the PDB that are the only ones considered in the screen due to the 

requirement of proteinðcompound complexes as input for the algorithm. 

Furthermore, the herein presented method aims to predict small molecules targeting a specific active 

site and does not allow for reliable predictions on molecules targeting e.g. allosteric binding sites. 

However, these can be included in a screen if interaction data is available in the PDB. By using 

publicly available data, we have created an intermediate approach that yields more trustworthy results 

than comparable in silico approaches but is not as powerful as those who considered experimental 

validation. With a hit rate of at least 17% within the top 100 predictions and 15% overall, the 

algorithm performance is substantial compared to similar approaches [142]. 

The evaluation of FDA-approved drugs within the predictions revealed the potential of the method 

to generate new hypotheses on drug mechanisms. All compounds are predicted to inhibit the main 

proteases of the Sars-CoV-2 virus and should therefore prevent viral replication. Through literature 

research, we identified articles on four FDA-approved drugs, showing beneficial effects in COVID-

19 patients, that are within our top 100 predictions, and none of those reported any drug mechanism. 

The drugs Riboflavin, Amodiaquine, Dasatinib, and Adenosine have shown anti-inflammatory effects 

in COVID-19 patients or in-cell antiviral activity [160], [162], [166], [167], [168]. This raises the 

question of whether reduced viral replication mediated by the inhibition of Mpro as predicted by us is 

responsible for the reduced inflammation. 
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Ascorbic acid on the other hand is one of our validated and FDA-approved predictions but there is 

evidence that it is not applicable as a COVID-19 drug due to its inefficiency in infected patients [171], 

[172]. This exemplifies the limitations of the approach. Even if a drug does bind and eventually 

inhibits a target protein, there is no guarantee that it could function as a drug. Factors such as cell 

permeability, half-time, or other mechanisms can counteract the inhibitory properties of a compound. 

That can not be tested in a pure in silico fashion and does require wet lab work. 

Anyway, the elephant in the room here is the other 82% of the predictions without validation. So far, 

there is no evidence of these compounds interacting with Mpro found in the PDB or ChEMBL. 

Therefore, this set of compounds may contain fruitful new lead scaffolds and their identification does 

require further experimental validation and evaluation. 

Supplementary analysis on interaction patterns of recently released Mpro-compound complexes 

reveals a triplet hydrogen bond that could explain stable interactions and efficient inhibition. 

Compounds with such a binding mode do interact with all neighboring residues of the oxyanion hole 

(Gly143, Ser144, Cys145) and are therefore blocking its catalytic function. Since only 13% of the 

Mpro complexes in the PDB do show such a pattern, further investigations are required to test if those 

do have lower binding energy as we expect. Still, similar patterns are reported by different research 

groups highlighting the importance of further investigations regarding its importance on 

Mpro inhibition. 

/ƻƴŎƭǳǎƛƻƴǎ 
With our work on SARS-CoV-2, we can show that our interaction-based prediction method has great 

potential to predict a diverse set of potential lead compounds for a given protein target. Starting from 

a relatively homogeneous and small set of compound fragments bound to the main proteases of 

SARS-CoV-2, we predicted a chemically diverse set of potential inhibitors. Overall, we produced lead 

compound predictions at a very high hit rate by our interaction-based approach and were able to 

perform a first validation without the requirement of additional wet-lab work. 

In this work, we benefited from the data-rich situation, but the method is applicable as long as there 

are complexes of the target protein bound to a compound available in the PDB. That way, we can 

provide a foundation for further lead optimization for lots of disease-associated proteins 

enhancing the drug development process. 

5ŀǘŀ ŀǾŀƛƭŀōƛƭƛǘȅ 
The interaction data used as input for the predictions can be found in Supplementary Table S4.1 

column òQuery PDB ID:Chemical IDó. The corresponding PDB files are publicly available from the 
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PDB (https://www.rcsb.org). All resulting predictions can be found in Suppl Appendix Table 1 

column òHit PDB ID:Chemical IDó. 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

https://www.rcsb.org/
https://www.nature.com/articles/s41598-023-35671-x#MOESM1


53 

 

 

 

 

 

 

 

²ƛŘŜ wŜŀƭπ[ƛŦŜ 5ŀǘŀ {ǳǇǇƻǊǘ wŜŘǳŎŜŘ {ŜƴǎƛǝǾƛǘȅ ƻŦ 
!ƴǝƎŜƴ ¢Ŝǎǘǎ ŦƻǊ hƳƛŎǊƻƴ {!w{π/ƻ±πн LƴŦŜŎǝƻƴǎ 
 

This chapter describes my contribution to: Piubelli, C., Treggiari, D., Lavezzari, D., Deiana, M., Dishnica, K., 

Tosato, E. M. S., ... & Castilletti, C. (2024). Wide Real-Life Data Support Reduced Sensitivity of Antigen Tests 

for Omicron SARS-CoV-2 Infections. Viruses, 16(5), 657. [173] 

LƴǘǊƻŘǳŎǝƻƴ 
As of 31 February 2024, over 775 million confirmed cases of the novel coronavirus disease (COVID-

19) caused by severe acute respiratory syndrome coronavirus 2 (SARS-CoV-2) and over 7 million 

deaths have been reported globally [174]. Although on 5 May 2023, the World Health Organization 

(WHO) declared the end of the COVID-19 global public health emergency, WHO still recommends 

governments to maintain a monitoring system, in case new variants emerge and cause another surge. 

Moreover, the accurate identification of people infected with SARS-CoV-2 is an essential prerequisite 

for facilitating the early initiation of therapy to reduce disease progression and for limiting the 

community spread of the infection [175]. 

The appearance and evolution of new variants with novel mutations require the monitoring of the 

available diagnostic methods for the detection of SARS-CoV-2 infection, based on both molecular 

and antigen testing. With the emergence of Omicron in particular, the effectiveness of antigen 

diagnostic tests (ADTs) was questioned. Diagnostic test sensitivity is a major criterion for detecting 

individuals infected with SARS-CoV-2 as fast as possible [176]. Most commercially available ADTs 

are based on the detection of the Nucleocapsid (N) protein, one of the four major structural proteins 

of SARS-CoV-2 [177], which has proven to be a good diagnostic target due to its high conservation 

rate [178], [179], [180], [181]. However, mutations also affect this gene. In fact, ADTs were developed 
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for the original SARS-CoV-2 N protein, and since the initial phases of the pandemic, new viral 

variants have been identified with specific patterns of mutations that could affect their detection due 

to epitope modification. 

In October 2021, the Omicron variant (B.1.1.529) emerged in South Africa and started to be the 

dominant SARS-CoV-2 variant worldwide [84], [182], [183]. Omicron and its descendent sub-variants 

drew particular attention due to the high number of mutations. Their higher transmissibility and 

immune escape ability were assessed compared to the Delta (B.1.617.2) variant [59]. But how 

alteration in the N protein could influence antigen recognition by diagnostic tests has never been 

clarified. Omicron sub-variants have extensive mutations in its spike (S) and N proteins [184]. 

Mutations in the Nucleocapsid gene may lead to protein conformational changes that affect the target 

binding site of the ADT. This could, theoretically, alter the performance of the ADT in detecting this 

variant [185], [186], [187], [188]. The rapid global emergence and dominance of the Omicron variant 

highlighted the importance of understanding the performance of ADTs in real-world settings. Some 

in vitro studies suggested that the performance of rapid ADTs did not differ between the Delta and 

Omicron variants [189], [190], while studies using clinical specimens suggested a possible decrease in 

antigen testsõ sensitivity for the Omicron variant [191], [192], [193], [194]. 

In addition to the variability of the N protein, in the early months of 2022, some studies hypothesized 

that Omicron variant infection could present a higher level of detectable viral RNA in the mouth 

than in the nose, with a positive predictive value of 100% in the saliva compared with 86% in mid-

turbinate swabs [195]. These findings were supported by data from other labs, describing altered 

tissue tropism for the Omicron variant [196]. Another study did not support a preferred sample type 

for Omicron detection, but suggested a heterogeneous distribution of viral RNA in the nose and 

mouth [197], indicating that the choice of the sampling site still remains a controversial issue. 

Based on the above considerations, further studies are needed to monitor the performance of these 

diagnostic tests in order to maintain accurate diagnoses throughout the evolution of the Omicron 

variant. Therefore, the aim of our study was to directly compare the results of ADTs with those of 

corresponding molecular tests in the same subjects, in a cohort of about 5000 patients attending our 

hospital during two epidemic waves, dominated by the Delta and Omicron variants, respectively. 

Moreover, we compared the viral loads present in the nasal nostrils and in the anterior oral cavity of 

Omicron-infected patients in order to assess whether nasal swab collection, which is generally the 

preferred practice for ADT testing, could still be suitable for Omicron descending variants, or 

whether it should be switched to a mouth swab, a sample type that could also reduce patient 

discomfort. Finally, an in silico study was performed to evaluate the effect of mutations on the 
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conformation of the N protein in the Omicron and Delta variants and their possible impact on 

molecular recognition by ADTs. 

aŀǘŜǊƛŀƭǎ ŀƴŘ ƳŜǘƘƻŘǎ 
This paper refers to the STARD 2015 guidelines [198] for the evaluation and reporting of diagnostic 

test accuracy. 

{ǘǳŘȅ tƻǇǳƭŀǝƻƴ 

The test performance assessment included samples from 5175 subjects, either symptomatic or 

asymptomatic, who were referred to the IRCCS Sacro Cuore Don Calabria Hospital (Italy) between 

1 October 2021 and 15 July 2022 for SARS-CoV-2 testing, most of whom were tested prior to 

hospital procedures or were contacts of infected persons. The enrolled subjects were assigned to 

either the Delta (1 October 2021 to 15 January 2022; n = 2726) or Omicron (from 16 January 2022 

to 15 July 2022; n = 2449) wave, according to the viral variant dominating in the Veneto Region in 

the corresponding period. No information on the presence of symptoms was available. The inclusion 

criterion was the availability of results from both a SARS-CoV-2 ADT and RT-PCR on two parallel 

samples collected on the same day. According to the hospitalõs procedures, for each person, two 

different nasal/nasopharyngeal swab samples were concomitantly collected by trained healthcare 

personnel, one for ADT, according to the manufacturerõs instructions, and the other for routine 

SARS-CoV-2 RT-PCR using eSwabÈ (COPAN Diagnostics Inc., Murrieta, CA, USA). Both samples 

were processed in the laboratory of the IRCCS Sacro Cuore Don Calabria Hospital within two hours 

of sample collection. Data were retrieved from the database of the internal Laboratory Information 

Management System (LIMS), including the date of collection, study patient code, age, sex, type of 

test assay, and result for SARS-CoV-2 testing. 

For the comparison of the nose vs. mouth swabs, 61 subjects verified as positive for SARS-CoV-2, 

according to either a molecular or antigen test, were recruited during the Omicron period. For each 

subject, one mouth (buccal, internal cheeks, MS) and one nasal (anterior nares, NS) swab were 

collected in parallel by healthcare staff with eSwabÈ (Copan, Brescia, Italy). Both samples were 

analysed by RT-PCR for SARS-CoV-2 detectionΦ 

9ǘƘƛŎǎ 

The study was conducted in accordance with the ethical principles of the Declaration of Helsinki. 

Subjects or their legal representatives provided written informed consent. The study was approved 

by the local Ethics Committee (Comitato Etico per la Sperimentazione Clinica delle Province di 

Verona e Rovigo), protocol nÁ 17058/2022. 
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{!w{π/ƻ±πн !ƴǝƎŜƴ 5ƛŀƎƴƻǎǝŎ ¢Ŝǎǘǎ 

During the study, different ADTs were used for diagnostic purposes. Their main characteristics are 

summarized in Table 5.1. Each ADT test was applied by a nasal or nasopharyngeal swab according 

to the manufacturerõs instructions, as indicated in Table 5.1. For the comparison among the different 

types of assays, the 6 tests used were grouped as follows: 
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¶ Group 1 ADT: Lateral Flow Immunochromatography rapid assay 

¶ Group 2 ADT: Microfluidic-based rapid assay 

¶ Group 3 ADT: Chemiluminescence-based assay 

 

 
All the different ADTs mentioned were used without preference during the study period, according 

to the working needs of the laboratory. 
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{!w{π/ƻ±πн w¢πt/w !ƴŀƭȅǎƛǎ 

The swab specimens were analysed by routine SARS-CoV-2 RT-PCR. Briefly, RNA was extracted 

from 200ÕL of eSwabs medium using the automated Microlab Nimbus workstation (Hamilton, Reno, 

NV, USA) coupled to a Kingfisher Presto system (Thermo Fisher Scientific, Waltham, MA, USA) or 

using the EZ1 Advanced XL instrument with EZ1 DSP Virus Kit (Qiagen, Hilden, Germany) 

according to the manufacturerõs instructions. 

RT-PCR was performed using the Bosphore SARS-CoV-2/Flu/RSV IVD panel (Anatolia 

geneworks, Sultanbeyli/ķstanbul, Turkey), targeting the Orf 1a/b and N genes, using a CFX96 Touch 

Real-Time PCR Detection System (Bio-Rad Laboratories S.r.l., Segrate/Mi, Italy). The amplification 

cycle threshold (Ct) was determined using CFX Maestro (Bio-Rad). Alternatively, the Real-Time PCR 

SARS-CoV-2 Panel Kit using NeuMoDx istrument (Qiagen Italia, Milan, Italy) was employed, 

targeting the N and Nsp2 genes. The Ct value for the N target was used as a proxy of the viral load 

in the corresponding sample. Cellular RnaseP mRNA was used as am endogenous control for the 

RT-PCR. 

{!w{π/ƻ±πн DŜƴƻƳŜ {ŜǉǳŜƴŎƛƴƎ 

Genomic sequencing for SARS-CoV-2 variant or lineage identification was applied to RT-PCR-

positive samples from 168 patients from the Delta and Omicron waves. Reverse-transcription was 

performed with the SuperScriptÊ VILOÊ Master Mix (Thermo Fisher Scientific, Waltham, MA, 

USA) in 20 ǪL of reaction volume, as per the user manual. The SARS-CoV-2 genome was amplified, 

according to the manufacturerõs instructions, with the Ion AmpliSeqÊ SARS-CoV-2 Insight 

Research Panel (Thermo Fisher Scientific, Waltham, MA, USA), with two primer pools protocol 

covering the whole SARS-CoV-2 genome. Amplified fragments were used to prepare barcoded 

libraries for massive parallel sequencing using the Ion AmpliSeqÊ Library Kit Plus (Thermo Fisher 

Scientific, MA, USA), as reported in the user guide. The barcoded libraries were purified with 

AgencourtÊ AMPureÊ XP Reagent (Beckman Coulter), eluted in 50 ÕL of TE buffer, analysed on 

the 4150 TapeStation System (Agilent, Santa Clara, CA, USA) (average size 250ð400 bp), and 

quantified by a QubitÊ Fluorometer (Thermo Fisher Scientific, Waltham, MA, USA). Each of the 

prepared libraries was diluted to 100 pM and pooled together; 30 pM of the libraryõs pool was loaded 

on the Ion ChefÊ Instrument (Thermo Fisher Scientific, Waltham, MA, USA) for clonal 

amplification and chip loading. The clonally amplified libraries were, shortly afterwards, subjected to 

next-generation sequencing on the Ion GeneStudioÊ S5 System (Thermo Fisher Scientific, Waltham, 

MA, USA), on the Ion 520 or 530 chips. 
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.ƛƻƛƴŦƻǊƳŀǝŎ !ƴŀƭȅǎƛǎ ƻŦ DŜƴƻƳŜ {ŜǉǳŜƴŎŜǎ 

The sequencing results were analysed in the Torrent SuiteÊ Software (v 5.14.1) using the SARS-

CoV-2 plugins [i.e., generateConsensus, SARS-CoV_2_annotateSnpEff, SARS-

CoV_2_variantCaller, SARS-CoV_2_coverageAnalysis (Thermo Fisher Scientific, Waltham, MA, 

USA)] with standard configuration. BAM files were visualized in the Integrative Genomic Viewer 

(IGV). FASTA consensus files were used for a lineage analysis with the Pangolin COVID-19 Lineage 

Assigner https://pangolin.cog-uk.io (accessed on 30 December 2023); sequences that passed the 

QC during Nextclade v2.8.1 analysis https://clades.nextstrain.org/ (accessed on 30 December 

2023) were further submitted to GISAID https://gisaid.org/ (accessed on 30 December 2023). 

Specific sample mutations of the N gene were obtained from the CoV-GLUE database http://cov-

glue.cvr.gla.ac.uk/#/home (accessed on 30 December 2023), and their frequency of occurrence 

was determined. 

 

bǳŎƭŜƻŎŀǇǎƛŘ όbύ tǊƻǘŜƛƴ aǳǘŀǝƻƴ !ƴŀƭȅǎƛǎ 
The N-terminal domain (NTD) and C-terminal domain (CTD) X-ray structures were retrieved from 

the Protein Data Bank (PDB), with the accession IDs 6VYO and 6WZO, respectively [177]. The 

mutations in the proteins were mapped using the PyMOL software (v2.4.1) [82]. For the intermediate 

linker region (LKR), we used AlphaFold2 [199] for modelling the full-length protein 

(Supplementary Figures S5.1 and S5.2). After the mutation mapping, we ran the 

InterfaceResidues.py script to identify if they belonged to the dimerization interface. Using the 

Mutagenesis Wizard function in PyMOL, we changed residue S310 from Serine to Cysteine (S310C) 

(Supplementary Figures S5.3 and S5.4). The rotamer chosen for the substitution also did not cause 

any conflicts. This process was repeated for both chains in the dimer. We estimated the variation in 

protein folding free energy (ǃǃG) brought on by mutations, carrying out a qualitative evaluation of 

the N protein stability by using the webservers DynaMut [200] and DynaMut2 [201]. Additionally, 

using the DynaMut2 tool to compute the changes in vibrational entropy (ǃǃSVibENCoM), we 

investigated the potential impact on the monomerõs flexibility. Due to the uncertainties in the 

modelling of the intrinsically disordered regions present in the LKR, this analysis was performed on 

the solved domains of the protein, i.e., the RNA-binding domain (i.e., NTD) and the N dimerization 

domain (i.e., CTD) of the N protein structures (PDB IDs 6wzo and 6vyo, respectively). 

{ǘŀǝǎǝŎŀƭ !ƴŀƭȅǎƛǎ 

Continuous variables were summarized with means, standard deviations (SD), and ranges (confidence 

interval, CI), while count variables were summarized with absolute and percentage frequencies. The 

https://pangolin.cog-uk.io/
https://clades.nextstrain.org/
https://gisaid.org/
http://cov-glue.cvr.gla.ac.uk/#/home
http://cov-glue.cvr.gla.ac.uk/#/home
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normality distribution of the data was assessed using the ShapiroðWilk test. A comparison of the N 

gene Ct values between groups was performed using the Wilcoxon test. A comparison of the 

sensitivity and specificity of ADTs between the Delta and Omicron periods was performed using the 

two-sample Z-test for proportions. A comparison of the Ct values across time and sampling sites 

was performed, stratifying the analyses accordingly. R v. 4.2.3 [202], Graphpad Prism v. 10.1.0(316) 

(GraphPad Software, Boston, MA, USA) and SAS (SAS 9.4 Software, USA) were used to perform 

statistical analyses. 

wŜǎǳƭǘǎ 

9Ǿŀƭǳŀǝƻƴ ƻŦ !5¢ tŜǊŦƻǊƳŀƴŎŜ ƛƴ 5Ŝƭǘŀ ǾŜǊǎǳǎ hƳƛŎǊƻƴ ±h/ǎ tŜǊƛƻŘ 

In order to analyse the performance of the ADTs during the Delta and Omicron waves, we 

retrospectively evaluated data collected from 5175 patients subjected to both ADTs and RT-PCR 

tests for SARS-CoV-2 infection in the period from 1 October 2021 to 15 July 2022. The demographic 

characteristics of the patients are summarized in Table 5.2. According to the data on the prevalence 

of viral variants in our region (Veneto, Italy) [203], we divided our study into two periods: the first, 

from 1 October 2021 to 15 January 2022, when Delta was predominant (Delta wave), and the second, 

from 16 January 2022 to 15 July 2022, when Omicron was predominant (Omicron wave). Taking 

into account the samples with an RT-PCR positive result, we evaluated the Ct values of the N gene 

and compared the results from ADT positive (+) and negative (Ĭ) specimens in the two periods. As 

expected, significant differences in the Ct values were observed between the ADT+ and ADTĬ 

samples, with a significantly lower median Ct value in the first group for both periods (p < 0.0001, 

for both Delta and Omicron periods, Figure 5.1a, Figure 5.1b). When comparing the two waves, 

significant differences were observed in the median Ct values detected for RT-PCR+/RADT+ (p = 

0.0009) between the Delta and Omicron periods, indicating a generally higher viral load during the 

Omicron wave, detected at the RNA level for samples with a positive ADT, whereas no differences 

were found for RT-PCR+/RADTĬ (Figure 5.1c). 

Table 5.2: Descriptive statistics of the ADT study population. A total of 5175 subjects were considered. Subjects 
were divided according to Delta and Omicron waves. 

Demographics 
Delta Wave Omicron Wave 

Count (n) Value (%) Count (n) Value (%) 

Population 2726 
 

2449 
 

Female 1319 48.38 1216 49.65 

Male 1407 51.61 1233 50.34 

 

Age (years) Female Male Female Male 
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Lower 95% CI 46.71 46.81 39.01 41.20 

Upper 95% CI 49.68 49.71 42.02 44.33 

Median 48.00 52.00 37.00 41.00 

 

 

Figure 5.1: Comparison of Ct values of SARS-CoV-2 RT-PCR according to ADT results. (a) Panel shows results 
during Delta and (b) panel during Omicron waves, respectively. (c) Comparison of Ct values of ADT-positive and -
negative results for Delta and Omicron waves. Each dot plot represents an individual Ct value, error bars represent 
median with interquartile range (IQR). Wilcoxon test was applied to compare the difference of Ct values between the 
two groups. p < 0.05 was accepted as significant difference. 

We then compared the diagnostic performances of the ADTs between the two SARS-CoV-2 variant 

periods, using RT-PCR as a reference, and the results are reported in Table 5.3. During the Delta 

wave, 122 out of 2726 swabs (4.4%) tested positive by ADT and RT-PCR, and 2512 (92.1%) tested 

negative by both assays (overall concordance: 96.6%). We found 92 discordant samples (3.4%): 70 

(2.5%) that tested negative by ADT and positive by RT-PCR, whereas 22 samples (0.8%) tested 

positive by ADT and negative by RT-PCR (Table 5.3). The sensitivity and specificity of ADTs during 

the Delta wave were 64% (95% CI, 56 to 70) and 99% (95% CI, 99 to 99), respectively (Table 5.3). 

Throughout the Omicron wave, 65 out of 2449 swabs (2.6%) were positive by ADT and RT-PCR, 

and 2253 (91.9%) tested negative by both assays (overall concordance: 94.6%). We found 131 
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discordant samples (5.3%), of which 130 (5.3%) tested negative by ADT and positive by RT-PCR, 

and 1 positive by ADT and negative by RT-PCR. ADTs carried out during the Omicron wave 

achieved an overall sensitivity and specificity of 33.3% (95% CI, 26.8 to 44) and 100% (95% CI, 99.8 

to 100), respectively (Table 5.3). 
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For both sensitivity and specificity, the differences between the overall performances of the two tests 

during the Omicron and Delta periods were found to be statistically significant (both p-value < 

0.001).The Positive and Negative Predictive values (PPVs and NPVs) of the ADTs for the two 

variants were calculated, considering the prevalence of SARS-CoV-2 infections during the two waves 

according to the GIMBE foundation, Italy, òhttps://www.gimbe.org/ (accessed on 30 December 

2023)ó, i.e., 2.6% during the Delta and 2.2% during the Omicron wave. The PPVs and NPVs resulted 

in being 65% (95% CI, 57 to 73) and 99% (95% CI, 98 to 99) for the Delta wave and 94% (95% CI, 

85 to 98) and 98% (95% CI, 97 to 98) for the Omicron wave, respectively. 

https://www.gimbe.org/
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We compared the sensitivity and specificity of the Delta and Omicron periods in more detail by 

stratifying the different rapid antigen tests according to three types of assay. Specifically, Group 1 

included all ADTs based on lateral flow immunochromatography rapid assays, Group 2 referred to 

microfluidic-based ADTs, and Group 3 included all chemiluminescence-based ADTs. As shown 

in Table 5.3, the results showed reduced sensitivities for each group of ADT during the Omicron 

period. Due to the small number of samples in split groups, statistical significance was only achieved 

for the overall analysis. 

9Ǿŀƭǳŀǝƻƴ ƻŦ bǳŎƭŜƻŎŀǇǎƛŘ tǊƻǘŜƛƴ aǳǘŀǝƻƴǎ ƛƴ 5Ŝƭǘŀ ŀƴŘ hƳƛŎǊƻƴ 

±ŀǊƛŀƴǘǎ 

In order to assess whether specific mutations in the Delta and/or Omicron variants may affect the 

structure and function of the N protein, we analysed the amino acid sequence variations translated 

from the SARS-CoV-2 whole genome data, available from positive swabs in our study. Data were 

collected from 168 patients at the IRCCS Sacro Cuore Don Calabria Hospital in both the Delta and 

Omicron waves and were submitted to GISAID database. The protein is structured into three 

principal regions crucial for its activity: an N-terminal domain (NTD) responsible for RNA binding, 

a C-terminal domain (CTD) involved in dimerization, and an intermediate linker region (LKR) with 

a serine- and arginine-rich (SR-rich) motif [204], which, when phosphorylated, can regulate 

discontinuous transcription during the early stages of replication [205]. 

In the analysed sequences, a total of 33 different mutations were detected in the N protein sequence 

of the Delta and Omicron samples with respect to the original Wuhan sequence, and the LKR turned 

out to be the most affected region (Figure 5.2a). The frequency of each mutation is shown in Figure 

5.2b. We observed that both Delta and Omicron VOCs showed exclusive mutations, e.g., D343G, 

P80R, and others among the most frequent ones are exclusive to the Omicron variant. Although the 

structure of the NTD and CTD domains of the N protein were solved, the full-length structure 

remains difficult to obtain due to protein stability issues and the presence of intrinsically disordered 

regions (IDRs) [206].  

We performed in silico modelling of the full-length protein (Supplementary Figures S5.1) to evaluate 

the structural locations of mutations in the Delta and Omicron variants. Due to the uncertainties in 

the modelling of the IDRs, we focused on the experimentally solved 3D structures of the NTD and 

CTD (Figure 5.3a. and Figure 5.3b., respectively). We predicted the differences in folding free 

energy (ǃǃG) and vibrational entropy (ǃǃSVibENCoM) between the wild type and mutants in order 

to better understand how mutations may affect the protein stability (Supplementary Table S5.1). A 

positive ǃǃG indicates an increased stability, whereas a negative ǃǃG indicates a decreased stability. 
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A negative ǃǃSVibENCoM indicates an increase in protein rigidification, while a positive 

ǃǃSVibENCoM implies an increase in protein structure flexibility. An increase in terms of protein 

folding energy was predicted for P80R and H300Y and a decrease for D343G and S310C. The 

D343G mutation was shown to have the most negative ǃǃG, while P80R had the highest positive 

ǃǃG. These two mutations, both exclusive to the Omicron VOC, were connected with the largest 

increase (D343G) and decrease (P80R) in vibrational entropy, indicating an effect of these mutations 

on the Omicron VOCõs structural/dynamic properties, which could lead to different recognitions by 

antibody-based detection systems. 

 

aƻǳǘƘ ǾŜǊǎǳǎ bƻǎŜ ±ƛǊŀƭ [ƻŀŘ ƛƴ hƳƛŎǊƻƴπLƴŦŜŎǘŜŘ tŀǝŜƴǘǎ 

In order to assess the SARS-CoV-2 viral load at different sites (nose and mouth) during the Omicron 

wave, a total of 61 symptomatic patients (30 female, 31 male; mean ages of 43 and 44 years, 

respectively) were tested by RT-PCR in both the mouth and nose. Fifty-one subjects reported mild 

symptoms. In 49 out of the 61 patients (80% of the total population), the samples were collected less 

than 4 days after the infection diagnosis, and in 27 (44%) of these, the samples were collected at the 

onset of symptoms or the following day. Fifty-seven out of the sixty-one patients were positive for 

at least one of the two swabs (nasal or oral). In particular, 43 of them were RT-PCR positive on both 

sites, 12 patients were positive only in the nose, and 2 only in the mouth. 

Four patients resulted in being negative in both sites, but all of them were sampled more than 6 days 

after symptoms onset. So, the number of RT-PCR-positive NS was higher than that of positive BS. 

In line with these results, when analyzing the samplesõ Ct, we found that the nose site presented lower 

Ct values, corresponding to a higher viral load compared to the mouth (Wilcoxon test, p < 0.001) 

(Figure 5.4a.). Possible changes in the viral load during the year were also investigated. We found 

that the nose was the site where the virus was more likely to be detected [significant results for the 

months of March (p = 0.004) and April (p < 0.001), Figure 5.4b.]. When performing a breakdown 

of the data according to days after symptoms onset, a higher viral load was always detected in the 

nose with respect to the mouth [significance at 1 day (p = 0.006), 2 days (p = 0.016), 4 days or more 

(p = 0.002), Figure 5.4c.]. After day 5 from symptoms onset, few samples showed a positive signal. 

Moreover, we analysed the Ct trend after symptoms onset at the two sampling sites based on the 

different identified Omicron subvariants (AY.4, BA.1, BA.1.1, BA.2, BA.2.9, BA.2.18, BA.5.1, and 

BA.5.2, with BA.2 being the most frequent). Supplementary Figure S5.5 shows that none of the 

subvariants showed a higher presence in one of the two collections sites. 
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Figure 5.2: Mutation in N protein of Delta and Omicron sequences identified in infected subjects included in the 
study. (a) Panel represents the modular structure of the SARS-CoV-2 N protein with mutations identified for Delta 
(in red) and Omicron (in blue) variants. (b) Panel shows mutation frequencies in Delta (in red) and Omicron (in blue) 
variants. 
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Figure 5.3: Spatial representation of Delta and Omicron mutations within the N protein. The 3D structure of the 
NTD (a) and CTD (b) are reported. NTD and CTD structures are associated with the PDB IDs 6vyo and 6wzo, 
respectively. Mutations in red are characteristic of the Delta variant, whereas the blue ones belong to the Omicron 
variant. 

 

Figure 5.4: Viral load during the Omicron wave in different upper respiratory tract sampling sites. (a) Shows the 
Ct values detected in the nose (left) and in the mouth (right). Viral load dynamics in mouth and nose. (b) Shows the 
median Ct values and the IQR detected in the mouth (triangle) and in the nose (circle) across the year. (c) Shows the 
median Ct values and the IQR detected in the mouth (circle) and in the nose (triangle) based on days after symptoms. 

5ƛǎŎǳǎǎƛƻƴ 
The genome of Omicron subvariants contains more than 50 mutations [207], many of which have 

been associated with an increased transmissibility, variable disease severity, and the potential to evade 

immune responses acquired after SARS-CoV-2 vaccination or infection with a previous variant. Few 

studies have attempted to investigate the impact of mutations in the N protein on the diagnostic 

performance of ADTs, with conflicting results [181], [189], [190], [191], [192], [193], [194]. Due to a 

possible change in the tropism, it has been suggested that the detection of the Omicron variant could 

be favoured in oral swabs compared to nasal swabs [195]. In the present study, we monitored the 

performance of the ADTs in a real-world scenario, studying a cohort of more than 5000 subjects 

across the Delta and Omicron waves. We also assessed the viral load of Omicron at different sites 

(specifically, the nose and mouth). Moreover, an in silico study at the amino acid level was performed 

to investigate the possible effect of mutations on conformational changes in the Omicron and Delta 

variantsõ N protein, which may affect its recognition by antigen tests. 
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Our results indicate that, as expected, for both the Delta and Omicron waves, the ADTs could only 

detect samples with a relatively higher viral load compared to the molecular test based on RT-PCR 

(Figure 5.1a and Figure 5.1b). All the used ADTs targeted the N protein, and the Ct values analysis 

was performed focusing on the N gene. Significant differences were observed in the Ct values 

detected for antigenic-positive samples (RT-PCR+/RADT+) between the Delta and Omicron 

periods, indicating even a higher viral loads at the RNA level in ADT-positive samples for the 

Omicron period compared to the Delta period (Figure 5.1c). No differences were found in the viral 

load of the antigenic-negative samples (RT-PCR+/RADTĬ). 

Importantly, when evaluating the diagnostic performance of the ADTs between the two SARS-CoV-

2 variant periods (Table 5.3), the ADTs showed a decrease of about 30% in sensitivity during the 

Omicron compared to the Delta period, accompanied by a slight but significant increase in specificity 

(Table 5.3). As the Ct values of ADT-negative samples were similar in the Delta and Omicron waves 

and ADT-positive samples presented even lower Ct in Omicron compared to Delta, we can conclude 

that the decrease in ADT sensitivity for Omicron was not due to a lower viral load, but was more 

likely due to a change in the N protein. A possible theory is that this reduced sensitivity was due to a 

reduced recognition of N antigen by the ADT; this hypothesis is supported by the analysis of the N 

protein structure in silico. In fact, to investigate the possible effect of mutations present in the N 

protein on the ADTsõ performances [208], we evaluated the SARS-CoV-2 whole genome data 

obtained from positive swabs of 168 patients from both the Delta and Omicron waves. Focusing the 

mutation analysis on the N protein amino acid sequence, i.e., the target of ADTs, we observed 

mutations localized in the NTD, the LKR, and the CTD (Figure 5.2). Our results confirmed the 

literature data, showing that mutations in the SARS-CoV-2 N protein mainly accumulate within 

intrinsically disordered regions, probably due to the functional importance of the NTD and CTD 

[204], [206], [209]. In the Omicron LKR region, the co-occurring mutations R203K and G204R are 

the most common mutations, with a frequency of >60% across all sequences [194], [206], [207]. 

Within the NTD and CTD domains, the folding free energy and vibrational entropy analysis indicated 

that P80R and D343G, both exclusively present in the Omicron variant, were shown to putatively 

alter the dynamic properties of the protein (Supplementary Table S5.1), strongly suggesting that 

these mutations may affect the N-protein stability and dynamicity and reduce the performance of 

antigenic assays. Moreover, from the literature data, the P13L and E378Q mutations also present in 

the N and C arms of Omicron variants, respectively, were predicted to destabilize the N protein [208]. 

An additional hypothesis that could explain the observed variations in the ADT sensitivity is the 

different amounts of nucleocapsid protein that could be shed during infections with different virus 
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variants. Rao et al. showed that Omicron samples had lower ratios of antigen to RNA compared to 

Delta, which leads to a possible explanation for this result when using Ct values as a reference [191]. 

To establish whether a reduced sensitivity of ADTs could be due to a shift in viral tropism with a 

preferential location in the mouth compared to the nose, we evaluated the viral load in nasal nostrils 

and buccal swabs in Omicron-infected patients. The choice of NS and MS was performed in order 

to reduce the patientsõ discomfort. For this purpose, 61 patients from the Omicron wave underwent 

RT-PCR testing on swabs collected from both sites. We found that the nasal site had significantly 

lower Ct values and, therefore, a higher viral load than the oral site. Furthermore, when the viral load 

was examined according to the different periods in which SARS-CoV-2 Omicron subvariants were 

prevalent, the nose was always confirmed as the sample type in which the virus was more detectable, 

especially during the first 3 days after symptoms onset (Figure 5.3). Molecular characterization 

showed that the preferred virus localization in the nose vs mouth was independent from the specific 

Omicron subvariant. 

Overall, our results indicate that the nose is the best sampling site to maximize virus detection for a 

diagnosis of Omicron infection. Nasal mid-turbinate swabs can be used for both ADTs and 

molecular assays to provide safe and reliable results as an alternative to nasopharyngeal swabs, in an 

effort to reduce patient discomfort [210], [211]. 

This study has several limitations. First, the lack of clinical characteristics of the patients included in 

the comparison of ADTsõ sensitivity in Omicron vs. Delta infections. In fact, previous studies have 

shown a very low sensitivity of rapid antigen tests in asymptomatic patients, and only a moderate 

decrease in sensitivity for symptomatic Omicron infections [191], [192], [193], [194], [212]. Second, 

6.8% of the analysed samples derived from multiple hospital accesses were from individuals who 

participated more than once in the study, so this could be a possible confounder. Third, the use of 

different ADTs throughout the study may have introduced some bias into the analysis, due to 

possible heterogeneous results from the different ADTs. However, the stratification analysis 

according to the type of assay and the high number of participants provided confidence in the 

reliability of the results and their interpretation, indicating a substantially reduced sensitivity of ADTs 

for Omicron infections. 

/ƻƴŎƭǳǎƛƻƴǎ 
In conclusion, real-life data from a large number of subjects strongly support the evidence of a 

substantially reduced detection rate of Omicron infections by ADTs, confirming and extending 

circumstantial evidence from previous studies. 
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This drop in sensitivity should be taken into consideration in establishing testing strategies and 

monitoring infection prevalence. The emergence of new variants, as well as new mutations affecting 

the N protein structure, might further affect ADTsõ diagnostic performance, which could require 

assay revalidation to maintain efficient and reliable screening and diagnostic strategy programs. Our 

study suggests that ADTs should be adapted to better detect Omicron-descending variants. 
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t!w¢ LL 

Proteomic Analysis and Drug Repurposing Strategies for 
Strongyloides stercoralis: Novel Insights and Therapeutic 
Approaches  

 

bƻǾŜƭ ƛƴǎƛƎƘǘǎ ƛƴǘƻ ǘƘŜ ǎƻƳŀǝŎ ǇǊƻǘŜƻƳŜ 
ƻŦ {ǘǊƻƴƎȅƭƻƛŘŜǎ ǎǘŜǊŎƻǊŀƭƛǎ ƛƴŦŜŎǝǾŜ ǘƘƛǊŘπǎǘŀƎŜ 
ƭŀǊǾŀŜ 
This chapter describes my contribution to: Dishnica, K., Piubelli, C., Manfredi, M., Kondaveeti, R. T., Longoni, S. 

S., Degani, M., ... & Tiberti, N. (2023). Novel insights into the somatic proteome of Strongyloides stercoralis infective 

third-stage larvae. Parasites & Vectors, 16(1), 45. [213] 

LƴǘǊƻŘǳŎǝƻƴ 
 

Human strongyloidiasis caused by Strongyloides stercoralis (S. stercoralis) is a soil-transmitted helminthiasis 

that has recently been listed by the WHO among the tropical neglected diseases requiring control 

actions in endemic areas [214]. Strongyloidiasis is estimated to affect about 600 million people 

worldwide [16], mostly in tropical and subtropical regions. However, foci of autochthonous 

strongyloidiasis have also been reported in temperate areas, including Italy, Spain, Japan, Australia 

and USA [215]. S. stercoralis belongs to the phylum Nematoda, clade IV [216]. Its life-cycle is complex, 

alternating between cycles of free-living and parasitic stages. Humans acquire the infection through 

the penetration of the intact skin by infective filariform larvae (iL3) present in contaminated soil 

which, once in the host, migrate through different organs. During migration, the larvae moult until 

they become adult worms, which ultimately settle in the small intestine. Once there, the 

parthenogenetic females deposit eggs that hatch in rhabditiform larvae (L1), which are then excreted 

in stools and initiate the free-living cycle. However, some L1 undergo an auto-infective cycle, i.e. 

https://link.springer.com/content/pdf/10.1186/s13071-023-05675-7.pdf
https://link.springer.com/content/pdf/10.1186/s13071-023-05675-7.pdf
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mature into invasive filariform larvae, in the large intestine and penetrate the intestinal mucosa or the 

perianal skin to continue the parasitic life-cycle. This peculiar life-cycle allows S. stercoralis to 

perpetuate the infection, in the absence of treatment, potentially indefinitely [217]. 

In immunocompetent subjects, the infection mostly leads to a chronic indolent condition; however, 

changes in the host immune status can cause a dramatic increase in parasite burden, known as hyper-

infection or dissemination, which can be life-threatening [217]. 

The diagnosis of strongyloidiasis is challenging, with most available methods presenting variable 

sensitivity [217], [218]. The most sensitive diagnostic tools are serological immunoassays [219], [220]]. 

Most commercial assays are based on crude larval antigens, which reduce their specificity and result 

in a high batch-to-batch variability. The development of assays based on recombinant antigens 

represents a very promising strategy to avoid the need of constant supply of parasites, to overcome 

the variability of the antigenic source and to reduce cross reactions with other helminths, factors that 

affect the performance of current serological tests [217]. Indeed, a novel commercial enzyme-linked 

immunosorbent assay (ELISA) based on the detection of two recombinant antigens, Ss-NIE and Ss-

IR, has recently been developed and evaluated on cryopreserved samples. The test has shown variable 

accuracy in two different studies, probably due to the lack of a diagnostic gold standard, and has yet 

to be tested prospectively. Nonetheless, at present it is among the most sensitive and specific 

serological tests for strongyloidiasis, further highlighting the potential of recombinant antigens for 

serodiagnosis [221], [222]. 

To date, only a few proteomics studies have been conducted to elucidate the molecular mechanisms 

associated with Strongyloides parasitism or to highlight novel immunological markers [17], [223], [224], 

[225], [226], [227], [228]. Consequently, our knowledge of S. stercoralis proteome is still limited. In 

order to highlight novel targets to improve current serodiagnosis and treatment, it is fundamental to 

expand the molecular understanding derived from ôomics studies beyond the current state of the art. 

Indeed, an in depth characterization of the S. stercoralis infective larvae proteome might reveal on one 

hand novel players in the mechanisms of hostðpathogen interaction and on the other hand potentially 

immunogenic proteins to be used for the development of novel diagnostic serological tests, as well 

as target proteins for new therapeutics. 

The aim of this study was to expand the characterization of S. stercoralis iL3 proteome as established 

by high-throughput proteomics, combining automatic search strategies and manual annotation. 
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Graphical Abstract 

 

Figure 6.1: This workflow illustrates the analysis of S. stercoralis infective larvae through proteomics, followed by 
dataset annotation using Gene Ontology and InterPro, homology exclusion via BLASTp against H. sapiens and other 
pathogens, and culminating in B-cell epitope prediction and mapping for identifying potential antigenic targets. 

 

aŜǘƘƻŘǎ 

[ŀǊǾŀŜ ƛǎƻƭŀǝƻƴΣ ǇǊƻǘŜƛƴ ŜȄǘǊŀŎǝƻƴ ŀƴŘ ŘƛƎŜǎǝƻƴ 

S. stercoralis larvae were obtained from a human subject. Fresh stools mixed with charcoal and saline 

were cultivated using the agar plate culture method . iL3 larvae were harvested after 3 days of culture 

[229], concentrated by centrifugation and incubated with phosphate buffered saline (PBS) 

supplemented with 100 U/ml penicillin, 100 µg/ml streptomycin and 0.625 µg/ml amphotericin B 

(all from Gibco, Thermo Fisher Scientific, Waltham, MA, USA) for 2 h at4 °C. Larvae were then 

washed twice with cold PBS, counted under the microscope and stored at Ĭ 80 °C for future use. 

A pellet of 10,000 iL3 was re-suspended in 0.1% RapiGest SF (Waters Corporation, Milford, MA, 

USA) in 0.1 M triethylammonium bicarbonate buffer (TEAB) pH 8.0, sonicated with breaks on ice 

and incubated for 10 min at 80 °C, following a protocol reported in [230]. The sample was then 
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centrifuged at 14,000 g for 10 min at 4 °C and the supernatant recovered. Protein concentration was 

determined by the Qubit protein assay (Life Technologies, Thermo Fisher Scientific). A 75-µg sample 

of proteins was reduced with 50 mM Tris-(2-carboxyethyl)phosphine hydrochloride (TCEP), 

alkylated with 15 mM iodoacetamide and digested with 0.25 Ǫg/Ǫl sequencing grade-modified trypsin 

(Roche, Basel, Switzerland; 1:25 protease to protein ratio). The sample was incubated with 1% 

trifluoroacetic acid for 45 min at 37 °C to cleave the RapiGest SF surfactant, cleaned with C18 spin 

columns (PierceÊ, Thermo Fisher Scientific) and dried under vacuum prior to liquid 

chromatography-tandem mass spectrometry (LCðMS/MS) analyses. 

tǊƻǘŜƛƴ ƛŘŜƴǝŬŎŀǝƻƴ ōȅ [/ςa{κa{ 

Trypsin-digested protein samples were analysed with a micro-LC system (Eksigent Technologies, 

Dublin, CA, USA) coupled with theTripleTOF 5600+ system (Sciex, Concord, ON, Canada) 

equipped with a DuoSpray ion source (Sciex). The stationary phase was a Halo C18 column 

(0.5× 100 mm, 2.7 µm; Eksigent Technologies). The mobile phase was a mixture of 0.1% (v/v) 

formic acid in water (phase A) and 0.1% (v/v) formic acid in acetonitrile (phase B), eluting at a flow 

rate of 15.0 µl/min at an increasing concentration of solvent B from 2% to 40% in 30 min. Samples 

were also analysed with nano liquid chromatography using an Acclaim PepMap C18 column 2 Ǫm, 

75 µm × 150 mm (Thermo Fisher Scientific) and injection volume of 2 Ǫl. The flow rate was 300 

nl/min, phase A was 0.1% formic acid/water and phase B was 80% acetonitrile/0.1% formic 

acid/20% water. A 2-h gradient was used (3ð45%). Identification was performed using a data-

dependent acquisition (DDA) method: the MS analysis was carried out using a mass range of 100ð

1500 Da (time-of-flight scan with an accumulation time of 0.25 s), followed by a MS/MS product 

ion scan from 200 to 1250 Da (accumulation time of 5.0 ms) with the abundance threshold set at 30 

cps (35 candidate ions can be monitored during each cycle) [231]. The MS data were acquired with 

Analyst TF 1.7 (Sciex). The DDA files were searched using Protein Pilot software v. 4.2 (Sciex) and 

Mascot v. 2.4 (Matrix Science Inc., Boston, MA, USA) using trypsin as the enzyme, with two missed 

cleavages, a search tolerance of 50 ppm for the peptide mass tolerance and 0.1 Da for the MS/MS 

tolerance [232]. Searches were performed using the UniProt Swiss-Prot database for S. 

stercoralis (version 01/02/2020, taxon: 6248, proteome ID: UP000035681, protein count: 12,978), 

with a false discovery rate (FDR) fixed at 1%. The MS proteomics data have been deposited in the 

ProteomeXchange Consortium via the PRIDE [233] partner repository with the dataset identifier 

PXD037243. 
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.ƛƻƛƴŦƻǊƳŀǝŎ !ƴŀƭȅǎŜǎ 

The bioinformatics analyses were carried out by automatizing a standard protocol for the annotation. 

The protocol included: (i) a BLASTp [234] search using default parameters against Uniprot 2022 

[235]; (ii) each protein identifier was then connected with its associated GO terms [236] via UniProt 

and GO terms were then organized using QuickGO tool [237]; and (iii) proteins were then classified 

into families or domains, and important sites were predicted, retrieving this information by InterPro 

[238]. In order to identify possible candidates for immunogenic epitope prediction, the annotated 

dataset of proteins was then investigated using BLASTp for homology with the human protein 

database and with a list encompassing 29 clinically relevant pathogens (24 helminths and 

5 Plasmodium spp.) that might co-infect individuals with strongyloidiasis (Figure 6.1). The threshold 

for considering an S. stercoralis protein as having low homology with proteins of human or with those 

of other pathogens' origin was empirically established based on the BLASTp e-value obtained for the 

L3NieAg.01 (AC: Q9UA16), which is known to have a good specificity when used in serodiagnosis 

[221]. Thus, a BLASTp e-value threshold of 4E-25 and 2E-30 was applied for the comparison with H. 

sapiens or with other pathogens, respectively. 

Linear B-cell epitopes were predicted from protein sequences using the different web-based tools 

available via the Immune Epitope Database Analysis Resource (IEDB; available 

at http://tools.iedb.org/main/). The following physicochemical properties of individual residues 

were explored and scored: beta-turn, surface accessibility, antigenicity and hydrophilicity, as already 

reported in the literature [239]. All residues having an individual score equal or higher than the average 

protein score were highlighted. In parallel, prediction was also performed using BepiPred-2.0, which 

combines a hidden Markov model (HMM) with an amino acid propensity scale [240]. Proteins of 

potential interest for bearing B-cell epitopes were then manually analysed and selected based on the 

following parameters: (i) sequences of at least 8 amino acids; (ii) a BepiPred-2.0 score> 0.5 (range 0ð

1); and (iii) at least three physicochemical properties above their thresholds (calculated as the mean 

of the scores of all individual residues). The specific sequences of interest were highlighted and 

visualized in the proteins three-dimensional model using Pymol v2.4.1 [82]. Due to the lack of 

structural characterization of S. stercoralis proteins on Protein Data Bank (PDB) [241], selected 

proteins of interest containing predicted epitopes were structurally predicted using AlphaFold [199]. 

http://tools.iedb.org/main/
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wŜǎǳƭǘǎ ŀƴŘ ŘƛǎŎǳǎǎƛƻƴ 
In the present study, we analysed the proteome of S. stercoralis infective larvae by LC-MS/MS and 

performed a semi-automated annotation of the dataset to achieve a more in depth characterization 

of larval proteome and to predict potential immunogenic proteins of interest for the development of 

new sero-diagnostic tools. The study flowchart is reported in Figure 6.1. Our high-throughput MS 

analysis identified 430 proteins (2 unique peptides, 1% FDR), which to the best of our knowledge is 

the largest experimental proteome of S. stercoralis iL3 reported to date (Supplementary Table S6.1). 

Indeed, only one study had previously employed untargeted proteomics to investigate the S. 

stercoralis iL3 proteome; however, due to the lack of a reference genome at that time, only 26 proteins 

were identified [223]. 

 

Figure 6.1: Study flowchart. Pipeline followed in the present study. GO, Gene ontology; iL3, infective filariform 
larvae; LC-MS/MS, Liquid chromatography-tandem mass spectrometry. Other pathogens include: Ancylostoma 
duodenale; Ancylostoma ceylanicum; Necator americanus; Ascaris lumbricoides; Trichuris trichiura; Toxocara canis; 
Loa loa; Mansonella perstans; Mansonella ozzardi; Wuchereria bancrofti; Onchocerca volvulus; Brugia malayi; Brugia 
timori; Dirofilaria immitis; Dirofilaria repens; Trichinella spiralis; Taenia saginata; Taenia solium; Echinococcus 
granulosus; Hymenolepis nana; Schistosoma mansoni; Schistosoma haematobium; Schistosoma japonicum; Fasciola 
hepatica; Plasmodium falciparum; Plasmodium vivax; Plasmodium ovale; Plasmodium malariae; Plasmodium 
knowlesi. 
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A high-quality draft genome of S. stercoralis was assembled in 2016 (42.6 Mb) and predicted to contain 

13,098 protein-coding genes [17], facilitating the annotation of ôomics data, although a reference 

genome has yet to be assembled. Hunt et al. performed an in depth investigation of the genomic 

bases of parasitism in the Strongyloides clade by comparing distinct life stages of 

different Strongyloides species, the closely related Parastrogyloides trichosuri and the free-

living Rhabditophanes at the genome, transcriptome and proteome level [17]. This comparison has 

allowed researchers to propose protein categories with a putative role in parasitism that are expanded 

in the S. stercoralis genome or abundantly transcribed in iL3. These include proteinases (astacinsñ

metallopeptidases, aspartic proteases, prolyl oligopeptidase), protease inhibitors, SCP/TAPS 

proteins, transthyretin-like proteins and acetylcholinesterases [17], [242]. Interestingly, the same 

protein families were also identified in Strongyloides venezuelensis iL3 [226]. Similarly, next generation 

RNA sequencing was employed to evaluate the association between larval development in an S. 

stercoralis laboratory strain (i.e. PV001) and the expression of specific genes homologous 

of Caenorhabditis elegans, in which they were reported to be involved in dauer arrest or activation [243]. 

In our dataset, 43% of the identified protein sequences (i.e. 187 protein matches) corresponded to 

uncharacterized proteins according to UniProt database 2022 for S. stercoralis. In order to achieve a 

better characterization of the dataset we performed a semi-automated annotation through GO and 

InterPro functional analyses (Supplementary Table S6.1). The cellular component (CC) GO 

analysis highlighted a prevalence of membrane and mitochondrial proteins, which together accounted 

for > 40% of the annotated terms (Figure 6.2a). Almost half (47%) of the molecular function (MF) 

GO terms had binding activities, with nucleic acid and nucleotide binding being the most represented 

sub-categories, while 40% were associated with enzymatic activities (Figure 6.2b). Intriguingly, 

within this latter group, the most represented term corresponded to oxidoreductase activity, 

accounting for 33% of all GO terms associated with catalytic activities. It could be speculated that 

infective larvae might need to counteract the oxidative stress either derived from their particularly 

active cellular metabolism or as a defence mechanism against the host immune response [244], [245]. 

Interestingly, we identified three of the four major antioxidant enzyme families involved in the 

response against reactive oxygen species (ROS), namely glutathione peroxidase, superoxide dismutase 

and peroxiredoxin/thioredoxin. Antioxidant enzymes are known to be important in nematodes, and 

an evolutionary analysis has been recently published [244], [245]. Antioxidative enzymes were also 

identified in the excretory-secretory products (ESPs) from the different life stages of Strongyloides 

ratti [225] and S. venezuelensis iL3 [228]; it would be interesting to evaluate whether the expression of 

these proteins is modulated during parasite development. The biological process (BP) GO analysis 

also highlighted that S. stercoralis iL3 larvae express a high number of proteins involved in metabolic 

https://link.springer.com/article/10.1186/s13071-023-05675-7#Fig2
https://link.springer.com/article/10.1186/s13071-023-05675-7#Fig2
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(42%) and cellular processes (44%) (Figure 6.2c). Notably, the most represented cellular processes 

were translation and cellular respiration, which is in agreement with the high number of nucleic 

acid/nucleotide binding proteins and mitochondrial proteins and further supports the observation of 

a highly active metabolic state of infective larvae. The InterPro analysis allowed a further classification 

of the identified proteins, including those uncharacterized, either into families or on the basis of the 

presence of specific domains within their amino acid sequence. The most frequent InterPro domain 

and family entries are reported in Figure 6.3, while the entire annotation is available as 

Supplementary Table S6.1. The CAP domain, SCP domain and thioredoxin domain were the most 

commonly represented protein domains, while several proteins were annotated as belonging to 

cysteine-rich secretory, transthyretin-like or peptidase protein families, making them the most 

represented protein families in the iL3 proteome. Overall, our functional analysis provides 

experimental evidence that confirms previous data on the most represented proteins associated 

with S. stercoralis parasitism, as inferred from genomic and transcriptomic data [17], [242], [246], [247], 

as well as with proteomics analyses of S. ratti and S. venezuelensis iL3 ESP [225], [228]. In particular, in 

our dataset we identified a high proportion of proteins with peptidase activity; such proteins have 

already been highlighted as potentially involved in parasitism as they are upregulated in the adult 

parasitic female stage of S. ratti and S. stercoralis [17]. Indeed, these proteins, including 

metalloproteases and metallopeptidases (such as astacin-like proteins), are involved in tissue 

degradation. This is a fundamental process in the initial phases of the infection for the penetration 

of host tissues and in parasite migration through the host bodyñeven though peptidases could also 

contribute to immune evasion [248]. Other protein categories known to be associated with S. 

stercoralis parasitism and identified in our study include: (i) galectins, involved in pathogen adhesion 

to the host cells and activation of host innate and adaptive immunity [249]; (ii) transthyretin-like 

proteins; and (iii) SCP/TAPS-/CAP-domain containing proteins, with putative immunomodulatory 

properties in parasitic nematodes [250]. The expansion of SCP/TAPS coding genes 

in Strongyloides and Parasitrongyloides compared to Rabditophanes suggests that their gene products might 

be associated with human parasitism [17]. In our study, we identified 11 proteins either as SCP 

domain-containing proteins (n=7) or as uncharacterized proteins containing the SCP-domain 

according to the InterPro analysis (IPR034113). Most of the protein categories that had already been 

proposed as associated with iL3 parasitism were thus experimentally confirmed in our proteomics 

study of S. stercoralis iL3 with 43 protein matches (Supplementary Table S6.2). It is worth noting 

that almost 50% of these proteins were uncharacterized and were assigned to those categories only 

following the GO and InterPro semi-automated annotation. The importance of focussing ôomics 

studies not only on known and characterized genes and proteins, but especially on those ònoveló or 

https://link.springer.com/article/10.1186/s13071-023-05675-7#Fig2
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uncharacterized ones was already highlighted more than 10 years ago. Such an approach can achieve 

a more in depth knowledge of the molecular mechanisms associated with pathology but also with 

pathogen development [251], especially for organisms whose genome and proteome are not fully 

annotated, such as S. stercoralis. 

 

Figure 6.2: Gene ontology results. Frequency of the GO terms for the three categories cellular component (A), 
molecular function (B) and biological process (C) across identified proteins. ER, Endoplasmic reticulum 
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Figure 6.3: InterPro annotation results. The top 10 most frequent InterPro terms for the categories domain and 

family represented among all identified proteins (n=꜡ 4꜡30), as established by InterPro annotation. For each term, the 
number of uncharacterized and characterized proteins is represented in different color shades. The complete annotation 
is reported in Supplementary Table S6.1 

The objective of our study was not only to improve our knowledge of the iL3 proteome with novel 

experimental evidence, but also to predictñamong those identified from a clinical isolateñpotential 

immunogenic proteins that could be useful for the development of novel serological tests for the 

accurate diagnosis of human strongyloidiasis or as vaccine candidates, as potentially recognized by 

antibodies present in patientsõ serum. 

A few studies dating back to the 1990s reported the investigation of the humoral immune response 

associated with the intensity of infection and the detection of immunoreactive iL3 polypeptides [252], 

[253], [254]. However, only a couple of studies applied immuno-proteomics MS/MS-based 

approaches to also identify the immunogenic proteins recognized by antibodies from infected 

subjects [224], [255]. Indeed, Rodpai and colleagues confirmed by immunoblotting the high 

frequency of some protein bands that had previously been reported as immunoreactive [252], [253], 

[254], [256], but also identified them by tandem MS based on protein homology with S. ratti [255]. In 

particular, they identified a 26-kDa band corresponding to 14ð3-3 protein and a 29-kDa band 
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corresponding to ADP/ATP translocase 4. Additional antigenic proteins were further identified by 

the same group after they had improved sample separation through two-dimensional gel 

electrophoresis prior to immunoblotting [224]; the majority of these proteins were also identified in 

the present study. 

In silico approaches can be used as an alternative, or a complement, to the experimental identification 

of immuno-reactive proteins. The advent of immunoinformatics has actually led to the development 

of a number of tools that can assist researchers in B-cell epitope prediction. Moreover, it has been 

shown that using multiple prediction methods results in a more accurate epitope prediction than 

using individual tools [239], [257]. In agreement with this, in the present study we combined the use 

of a machine learning-based algorithm (i.e. BepiPred-2.0 [240]) and the evaluation of several 

physicochemical residue properties to predict linear B-cell epitopes. In order to avoid the selection 

of proteins highly conserved across helminths or similar to human ones, we first excluded all those 

having high homology, as established by our BLASTp analysis (Supplementary Table S6.3). Among 

the 29 proteins showing limited homology with Homo sapiens or other pathogens of clinical relevance, 

we selected 10 for use in the prediction of the presence of B-cell epitopes (Table 6.1). This selection 

was based on the following criteria: (i) proteins already highlighted as potentially associated with S. 

stercoralis parasitism [17], [242] or as immunogenic [224]; (ii) extracellular or plasma membrane 

proteins as per CC GO terms; (iii) proteins with peptidase activity according to the MF GO terms; 

and (iv) proteins associated with relevant InterPro domain, family or homologous superfamily 

(namely transthyretin-like domain, CAP domain, galectin, cysteine-rich, peptidase, protease 

inhibitors). According to UniProt, 60% of the selected proteins are already characterized, while the 

remaining 40% are still uncharacterized (Table 6.1). The six characterized proteins included three 

SCP domain-containing proteins (ACs: A0A0K0E6J0, A0A0K0EG68, A0A0K0DTP5), galectin 

(AC: A0A0K0ECK4), NTR domain-containing protein (AC: A0A0K0EMX1) and L3NieAg.01 (AC: 

Q9UA16 also known as Ss-NIE). It is worth noting that galectins have already been reported to be 

involved in hostðpathogen interaction and to display immuno-regulatory properties in S. ratti [258]. 

Also, several commercial and in-house assays already use the recombinant Ss-NIE for S. 

stercoralis serodiagnosis [18], [221], [259], [260], [261]. Ss-NIE is also included in a commercial research 

use only (RUO) serological test, together with Ss-IR, which was not identified in our dataset [221]. 

The presence of Ss-NIE within our selection further supports the validity of our approach. In our 

study we also identified most of the proteins already highlighted as potentially immunogenic by 

Rodpai and colleagues [224], [255]. However, since these proteins displayed high homology with 

https://link.springer.com/article/10.1186/s13071-023-05675-7#Tab1
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either human or other related pathogen proteins, their analysis for epitope prediction was not 

pursued (Supplementary Table S6.2 and Supplementary Table S6.3). 

Table 6.1: List of potentially immunogenic proteins and the predicted B-cell epitopes 
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 The B-cell epitope prediction highlighted that nine out of the 10 selected proteins contained epitopes 

with high consensus across the different tools employed (Table 6.1; Figure 6.4; Supplementary 

Figures S6.1ðS6.8); these were therefore considered as potentially immunogenic. The remaining 

protein (AC A0A0K0E132, uncharacterized protein) did not display potentially immunogenic 

epitopes as per our analysis. The structural models, together with a confidence estimation as per 

AlphaFold, are reported in Figure 6.4 and Supplementary Figures S6.1ðS6.8. In agreement with 

the results obtained from different web-based prediction tools, all epitopes were exposed to the 

external environment, thus potentially accessible for antibody binding. However, some epitopes fell 

within regions of the structure which was modelled with low confidence. This could be explained by 

https://link.springer.com/article/10.1186/s13071-023-05675-7#Tab1
https://link.springer.com/article/10.1186/s13071-023-05675-7#Fig4
https://link.springer.com/article/10.1186/s13071-023-05675-7#Fig4
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the fact that immunogenic epitopes often fall within highly variable regions, and there is a lower 

confidence in the structure as predicted by AlphaFold. 

 

Figure 6.4: B-cell epitope prediction results. The results for the protein A0A0K0ECK4ñgalectin are reported as 
an example. a) FASTA sequence showing the results obtained with each tool (Chou & Fasman Beta-Turn 
Prediction; Emini Surface Accessibility Prediction; Kolaskar & Tongaonkar Antigenicity; Parker Hydrophilicity 
Prediction, BepiPred2.0; all available via http://tools.iedb.org/bcell/). All residues having a score above their 
threshold are highlighted in grey. The purple squares indicate the sequences highlighted as being potentially immunogenic 
as reported in the Methods section. b) Protein structures as predicted by AlphaFold showing the model 
confidence. c) Mapping of the potentially immunogenic epitopes on the protein structure. The same images for all other 
selected proteins are reported in Supplementary Figures S6.1ðS6.8 

 

A recent work employed a reverse in silico approach to predict immunogenic proteins from the S. 

stercoralis proteome available in UniProt [262]. However, none of the proteins proposed as potentially 

http://tools.iedb.org/bcell/
https://link.springer.com/article/10.1186/s13071-023-05675-7#Sec2
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immunogenic was identified in our dataset, probably because the analysis was performed on the 

entire S. stercoralis proteome, without taking into account the parasite developmental stage. 

In the present study we did not perform a comparison of protein expression between larval 

developmental stages, as has been done at the transcriptomic level or for other Strongyloides species 

[17], [225], [242], [243], [247], thus we cannot speculate on the role of iL3 proteins in larval 

development. However, a comparison using quantitative proteomics of different larval stages might 

contribute to corroborate these transcriptomics data and might identify novel proteins potentially 

involved in parasitism and/or in parasite development that could be of interest for the development 

of novel disease control strategies. Similarly, investigations should be extended to the study of ESPs 

released from S. stercoralis iL3, as has already done for S. ratti [225] and S. venezuelensis [228], as these 

could highlight additional candidates for serodiagnosis. Proteomics data on S. stercoralis are still 

limited, and the reference database and proteome are in continuous evolution. Therefore, some 

proteins ID here reported might change in the future. 

/ƻƴŎƭǳǎƛƻƴǎ 
In conclusion, we provide the largest experimental dataset of the S. stercoralis iL3 proteome. By 

presenting, for the first time, an extensive proteomics dataset from the analysis of iL3 isolated from 

a clinical sample, our study brings knowledge on the S. stercoralis proteome to a level comparable to 

our knowledge on its close relatives S. ratti and S. venezuelensis [263]. These data may be useful for 

future studies as they represent a step towards filling the current gap in experimental proteomics data. 

Indeed, a broader expertise about protein expression in S. stercoralis larvae, as well as their modulation 

during different developmental stages, will be essential for identifying novel therapeutic and vaccine 

targets. 

Our semi-automated annotation allowed us to confirm the presenceñat the proteome levelñof 

protein categories potentially involved in parasitism that to date were only inferred from genomics 

and transcriptomics data. Moreover, additional protein groups deserving further investigation, such 

as oxidoreductases, were also highlighted. Finally, we also propose a number of immunogenic protein 

candidates that, if experimentally confirmed, might be considered in the future for the development 

of novel serological diagnostic tests that could make the diagnosis of this neglected tropical disease 

more reliable and accurate. 
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!Ǿŀƛƭŀōƛƭƛǘȅ ƻŦ Řŀǘŀ ŀƴŘ ƳŀǘŜǊƛŀƭǎ 
The mass spectrometry proteomics data have been deposited to the ProteomeXchange Consortium 

via the PRIDE partner repository with the dataset identifier PXD037243. 
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¢ŀǊƎŜǝƴƎ Dƭǳ/ƭ wŜŎŜǇǘƻǊΥ 5ǊǳƎ wŜǇǳǊǇƻǎƛƴƎ 

{ǘǊŀǘŜƎƛŜǎ ŦƻǊ {ǘǊƻƴƎȅƭƻƛŘŜǎ ǎǘŜǊŎƻǊŀƭƛǎ LƴŦŜŎǝƻƴ 
 

LƴǘǊƻŘǳŎǝƻƴ 
Strongyloides stercoralis (S. stercoralis), also known as threadworm, is a soil-transmitted human parasite 

that belongs to the nematode group called roundworms[]. It is found nearly worldwide, excluding 

only the extreme north and south and poses significant health risks, particularly in 

immunocompromised individuals. However, the true global burden of this infection is often 

underestimated due to a lack of precise data from endemic regions. Consequently, S. stercoralis remains 

one of the most overlooked parasitic infections among the "neglected tropical diseases" (NTDs)[]. 

Soil-transmitted helminth (STH) infections are among the most common infections worldwide and 

affect the poorest and most deprived communities. They are transmitted by eggs present in human 

faeces which in turn contaminate soil in areas where sanitation is poor[]. The infection with S. 

stercoralis is challenging to diagnose due to its often- asymptomatic nature and can persist for years, 

leading to severe complications if untreated. To treat STHs, including Strongyloides, a variety of 

anthelmintic medications are available. Ivermectin is the current treatment recommended by the US 

Centers for Disease Control and Prevention for Strongyloides infection, with albendazole serving as 

a backup [264]. Strongyloidiasis infections frequently result in secondary infections with other STHs, 

hence in these situations a broad-spectrum anthelmintic is preferable; this also holds true in veterinary 
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contexts. Given the relative rarity of disseminated infections, it is difficult to see how controlled trials 

of various therapies can be established. Human Strongyloides infections can spread, and in these 

cases, therapy other than anthelmintic treatment is required. However, what is ideal and optimum is 

not well established [265].The question of when and where drug resistance will develop is the same 

as it is with any anti-parasitic medication treatment. Ivermectin targets the GluCl receptor in parasitic 

nematodes. It binds to GluCls, causing an influx of chloride ions into the cells, leading to 

hyperpolarization and subsequent paralysis of the parasite. This paralysis prevents the parasite from 

moving and feeding, ultimately leading to its death [266], [267], [268], [269]. 

Developing novel treatments for S. stercoralis is a demanding, time-consuming, and costly process with 

low success rates. To address these challenges, computational approaches such as drug repositioning 

are increasingly utilized. Drug repositioning involves identifying new therapeutic uses for both FDA-

approved drugs and those under preclinical investigation, thereby reducing the cost and time required 

for drug development due to their known safety profiles and therapeutic potentials in other diseases. 

In this study, we propose a computational approach to screen both FDA-approved drugs and drugs 

under preclinical investigation for other disease but maybe potentially effective also against S. 

stercoralis. Our target protein, the glutamate-gated chloride channel (GluCl), was modeled by 

homology modeling. Drugs with promising binding affinities underwent further studies to validate 

their potential as effective treatments. This methodology not only aims to identify new treatment 

options for S. stercoralis but also exemplifies the broader utility of drug repositioning in addressing 

parasitic diseases. 

aŜǘƘƻŘƻƭƻƎȅ 

  

Figure 7.1: The research flow chart illustrates the structured hierarchy and sequence of steps in our newly 
conceptualized project. It outlines the pipeline from initial stages to final outcomes. 
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{ǘǊǳŎǘǳǊŀƭ aƻŘŜƭƛƴƎ ƻŦ ǘƘŜ DƭǳǘŀƳŀǘŜ /ƘƭƻǊƛŘŜ /ƘŀƴƴŜƭ ƛƴ {ǘǊƻƴƎȅƭƻƛŘŜǎ 

Modeling the glutamate chloride channel is a crucial step in our drug repurposing strategy, as it allows 

us to explore how existing drugs might interact with this receptor in Strongyloides. By understanding 

the structural details of this channel, we can better evaluate potential therapeutic agents and optimize 

drug repurposing efforts to address parasitic infections. 

We employed the Swiss-Model server [76], [270], a tool for generating high-quality structural models 

based on sequence similarity. For our modeling efforts, we used the crystal structure of the glutamate 

chloride channel from Caenorhabditis elegans, represented by PDB id 3RIA, as the template. This 

template was selected due to its high resolution and relevance, as the glutamate chloride channel in 

C. elegans shares approximately 51% sequence identity with the corresponding protein in 

Strongyloides.  

[ƛƎŀƴŘ {ŎǊŜŜƴƛƴƎ 

Ivermectin is commonly known as an inhibitor of glutamate-gated chloride channels and is used as a 

standard drug in the treatment of strongyloidiasis [264]. The SMILES format and chemical structure 

of ivermectin were retrieved from the FDA (https://www.fda.gov/). SwissSimilarity, an online 

platform that allows the identification of chemical hits from FDA and other libraries based on a 

reference structure [271], [272], was utilized in this study. Ivermectin served as the standard template 

to screen not only FDA-approved drugs but also compounds from other chemical libraries, like 

Chembl active compounds and Zinc, for potential treatment of strongyloidiasis. All screened drugs 

were ranked according to their predicted score values.  

aƻƭŜŎǳƭŀǊ ŘƻŎƪƛƴƎ 

Before conducting our docking experiments, all the screened drugs were sketched using the RDKit 

library (https://www.rdkit.org/). A crucial preliminary step involved selecting the most promising 

drugs to dock against the GluCl receptor, given the extensive number of molecules generated by the 

screening process. Our selection was not solely based on the similarity scores calculated by Swiss 

Similarity; we also computed Tanimoto similarity [273] based on Morgan [152] and RDKit 

fingerprints to ensure a thorough evaluation. Our assumption is that the Similarity Score calculated 

by Swiss Similarity provides a low score to molecules that however could have favorable interactions 

with the target (protein of interest), at least from a structural point of view. Additionally, Smina [274] 

was employed for energy minimization of each ligand using default settings. The docking experiments 

were then performed on all selected compounds against the GluCl receptor. The binding pocket of 

the target protein (GluCl) was identified utilizing Plip [147]. For the docking experiments, the grid 

box dimensions were set to X = 10.31, Y = 91.36, and Z = 20.81, with the default exhaustiveness 

https://www.rdkit.org/
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value of 8. The grid box size was adequately adjusted around the binding pocket residues to allow the 

ligands sufficient freedom of movement within the search space. Each screened drug was docked 

separately against the target protein. The resulting complexes were analyzed to observe their binding 

conformational poses against the target protein, aiming to identify the best docking results. The 

generated docked complexes were evaluated based on the lowest binding energy (kcal/mol) values 

and the binding interaction patterns between the ligands and the receptor. The graphical depictions 

of all the docked complexes were created using PyMOL [82]. 

wŜǎǳƭǘǎ ŀƴŘ ŘƛǎŎǳǎǎƛƻƴ  

{ǘǊǳŎǘǳǊŀƭ ŎƘŀǊŀŎǘŜǊƛȊŀǝƻƴ ƻŦ Dƭǳ/ƭπL±a ŎƻƳǇƭŜȄ 

We have characterized the interactions between ivermectin (IVM) and the GluCl receptor, providing 

detailed insights into the binding mechanisms. The left panel of Figure 7.2 presents the overall 

structure of the GluCl receptor, with IVM prominently bound within its active site. An inset offers a 

closer view of the binding pocket, highlighting specific residues involved in the interaction. The right 

panel features a detailed table of hydrophobic interactions and hydrogen bonds between IVM and 

the GluCl receptor. Key residues such as LEU, ILE, and PHE are noted for their participation in 

hydrophobic interactions, while hydrogen bonds involve residues like ASN and ASP. This thorough 

visualization underscores the critical interactions that contribute to the ligand's binding affinity and 

stability within the receptor's active site, providing valuable insights for future drug design and 

development efforts. 

 

Figure 7.2: Binding Interactions of Ligands within the GluCl Receptor. 
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{ǳǇŜǊƛƳǇƻǎƛǝƻƴ ƻŦ ǎŎǊŜŜƴŜŘ ŘǊǳƎǎ ǿƛǘƘƛƴ ŀŎǝǾŜ ǊŜƎƛƻƴ ƻŦ DƭǳŎƭ 

With the aim of verifying the drug binding configurations within GluCl's active binding site, all 

docked structures were overlaid. According to the binding pocket analysis, all of the molecules that 

were screened were narrowed down in the binding pocket of GluCl and bound with residues that 

were comparable but had different conformational poses. The docking reliability and expected 

outcomes were further validated by the binding of all molecules at the same position (Figure 7.3).  

 

Figure 7.3: Superimposition of all screened drugs. 

{ŜƭŜŎǝƻƴ /ǊƛǘŜǊƛŀ .ŀǎŜŘ ƻƴ !Ŷƴƛǘȅ {ŎƻǊŜǎ 

After docking the molecules, the criterion we utilized to select a subset of molecules for further in 

vitro investigation was the affinity score of the ivermectin (IVM)-GluCl complex, which is the drug 

currently in use. We selected only those molecules that exhibited an affinity score higher than that of 

IVM. The bar chart (Figure 7.4) presents the minimized affinity values for the screened compounds 

against the target protein. The x-axis represents the minimized affinity in kcal/mol, with more 

negative values indicating stronger binding affinities. The y-axis lists the identifiers of the compounds, 

including both CHEMBL IDs and other identifiers. From the chart, it is evident that all compounds 

exhibit varying degrees of binding affinities, with several compounds showing stronger interactions 

than IVM (e.g., CHEMBL4279943 and CHEMBL3289640). These higher affinity scores suggest a 

potential for greater efficacy in binding to the target protein, thereby guiding the selection of 

promising candidates for further experimental validation. The consistent measurement of minimized 

affinities provides a comparative basis for evaluating the potential of each compound in the docking 

experiments. 

§ƨƣ

fŰ

cŔƣШĦŸůƓŸƨŰĬƚ
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Figure 7.4: Affinity score of all screened drugs against GluCl receptor. 

 

 

/ƻƴŎƭǳǎƛƻƴǎ 
Through a combination of molecular docking, virtual screening, and interaction analysis, we have 

identified several promising candidates that exhibit strong binding affinities and favorable interaction 

profiles with the target protein. The predicted hit compounds warrant further investigation through 
in vitro and in vivo studies to confirm their efficacy and safety profiles. By identifying these alternative 

compounds, we aim to expand the therapeutic options available for diseases where ivermectin is 

currently used, potentially overcoming limitations associated with resistance or side effectsΦ  
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DŜƴŜǊŀƭ /ƻƴŎƭǳǎƛƻƴǎ 
The results of this research provide significant insights into various aspects of infectious diseases and 

their treatment strategies. The studies encompassed in this thesis have advanced our understanding 

of SARS-CoV-2, particularly in the context of drug discovery and the impact of viral mutations on 

diagnostic efficacy, as well as provided novel perspectives on parasitic infections such as S. stercoralis. 

The investigation using interaction-based drug discovery screens has highlighted the utility of this 

approach in identifying and explaining known inhibitors of SARS-CoV-2, while also predicting new 

compound scaffolds, thereby showcasing its potential in the rapid identification of therapeutic 

candidates. This method has proven essential in mapping the interactions between viral proteins and 

potential inhibitors, laying a foundation for targeted drug development that could lead to more 

effective treatments for COVID-19. Furthermore, the emergence of a recurrent insertion in the N-

terminal domain of the SARS-CoV-2 spike glycoprotein has significant implications for the virus's 

transmissibility and immune evasion capabilities. This discovery sheds light on the adaptive 

mechanisms of SARS-CoV-2, illustrating how genetic variations can influence viral behavior and 

impact the efficacy of vaccines and therapeutic antibodies. Understanding these mutations is crucial 

for anticipating potential changes in the virus that could affect public health measures and treatment 

strategies. Additionally, novel insights into the somatic proteome of S. stercoralis infective third-stage 

larvae have provided a deeper understanding of the molecular underpinnings of parasitic infection, 

revealing critical information about the proteins involved in the infective process and the parasite's 

survival mechanisms within the host. This knowledge is pivotal for developing new therapeutic 

interventions and diagnostic tools for strongyloidiasis. Moreover, real-life data supporting the 

reduced sensitivity of antigen tests for detecting Omicron SARS-CoV-2 infections highlight the 

challenges posed by the continuous evolution of the virus, emphasizing the need for ongoing 

evaluation and adaptation of diagnostic tools to ensure their effectiveness against new variants. This 

finding underscores the importance of robust and flexible testing strategies in managing the 

pandemic. Lastly, the exploration of drug repurposing strategies targeting the GluCl receptor for S. 

stercoralis infection offers promising avenues for treatment by leveraging the known safety profiles 

and mechanisms of action of existing drugs. This approach demonstrates the potential of repurposing 

in addressing neglected tropical diseases, where the development of new drugs may be economically 

and logistically challenging. Collectively, the findings of these studies underscore the importance of 

a multifaceted approach to infectious disease research, combining computational, molecular, and real-

world data analyses. The insights gained from these investigations enhance our understanding of 

pathogens and inform the development of more effective diagnostic, therapeutic, and preventive 

measures. Future research should continue to focus on the dynamic interactions between pathogens 
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and hosts, the impact of genetic variations on disease progression, and the potential of innovative 

strategies like drug repurposing to address emerging and neglected infections. This thesis highlights 

the critical need for continued vigilance and adaptability in the face of evolving infectious diseases 

and underscores the importance of interdisciplinary collaboration in tackling these complex 

challenges. 
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.ƛōƭƛƻƎǊŀǇƘȅ 
ώмϐ YΦ 9Φ WƻƴŜǎ Ŝǘ ŀƭΦΣ ΨDƭƻōŀƭ ǘǊŜƴŘǎ ƛƴ ŜƳŜǊƎƛƴƎ ƛƴŦŜŎǝƻǳǎ ŘƛǎŜŀǎŜǎΩΣ bŀǘǳǊŜΣ ǾƻƭΦ прмΣ ƴƻΦ тмумΣ 
ǇǇΦ ффлςффоΣ нллуΦ 

ώнϐ WΦ aΦ ±ŀƴ {ŜǾŜƴǘŜǊ ŀƴŘ bΦ {Φ IƻŎƘōŜǊƎΣ ΨtǊƛƴŎƛǇƭŜǎ ƻŦ ƛƴŦŜŎǝƻǳǎ ŘƛǎŜŀǎŜǎΥ ǘǊŀƴǎƳƛǎǎƛƻƴΣ 
ŘƛŀƎƴƻǎƛǎΣ ǇǊŜǾŜƴǝƻƴΣ ŀƴŘ ŎƻƴǘǊƻƭΩΣ LƴǘŜǊƴŀǝƻƴŀƭ ŜƴŎȅŎƭƻǇŜŘƛŀ ƻŦ ǇǳōƭƛŎ ƘŜŀƭǘƘΣ ǇΦ ннΣ нлмтΦ 

ώоϐ !Φ WΦ YǳŎƘŀǊǎƪƛ Ŝǘ ŀƭΦΣ Ψ9ŀǊƭȅ ŘȅƴŀƳƛŎǎ ƻŦ ǘǊŀƴǎƳƛǎǎƛƻƴ ŀƴŘ ŎƻƴǘǊƻƭ ƻŦ /h±L5πмфΥ ŀ 
ƳŀǘƘŜƳŀǝŎŀƭ ƳƻŘŜƭƭƛƴƎ ǎǘǳŘȅΩΣ ¢ƘŜ ƭŀƴŎŜǘ ƛƴŦŜŎǝƻǳǎ ŘƛǎŜŀǎŜǎΣ ǾƻƭΦ нлΣ ƴƻΦ рΣ ǇǇΦ рроςрруΣ 
нлнлΦ 

ώпϐ wΦ aΦ !ƴŘŜǊǎƻƴ Ŝǘ ŀƭΦΣ Ψ¢ƘŜ {!w{π/ƻ±πн ǇŀƴŘŜƳƛŎΥ wŜƳŀƛƴƛƴƎ ǳƴŎŜǊǘŀƛƴǝŜǎ ƛƴ ƻǳǊ 
ǳƴŘŜǊǎǘŀƴŘƛƴƎ ƻŦ ǘƘŜ ŜǇƛŘŜƳƛƻƭƻƎȅ ŀƴŘ ǘǊŀƴǎƳƛǎǎƛƻƴ ŘȅƴŀƳƛŎǎ ƻŦ ǘƘŜ ǾƛǊǳǎΣ ŀƴŘ ŎƘŀƭƭŜƴƎŜǎ 
ǘƻ ōŜ ƻǾŜǊŎƻƳŜΩΣ LƴǘŜǊŦŀŎŜ CƻŎǳǎΣ ǾƻƭΦ ммΣ ƴƻΦ сΣ ǇΦ нлнмлллуΣ нлнмΦ 

ώрϐ tΦ ½Ƙƻǳ Ŝǘ ŀƭΦΣ Ψ! ǇƴŜǳƳƻƴƛŀ ƻǳǘōǊŜŀƪ ŀǎǎƻŎƛŀǘŜŘ ǿƛǘƘ ŀ ƴŜǿ ŎƻǊƻƴŀǾƛǊǳǎ ƻŦ ǇǊƻōŀōƭŜ ōŀǘ 
ƻǊƛƎƛƴΩΣ ƴŀǘǳǊŜΣ ǾƻƭΦ ртфΣ ƴƻΦ ттфуΣ ǇǇΦ нтлςнтоΣ нлнлΦ 

ώсϐ WΦ CΦπ²Φ /Ƙŀƴ Ŝǘ ŀƭΦΣ ΨDŜƴƻƳƛŎ ŎƘŀǊŀŎǘŜǊƛȊŀǝƻƴ ƻŦ ǘƘŜ нлмф ƴƻǾŜƭ ƘǳƳŀƴπǇŀǘƘƻƎŜƴƛŎ 
ŎƻǊƻƴŀǾƛǊǳǎ ƛǎƻƭŀǘŜŘ ŦǊƻƳ ŀ ǇŀǝŜƴǘ ǿƛǘƘ ŀǘȅǇƛŎŀƭ ǇƴŜǳƳƻƴƛŀ ŀƊŜǊ ǾƛǎƛǝƴƎ ²ǳƘŀƴΩΣ 9ƳŜǊƎƛƴƎ 
ƳƛŎǊƻōŜǎ ϧ ƛƴŦŜŎǝƻƴǎΣ ǾƻƭΦ фΣ ƴƻΦ мΣ ǇǇΦ ннмςносΣ нлнлΦ 

ώтϐ !Φ WΦ wƻŘǊƛƎǳŜȊπaƻǊŀƭŜǎ Ŝǘ ŀƭΦΣ ΨIƛǎǘƻǊȅ ƛǎ ǊŜǇŜŀǝƴƎ ƛǘǎŜƭŦΥ tǊƻōŀōƭŜ ȊƻƻƴƻǝŎ ǎǇƛƭƭƻǾŜǊ ŀǎ ǘƘŜ 
ŎŀǳǎŜ ƻŦ ǘƘŜ нлмф ƴƻǾŜƭ /ƻǊƻƴŀǾƛǊǳǎ 9ǇƛŘŜƳƛŎΩΣ LƴŦŜȊ aŜŘΣ ǾƻƭΦ нуΣ ƴƻΦ мΣ ǇǇΦ оςрΣ нлнлΦ 

ώуϐ ¸Φ ²ŀƴƎΣ aΦ DǊǳƴŜǿŀƭŘΣ ŀƴŘ {Φ tŜǊƭƳŀƴΣ Ψ/ƻǊƻƴŀǾƛǊǳǎŜǎΥ ŀƴ ǳǇŘŀǘŜŘ ƻǾŜǊǾƛŜǿ ƻŦ ǘƘŜƛǊ 
ǊŜǇƭƛŎŀǝƻƴ ŀƴŘ ǇŀǘƘƻƎŜƴŜǎƛǎΩΣ /ƻǊƻƴŀǾƛǊǳǎŜǎΥ aŜǘƘƻŘǎ ŀƴŘ tǊƻǘƻŎƻƭǎΣ ǇǇΦ мςнфΣ нлнлΦ 

ώфϐ 5Φ ·Φ [ƛǳΣ WΦ vΦ [ƛŀƴƎΣ ŀƴŘ ¢Φ {Φ CǳƴƎΣ ΨIǳƳŀƴ ŎƻǊƻƴŀǾƛǊǳǎπннф9Σπh/поΣπb[соΣ ŀƴŘπIY¦м 
ό/ƻǊƻƴŀǾƛǊƛŘŀŜύΩΣ 9ƴŎȅŎƭƻǇŜŘƛŀ ƻŦ ǾƛǊƻƭƻƎȅΣ ǇΦ пнуΣ нлнмΦ 

ώмлϐ !Φ YΦ /ƻǊŘŜǎΣ ²Φ aΦ wŜƘǊŀǳŜǊΣ aΦ !Φ !ŎŎƻƭŀΣ .Φ ²ǀƭƪΣ .Φ IƛƭŦǊƛŎƘΣ ŀƴŘ !Φ IŜƛƳΣ ΨCǳƭƭȅ ŀǳǘƻƳŀǘŜŘ 
ŘŜǘŜŎǝƻƴ ŀƴŘ ŘƛũŜǊŜƴǝŀǝƻƴ ƻŦ ǇŀƴŘŜƳƛŎ ŀƴŘ ŜƴŘŜƳƛŎ ŎƻǊƻƴŀǾƛǊǳǎŜǎ όb[соΣ ннф9Σ IY¦мΣ 
h/по ŀƴŘ {!w{π/ƻ±πнύ ƻƴ ǘƘŜ ƘƻƭƻƎƛŎ ǇŀƴǘƘŜǊ ŦǳǎƛƻƴΩΣ WƻǳǊƴŀƭ ƻŦ aŜŘƛŎŀƭ ±ƛǊƻƭƻƎȅΣ ǾƻƭΦ фоΣ 
ƴƻΦ тΣ ǇǇΦ ппоуςпппрΣ нлнмΦ 

ώммϐ .Φ IƛƧŀǿƛ Ŝǘ ŀƭΦΣ ΨbƻǾŜƭ ŎƻǊƻƴŀǾƛǊǳǎ ƛƴŦŜŎǝƻƴǎ ƛƴ WƻǊŘŀƴΣ !ǇǊƛƭ нлмнΥ ŜǇƛŘŜƳƛƻƭƻƎƛŎŀƭ ŬƴŘƛƴƎǎ 
ŦǊƻƳ ŀ ǊŜǘǊƻǎǇŜŎǝǾŜ ƛƴǾŜǎǝƎŀǝƻƴΩΣ 9aIWπ9ŀǎǘŜǊƴ aŜŘƛǘŜǊǊŀƴŜŀƴ IŜŀƭǘƘ WƻǳǊƴŀƭΣ мф όǎǳǇǇΦ 
мύΣ {мнπ{муΣ нлмоΣ нлмоΦ 

ώмнϐ ½Φ !Φ aŜƳƛǎƘ Ŝǘ ŀƭΦΣ ΨIǳƳŀƴ ƛƴŦŜŎǝƻƴ ǿƛǘƘ a9w{ ŎƻǊƻƴŀǾƛǊǳǎ ŀƊŜǊ ŜȄǇƻǎǳǊŜ ǘƻ ƛƴŦŜŎǘŜŘ 
ŎŀƳŜƭǎΣ {ŀǳŘƛ !ǊŀōƛŀΣ нлмоΩΣ 9ƳŜǊƎƛƴƎ ƛƴŦŜŎǝƻǳǎ ŘƛǎŜŀǎŜǎΣ ǾƻƭΦ нлΣ ƴƻΦ сΣ ǇΦ млмнΣ нлмпΦ 

ώмоϐ ½Φ {ƻƴƎ Ŝǘ ŀƭΦΣ ΨCǊƻƳ {!w{ ǘƻ a9w{Σ ǘƘǊǳǎǝƴƎ ŎƻǊƻƴŀǾƛǊǳǎŜǎ ƛƴǘƻ ǘƘŜ ǎǇƻǘƭƛƎƘǘΩΣ ǾƛǊǳǎŜǎΣ ǾƻƭΦ 
ммΣ ƴƻΦ мΣ ǇΦ рфΣ нлмфΦ 

ώмпϐ /Φ ²Φ bŜƭǎƻƴ Ŝǘ ŀƭΦΣ Ψ5ȅƴŀƳƛŎŀƭƭȅ ŜǾƻƭǾƛƴƎ ƴƻǾŜƭ ƻǾŜǊƭŀǇǇƛƴƎ ƎŜƴŜ ŀǎ ŀ ŦŀŎǘƻǊ ƛƴ ǘƘŜ {!w{π
/ƻ±πн ǇŀƴŘŜƳƛŎΩΣ 9ƭƛŦŜΣ ǾƻƭΦ фΣ ǇΦ ŜрфсооΣ нлнлΦ 

ώмрϐ aΦ .ŜƪƴŀȊŀǊƻǾŀΣ IΦ ²ƘƛƭŜȅΣ ŀƴŘ YΦ wƻǎǎΣ Ψ{ǘǊƻƴƎȅƭƻƛŘƛŀǎƛǎΥ ŀ ŘƛǎŜŀǎŜ ƻŦ ǎƻŎƛƻŜŎƻƴƻƳƛŎ 
ŘƛǎŀŘǾŀƴǘŀƎŜΩΣ LƴǘŜǊƴŀǝƻƴŀƭ ƧƻǳǊƴŀƭ ƻŦ ŜƴǾƛǊƻƴƳŜƴǘŀƭ ǊŜǎŜŀǊŎƘ ŀƴŘ ǇǳōƭƛŎ ƘŜŀƭǘƘΣ ǾƻƭΦ моΣ ƴƻΦ 
рΣ ǇΦ рмтΣ нлмсΦ 

ώмсϐ 5Φ .ǳƻƴŦǊŀǘŜ Ŝǘ ŀƭΦΣ Ψ¢ƘŜ Ǝƭƻōŀƭ ǇǊŜǾŀƭŜƴŎŜ ƻŦ {ǘǊƻƴƎȅƭƻƛŘŜǎ ǎǘŜǊŎƻǊŀƭƛǎ ƛƴŦŜŎǝƻƴΩΣ tŀǘƘƻƎŜƴǎΣ 
ǾƻƭΦ фΣ ƴƻΦ сΣ ǇΦ псуΣ WǳƴΦ нлнлΣ ŘƻƛΥ млΦоофлκǇŀǘƘƻƎŜƴǎфлслпсуΦ 

ώмтϐ ±Φ [Φ Iǳƴǘ Ŝǘ ŀƭΦΣ Ψ¢ƘŜ ƎŜƴƻƳƛŎ ōŀǎƛǎ ƻŦ ǇŀǊŀǎƛǝǎƳ ƛƴ ǘƘŜ {ǘǊƻƴƎȅƭƻƛŘŜǎ ŎƭŀŘŜ ƻŦ ƴŜƳŀǘƻŘŜǎΩΣ 
bŀǘ DŜƴŜǘΣ ǾƻƭΦ пуΣ ƴƻΦ оΣ ǇǇΦ нффςолтΣ aŀǊΦ нлмсΣ ŘƻƛΥ млΦмлоуκƴƎΦопфрΦ 

ώмуϐ ½Φ .ƛǎƻŶ Ŝǘ ŀƭΦΣ Ψ5ƛŀƎƴƻǎǝŎ ŀŎŎǳǊŀŎȅ ƻŦ ŬǾŜ ǎŜǊƻƭƻƎƛŎ ǘŜǎǘǎ ŦƻǊ {ǘǊƻƴƎȅƭƻƛŘŜǎ ǎǘŜǊŎƻǊŀƭƛǎ 
ƛƴŦŜŎǝƻƴΩΣ t[ƻ{ bŜƎƭ ¢ǊƻǇ 5ƛǎΣ ǾƻƭΦ уΣ ƴƻΦ мΣ ǇΦ оуΣ нлмпΣ ŘƻƛΥ млΦмотмκƧƻǳǊƴŀƭΦǇƴǘŘΦлллнсплΦ 
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ώмфϐ 5Φ .ǳƻƴŦǊŀǘŜΣ tΦ wƻŘŀǊƛΣ .Φ .ŀǊŘŀΣ ²Φ tŀƎŜΣ [Φ 9ƛƴǎƛŜŘŜƭΣ ŀƴŘ aΦ wΦ ²ŀǧǎΣ Ψ/ǳǊǊŜƴǘ 
ǇƘŀǊƳŀŎƻǘƘŜǊŀǇŜǳǝŎ ǎǘǊŀǘŜƎƛŜǎ ŦƻǊ {ǘǊƻƴƎȅƭƻƛŘƛŀǎƛǎ ŀƴŘ ǘƘŜ ŎƻƳǇƭƛŎŀǝƻƴǎ ƛƴ ƛǘǎ ǘǊŜŀǘƳŜƴǘΩΣ 
9ȄǇŜǊǘ hǇƛƴƛƻƴ ƻƴ tƘŀǊƳŀŎƻǘƘŜǊŀǇȅΣ ǾƻƭΦ ноΣ ƴƻΦ мпΣ ǇǇΦ мсмтςмснуΣ нлннΦ 

ώнлϐ tΦ |ƭŜŘȋ ŀƴŘ !Φ /ŀƅƛǎŎƘΣ ΨtǊƻǘŜƛƴ ǎǘǊǳŎǘǳǊŜπōŀǎŜŘ ŘǊǳƎ ŘŜǎƛƎƴΥ ŦǊƻƳ ŘƻŎƪƛƴƎ ǘƻ ƳƻƭŜŎǳƭŀǊ 
ŘȅƴŀƳƛŎǎΩΣ /ǳǊǊŜƴǘ ƻǇƛƴƛƻƴ ƛƴ ǎǘǊǳŎǘǳǊŀƭ ōƛƻƭƻƎȅΣ ǾƻƭΦ пуΣ ǇǇΦ фоςмлнΣ нлмуΦ 

ώнмϐ DΦ {ƭƛǿƻǎƪƛΣ {Φ YƻǘƘƛǿŀƭŜΣ WΦ aŜƛƭŜǊΣ ŀƴŘ 9Φ ²Φ [ƻǿŜΣ Ψ/ƻƳǇǳǘŀǝƻƴŀƭ ƳŜǘƘƻŘǎ ƛƴ ŘǊǳƎ 
ŘƛǎŎƻǾŜǊȅΩΣ tƘŀǊƳŀŎƻƭƻƎƛŎŀƭ ǊŜǾƛŜǿǎΣ ǾƻƭΦ ссΣ ƴƻΦ мΣ ǇǇΦ оопςофрΣ нлмпΦ 

ώннϐ {Φ aǳǊŀƭƛŘŀǊΣ {Φ ±Φ !ƳōƛΣ {Φ {ŜƪŀǊŀƴΣ ŀƴŘ ¦Φ aΦ YǊƛǎƘƴŀƴΣ Ψ¢ƘŜ ŜƳŜǊƎŜƴŎŜ ƻŦ /h±L5πмф ŀǎ ŀ 
Ǝƭƻōŀƭ ǇŀƴŘŜƳƛŎΥ ¦ƴŘŜǊǎǘŀƴŘƛƴƎ ǘƘŜ ŜǇƛŘŜƳƛƻƭƻƎȅΣ ƛƳƳǳƴŜ ǊŜǎǇƻƴǎŜ ŀƴŘ ǇƻǘŜƴǝŀƭ 
ǘƘŜǊŀǇŜǳǝŎ ǘŀǊƎŜǘǎ ƻŦ {!w{π/ƻ±πнΩΣ .ƛƻŎƘƛƳƛŜΣ ǾƻƭΦ мтфΣ ǇǇΦ урςмллΣ нлнлΦ 

ώноϐ aΦ DŜǊŘƻƭΣ YΦ 5ƛǎƘƴƛŎŀΣ ŀƴŘ !Φ DƛƻǊƎŜǩΣ Ψ9ƳŜǊƎŜƴŎŜ ƻŦ ŀ ǊŜŎǳǊǊŜƴǘ ƛƴǎŜǊǝƻƴ ƛƴ ǘƘŜ bπ
ǘŜǊƳƛƴŀƭ ŘƻƳŀƛƴ ƻŦ ǘƘŜ {!w{π/ƻ±πн ǎǇƛƪŜ ƎƭȅŎƻǇǊƻǘŜƛƴΩΣ ±ƛǊǳǎ wŜǎŜŀǊŎƘΣ ǾƻƭΦ омлΣ ǇΦ мфустпΣ 
aŀǊΦ нлннΣ ŘƻƛΥ млΦмлмсκWΦ±Lw¦{w9{ΦнлннΦмфустпΦ 

ώнпϐ ̧ Φ aŀ Ŝǘ ŀƭΦΣ Ψ{ǘǊǳŎǘǳǊŀƭ ōŀǎƛǎ ŀƴŘ ŦǳƴŎǝƻƴŀƭ ŀƴŀƭȅǎƛǎ ƻŦ ǘƘŜ {!w{ ŎƻǊƻƴŀǾƛǊǳǎ ƴǎǇмпπƴǎǇмл 
ŎƻƳǇƭŜȄΩΣ tǊƻŎŜŜŘƛƴƎǎ ƻŦ ǘƘŜ bŀǝƻƴŀƭ !ŎŀŘŜƳȅ ƻŦ {ŎƛŜƴŎŜǎ ƻŦ ǘƘŜ ¦ƴƛǘŜŘ {ǘŀǘŜǎ ƻŦ !ƳŜǊƛŎŀΣ 
ǾƻƭΦ ммнΣ ƴƻΦ олΣ ǇǇΦ фпосςфппмΣ WǳƭΦ нлмрΣ ŘƻƛΥ млΦмлтоκtb!{ΦмрлусусммнΦ 

ώнрϐ aΦ wΦ 5ŜƴƛǎƻƴΣ wΦ [Φ DǊŀƘŀƳΣ 9Φ CΦ 5ƻƴŀƭŘǎƻƴΣ [Φ 5Φ 9ŎƪŜǊƭŜΣ ŀƴŘ wΦ {Φ .ŀǊƛŎΣ Ψ/ƻǊƻƴŀǾƛǊǳǎŜǎΥ 
ŀƴ wb! ǇǊƻƻŦǊŜŀŘƛƴƎ ƳŀŎƘƛƴŜ ǊŜƎǳƭŀǘŜǎ ǊŜǇƭƛŎŀǝƻƴ ŬŘŜƭƛǘȅ ŀƴŘ ŘƛǾŜǊǎƛǘȅΩΣ wb! ōƛƻƭƻƎȅΣ ǾƻƭΦ 
уΣ ƴƻΦ нΣ ǇǇΦ нтлςнтфΣ нлммΦ 

ώнсϐ ̧ Φ {Ƙǳ ŀƴŘ WΦ aŎ/ŀǳƭŜȅΣ ΨDL{!L5Υ Dƭƻōŀƭ ƛƴƛǝŀǝǾŜ ƻƴ ǎƘŀǊƛƴƎ ŀƭƭ ƛƴƅǳŜƴȊŀ Řŀǘŀ ς ŦǊƻƳ Ǿƛǎƛƻƴ 
ǘƻ ǊŜŀƭƛǘȅΩΣ 9ǳǊƻǎǳǊǾŜƛƭƭŀƴŎŜΣ ǾƻƭΦ ннΣ ƴƻΦ моΣ aŀǊΦ нлмтΣ ŘƻƛΥ млΦнултκмрслπ
тфмтΦ9{ΦнлмтΦннΦмоΦолпфпΦ 

ώнтϐ [Φ wŜƴ Ŝǘ ŀƭΦΣ ΨDŜƴŜǝŎ ŘǊƛƊ ƻŦ ƘǳƳŀƴ ŎƻǊƻƴŀǾƛǊǳǎ h/по ǎǇƛƪŜ ƎŜƴŜ ŘǳǊƛƴƎ ŀŘŀǇǝǾŜ ŜǾƻƭǳǝƻƴΩΣ 
{ŎƛŜƴǝŬŎ wŜǇƻǊǘǎΣ ǾƻƭΦ рΣ WǳƴΦ нлмрΣ ŘƻƛΥ млΦмлоуκ{w9tммпрмΦ 

ώнуϐ aΦ CΦ .ƻƴƛ Ŝǘ ŀƭΦΣ Ψ9ǾƻƭǳǝƻƴŀǊȅ ƻǊƛƎƛƴǎ ƻŦ ǘƘŜ {!w{π/ƻ±πн ǎŀǊōŜŎƻǾƛǊǳǎ ƭƛƴŜŀƎŜ ǊŜǎǇƻƴǎƛōƭŜ ŦƻǊ 
ǘƘŜ /h±L5πмф ǇŀƴŘŜƳƛŎΩΣ bŀǘǳǊŜ aƛŎǊƻōƛƻƭƻƎȅΣ ǾƻƭΦ рΣ ƴƻΦ ммΣ ǇǇΦ мплуςмпмтΣ bƻǾΦ нлнлΣ ŘƻƛΥ 
млΦмлоуκ{пмрспπлнлπлттмπпΦ 

ώнфϐ 5Φ ±ŀƴLƴǎōŜǊƎƘŜΣ !Φ {Φ bŜƛǎƘΣ !Φ /Φ [ƻǿŜƴΣ ŀƴŘ YΦ YƻŜƭƭŜΣ ΨwŜŎƻƳōƛƴŀƴǘ {!w{π/ƻ±πн ƎŜƴƻƳŜǎ 
ŎƛǊŎǳƭŀǘŜŘ ŀǘ ƭƻǿ ƭŜǾŜƭǎ ƻǾŜǊ ǘƘŜ ŬǊǎǘ ȅŜŀǊ ƻŦ ǘƘŜ ǇŀƴŘŜƳƛŎΩΣ ±ƛǊǳǎ 9ǾƻƭǳǝƻƴΣ ǾƻƭΦ тΣ ƴƻΦ нΣ 
нлнмΣ ŘƻƛΥ млΦмлфоκ±9κ±9!.лрфΦ 

ώолϐ WΦ YΦ aƛƭƭŜǘΣ WΦ !Φ WŀƛƳŜǎΣ ŀƴŘ DΦ wΦ ²ƘƛǧŀƪŜǊΣ ΨaƻƭŜŎǳƭŀǊ ŘƛǾŜǊǎƛǘȅ ƻŦ ŎƻǊƻƴŀǾƛǊǳǎ Ƙƻǎǘ ŎŜƭƭ 
ŜƴǘǊȅ ǊŜŎŜǇǘƻǊǎΩΣ C9a{ aƛŎǊƻōƛƻƭƻƎȅ wŜǾƛŜǿǎΣ ǾƻƭΦ прΣ ƴƻΦ оΣ aŀȅ нлнмΣ ŘƻƛΥ 
млΦмлфоκC9a{w9κC¦!!лртΦ 

ώомϐ ²Φ wŜƴ Ŝǘ ŀƭΦΣ Ψ5ƛũŜǊŜƴŎŜ ƛƴ wŜŎŜǇǘƻǊ ¦ǎŀƎŜ ōŜǘǿŜŜƴ {ŜǾŜǊŜ !ŎǳǘŜ wŜǎǇƛǊŀǘƻǊȅ {ȅƴŘǊƻƳŜ 
ό{!w{ύ /ƻǊƻƴŀǾƛǊǳǎ ŀƴŘ {!w{π[ƛƪŜ /ƻǊƻƴŀǾƛǊǳǎ ƻŦ .ŀǘ hǊƛƎƛƴΩΣ WƻǳǊƴŀƭ ƻŦ ±ƛǊƻƭƻƎȅΣ ǾƻƭΦ унΣ ƴƻΦ 
пΣ ǇǇΦ муффςмфлтΣ CŜōΦ нллуΣ ŘƻƛΥ млΦммнуκW±LΦлмлурπлтΦ 

ώонϐ !Φ /Φ ²ŀƭƭǎΣ ¸Φ WΦ tŀǊƪΣ aΦ !Φ ¢ƻǊǘƻǊƛŎƛΣ !Φ ²ŀƭƭΣ !Φ ¢Φ aŎDǳƛǊŜΣ ŀƴŘ 5Φ ±ŜŜǎƭŜǊΣ Ψ{ǘǊǳŎǘǳǊŜΣ 
CǳƴŎǝƻƴΣ ŀƴŘ !ƴǝƎŜƴƛŎƛǘȅ ƻŦ ǘƘŜ {!w{π/ƻ±πн {ǇƛƪŜ DƭȅŎƻǇǊƻǘŜƛƴΩΣ /ŜƭƭΣ ǾƻƭΦ мумΣ ƴƻΦ нΣ ǇǇΦ 
нумπнфнΦŜсΣ !ǇǊΦ нлнлΣ ŘƻƛΥ млΦмлмсκWΦ/9[[ΦнлнлΦлнΦлруΦ 

ώооϐ .Φ YƻǊōŜǊ Ŝǘ ŀƭΦΣ Ψ¢ǊŀŎƪƛƴƎ /ƘŀƴƎŜǎ ƛƴ {!w{π/ƻ±πн {ǇƛƪŜΥ 9ǾƛŘŜƴŎŜ ǘƘŀǘ 5смпD LƴŎǊŜŀǎŜǎ 
LƴŦŜŎǝǾƛǘȅ ƻŦ ǘƘŜ /h±L5πмф ±ƛǊǳǎΩΣ /ŜƭƭΣ ǾƻƭΦ мунΣ ƴƻΦ пΣ ǇǇΦ умнπунтΦŜмфΣ !ǳƎΦ нлнлΣ ŘƻƛΥ 
млΦмлмсκWΦ/9[[ΦнлнлΦлсΦлпоΦ 

ώопϐ [Φ ½ƘŀƴƎ Ŝǘ ŀƭΦΣ Ψ{!w{π/ƻ±πн ǎǇƛƪŜπǇǊƻǘŜƛƴ 5смпD Ƴǳǘŀǝƻƴ ƛƴŎǊŜŀǎŜǎ ǾƛǊƛƻƴ ǎǇƛƪŜ ŘŜƴǎƛǘȅ ŀƴŘ 
ƛƴŦŜŎǝǾƛǘȅΩΣ bŀǘǳǊŜ /ƻƳƳǳƴƛŎŀǝƻƴǎΣ ǾƻƭΦ ммΣ ƴƻΦ мΣ 5ŜŎΦ нлнлΣ ŘƻƛΥ млΦмлоуκ{пмпстπлнлπ
мфулуπпΦ 

ώорϐ [Φ Ǿŀƴ 5ƻǊǇ Ŝǘ ŀƭΦΣ Ψ9ƳŜǊƎŜƴŎŜ ƻŦ ƎŜƴƻƳƛŎ ŘƛǾŜǊǎƛǘȅ ŀƴŘ ǊŜŎǳǊǊŜƴǘ Ƴǳǘŀǝƻƴǎ ƛƴ {!w{π/ƻ±πнΩΣ 
LƴŦŜŎǝƻƴΣ DŜƴŜǝŎǎ ŀƴŘ 9ǾƻƭǳǝƻƴΣ ǾƻƭΦ уоΣ {ŜǇΦ нлнлΣ ŘƻƛΥ млΦмлмсκWΦa99DL5ΦнлнлΦмлпормΦ 
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ώосϐ [Φ Ǿŀƴ 5ƻǊǇΣ 5Φ wƛŎƘŀǊŘΣ /Φ /Φ {Φ ¢ŀƴΣ [Φ tΦ {ƘŀǿΣ aΦ !ŎƳŀƴΣ ŀƴŘ CΦ .ŀƭƭƻǳȄΣ Ψbƻ ŜǾƛŘŜƴŎŜ ŦƻǊ 
ƛƴŎǊŜŀǎŜŘ ǘǊŀƴǎƳƛǎǎƛōƛƭƛǘȅ ŦǊƻƳ ǊŜŎǳǊǊŜƴǘ Ƴǳǘŀǝƻƴǎ ƛƴ {!w{π/ƻ±πнΩΣ bŀǘǳǊŜ 
/ƻƳƳǳƴƛŎŀǝƻƴǎΣ ǾƻƭΦ ммΣ ƴƻΦ мΣ 5ŜŎΦ нлнлΣ ŘƻƛΥ млΦмлоуκ{пмпстπлнлπмфумуπнΦ 

ώотϐ bΦ ¢ŜǊǳŜƭΣ hΦ aŀƛƭƘƻǘΣ ŀƴŘ wΦ WΦ bŀƧƳŀƴƻǾƛŎƘΣ ΨaƻŘŜƭƭƛƴƎ ŎƻƴŦƻǊƳŀǝƻƴŀƭ ǎǘŀǘŜ ŘȅƴŀƳƛŎǎ ŀƴŘ 
ƛǘǎ ǊƻƭŜ ƻƴ ƛƴŦŜŎǝƻƴ ŦƻǊ {!w{π/ƻ±πн {ǇƛƪŜ ǇǊƻǘŜƛƴ ǾŀǊƛŀƴǘǎΩΣ t[ƻ{ /ƻƳǇǳǘŀǝƻƴŀƭ .ƛƻƭƻƎȅΣ ǾƻƭΦ 
мтΣ ƴƻΦ уΣ !ǳƎΦ нлнмΣ ŘƻƛΥ млΦмотмκWh¦wb![Φt/.LΦмллфнусΦ 

ώоуϐ ·Φ ½Ƙǳ Ŝǘ ŀƭΦΣ Ψ/ǊȅƻπŜƭŜŎǘǊƻƴ ƳƛŎǊƻǎŎƻǇȅ ǎǘǊǳŎǘǳǊŜǎ ƻŦ ǘƘŜ bрлм¸ {!w{π/ƻ±πн ǎǇƛƪŜ ǇǊƻǘŜƛƴ ƛƴ 
ŎƻƳǇƭŜȄ ǿƛǘƘ !/9н ŀƴŘ н ǇƻǘŜƴǘ ƴŜǳǘǊŀƭƛȊƛƴƎ ŀƴǝōƻŘƛŜǎΩΣ t[ƻ{ .ƛƻƭƻƎȅΣ ǾƻƭΦ мфΣ ƴƻΦ пΣ !ǇǊΦ 
нлнмΣ ŘƻƛΥ млΦмотмκWh¦wb![Φt.LhΦоллмнотΦ 

ώофϐ DΦ bŜƭǎƻƴΣ hΦ .ǳȊƪƻΣ tΦ {ǇƛƭƳŀƴΣ YΦ bƛŀȊƛΣ {Φ wŀōƛȊŀŘŜƘΣ ŀƴŘ tΦ {ƻƻƴπ{ƘƛƻƴƎΣ ΨaƻƭŜŎǳƭŀǊ 
ŘȅƴŀƳƛŎ ǎƛƳǳƭŀǝƻƴ ǊŜǾŜŀƭǎ 9пупY Ƴǳǘŀǝƻƴ ŜƴƘŀƴŎŜǎ ǎǇƛƪŜ w.5π!/9н ŀŶƴƛǘȅ ŀƴŘ ǘƘŜ 
ŎƻƳōƛƴŀǝƻƴ ƻŦ 9пупYΣ Yпмтb ŀƴŘ bрлм¸ Ƴǳǘŀǝƻƴǎ όрлм¸Φ ±н ǾŀǊƛŀƴǘύ ƛƴŘǳŎŜǎ 
ŎƻƴŦƻǊƳŀǝƻƴŀƭ ŎƘŀƴƎŜ ƎǊŜŀǘŜǊ ǘƘŀƴ bрлм¸ Ƴǳǘŀƴǘ ŀƭƻƴŜΣ ǇƻǘŜƴǝŀƭƭȅ ǊŜǎǳƭǝƴƎ ƛƴ ŀƴ ŜǎŎŀǇŜ 
ƳǳǘŀƴǘΩΣ .ƛƻwȄƛǾΣ ǇǇΦ нлнмςлмΣ нлнмΦ 

ώплϐ bΦ DΦ 5ŀǾƛŜǎ Ŝǘ ŀƭΦΣ Ψ9ǎǝƳŀǘŜŘ ǘǊŀƴǎƳƛǎǎƛōƛƭƛǘȅ ŀƴŘ ƛƳǇŀŎǘ ƻŦ {!w{π/ƻ±πн ƭƛƴŜŀƎŜ .ΦмΦмΦт ƛƴ 
9ƴƎƭŀƴŘΩΣ {ŎƛŜƴŎŜΣ ǾƻƭΦ отнΣ ƴƻΦ сроуΣ !ǇǊΦ нлнмΣ ŘƻƛΥ млΦммнсκ{/L9b/9Φ!.DолррΦ 

ώпмϐ ̧ Φ [ǳǎǝƎ Ŝǘ ŀƭΦΣ ΨbŜǳǘǊŀƭƛȊƛƴƎ wŜǎǇƻƴǎŜ ŀƎŀƛƴǎǘ ±ŀǊƛŀƴǘǎ ŀƊŜǊ {!w{π/ƻ±πн LƴŦŜŎǝƻƴ ŀƴŘ hƴŜ 
5ƻǎŜ ƻŦ .b¢мснōнΩΣ bŜǿ 9ƴƎƭŀƴŘ WƻǳǊƴŀƭ ƻŦ aŜŘƛŎƛƴŜΣ ǾƻƭΦ оупΣ ƴƻΦ нрΣ ǇǇΦ нпроςнпрпΣ WǳƴΦ 
нлнмΣ ŘƻƛΥ млΦмлрсκb9Wa/нмлплосΦ 

ώпнϐ DΦπ[Φ ²ŀƴƎ Ŝǘ ŀƭΦΣ Ψ{ǳǎŎŜǇǝōƛƭƛǘȅ ƻŦ /ƛǊŎǳƭŀǝƴƎ {!w{π/ƻ±πн ±ŀǊƛŀƴǘǎ ǘƻ bŜǳǘǊŀƭƛȊŀǝƻƴΩΣ bŜǿ 
9ƴƎƭŀƴŘ WƻǳǊƴŀƭ ƻŦ aŜŘƛŎƛƴŜΣ ǾƻƭΦ оупΣ ƴƻΦ нпΣ ǇǇΦ норпςнорсΣ WǳƴΦ нлнмΣ ŘƻƛΥ 
млΦмлрсκb9Wa/нмлолннΦ 

ώпоϐ ½Φ ²ŀƴƎ Ŝǘ ŀƭΦΣ ΨƳwb! ǾŀŎŎƛƴŜπŜƭƛŎƛǘŜŘ ŀƴǝōƻŘƛŜǎ ǘƻ {!w{π/ƻ±πн ŀƴŘ ŎƛǊŎǳƭŀǝƴƎ ǾŀǊƛŀƴǘǎΩΣ 
bŀǘǳǊŜΣ ǾƻƭΦ рфнΣ ƴƻΦ туррΣ ǇǇΦ смсςсннΣ !ǇǊΦ нлнмΣ ŘƻƛΥ млΦмлоуκ{пмрусπлнмπлоонпπсΦ 

ώппϐ ·Φ ·ƛŜ Ŝǘ ŀƭΦΣ ΨbŜǳǘǊŀƭƛȊŀǝƻƴ ƻŦ {!w{π/ƻ±πн ǎǇƛƪŜ сфκтл ŘŜƭŜǝƻƴΣ 9пупY ŀƴŘ bрлм¸ ǾŀǊƛŀƴǘǎ 
ōȅ .b¢мснōн ǾŀŎŎƛƴŜπŜƭƛŎƛǘŜŘ ǎŜǊŀΩΣ bŀǘǳǊŜ aŜŘƛŎƛƴŜΣ ǾƻƭΦ нтΣ ƴƻΦ пΣ ǇǇΦ снлςснмΣ !ǇǊΦ нлнмΣ 
ŘƻƛΥ млΦмлоуκ{пмрфмπлнмπлмнтлπпΦ 

ώпрϐ tΦ ²ŀƴƎ Ŝǘ ŀƭΦΣ Ψ!ƴǝōƻŘȅ ǊŜǎƛǎǘŀƴŎŜ ƻŦ {!w{π/ƻ±πн ǾŀǊƛŀƴǘǎ .ΦмΦорм ŀƴŘ .ΦмΦмΦтΩΣ bŀǘǳǊŜΣ ǾƻƭΦ 
рфоΣ ƴƻΦ туртΣ ǇǇΦ молςморΣ aŀȅ нлнмΣ ŘƻƛΥ млΦмлоуκ{пмрусπлнмπлоофуπнΦ 

ώпсϐ ²Φ {ȅƪŜǎ Ŝǘ ŀƭΦΣ ΨtǊŜǾŀƭŜƴŎŜ ƻŦ ŀƴǝπ{!w{π/ƻ±πн ŀƴǝōƻŘƛŜǎ ŀƳƻƴƎ ōƭƻƻŘ ŘƻƴƻǊǎ ƛƴ bƻǊǘƘŜǊƴ 
/ŀǇŜΣ Yǿŀ½ǳƭǳπbŀǘŀƭΣ 9ŀǎǘŜǊƴ /ŀǇŜΣ ŀƴŘ CǊŜŜ {ǘŀǘŜ ǇǊƻǾƛƴŎŜǎ ƻŦ {ƻǳǘƘ !ŦǊƛŎŀ ƛƴ WŀƴǳŀǊȅ 
нлнмΦΩΣ wŜǎŜŀǊŎƘ ǎǉǳŀǊŜΣ CŜōΦ нлнмΣ ŘƻƛΥ млΦнмнлоκw{ΦоΦw{πнооотрκ±мΦ 

ώптϐ 9Φ /Φ {ŀōƛƴƻ Ŝǘ ŀƭΦΣ ΨwŜǎǳǊƎŜƴŎŜ ƻŦ /h±L5πмф ƛƴ aŀƴŀǳǎΣ .ǊŀȊƛƭΣ ŘŜǎǇƛǘŜ ƘƛƎƘ ǎŜǊƻǇǊŜǾŀƭŜƴŎŜΩΣ 
¢ƘŜ [ŀƴŎŜǘΣ ǾƻƭΦ офтΣ ƴƻΦ млнтоΣ ǇǇΦ прнςпррΣ CŜōΦ нлнмΣ ŘƻƛΥ млΦмлмсκ{лмплπ
стосόнмύллмуоπрΦ 

ώпуϐ .Φ /Ƙƻƛ Ŝǘ ŀƭΦΣ ΨtŜǊǎƛǎǘŜƴŎŜ ŀƴŘ 9Ǿƻƭǳǝƻƴ ƻŦ {!w{π/ƻ±πн ƛƴ ŀƴ LƳƳǳƴƻŎƻƳǇǊƻƳƛǎŜŘ IƻǎǘΩΣ 
bŜǿ 9ƴƎƭŀƴŘ WƻǳǊƴŀƭ ƻŦ aŜŘƛŎƛƴŜΣ ǾƻƭΦ оуоΣ ƴƻΦ ноΣ ǇǇΦ ннфмςннфоΣ 5ŜŎΦ нлнлΣ ŘƻƛΥ 
млΦмлрсκb9Wa/нломоспΦ 

ώпфϐ !Φ WΦ DǊŜŀƴŜȅ Ŝǘ ŀƭΦΣ ΨaŀǇǇƛƴƎ Ƴǳǘŀǝƻƴǎ ǘƻ ǘƘŜ {!w{π/ƻ±πн w.5 ǘƘŀǘ ŜǎŎŀǇŜ ōƛƴŘƛƴƎ ōȅ 
ŘƛũŜǊŜƴǘ ŎƭŀǎǎŜǎ ƻŦ ŀƴǝōƻŘƛŜǎΩΣ bŀǘǳǊŜ /ƻƳƳǳƴƛŎŀǝƻƴǎΣ ǾƻƭΦ мнΣ ƴƻΦ мΣ 5ŜŎΦ нлнмΣ ŘƻƛΥ 
млΦмлоуκ{пмпстπлнмπнппорπуΦ 

ώрлϐ ¢Φ bΦ {ǘŀǊǊ Ŝǘ ŀƭΦΣ Ψ5ŜŜǇ aǳǘŀǝƻƴŀƭ {ŎŀƴƴƛƴƎ ƻŦ {!w{π/ƻ±πн wŜŎŜǇǘƻǊ .ƛƴŘƛƴƎ 5ƻƳŀƛƴ wŜǾŜŀƭǎ 
/ƻƴǎǘǊŀƛƴǘǎ ƻƴ CƻƭŘƛƴƎ ŀƴŘ !/9н .ƛƴŘƛƴƎΩΣ /ŜƭƭΣ ǾƻƭΦ мунΣ ƴƻΦ рΣ ǇǇΦ мнфрπмомлΦŜнлΣ {ŜǇΦ нлнлΣ 
ŘƻƛΥ млΦмлмсκWΦ/9[[ΦнлнлΦлуΦлмнΦ 

ώрмϐ ¢Φ bΦ {ǘŀǊǊΣ !Φ WΦ DǊŜŀƴŜȅΣ !Φ {Φ 5ƛƴƎŜƴǎΣ ŀƴŘ WΦ 5Φ .ƭƻƻƳΣ Ψ/ƻƳǇƭŜǘŜ ƳŀǇ ƻŦ {!w{π/ƻ±πн w.5 
Ƴǳǘŀǝƻƴǎ ǘƘŀǘ ŜǎŎŀǇŜ ǘƘŜ ƳƻƴƻŎƭƻƴŀƭ ŀƴǝōƻŘȅ [¸π/ƻ±ррр ŀƴŘ ƛǘǎ ŎƻŎƪǘŀƛƭ ǿƛǘƘ [¸π/ƻ±лмсΩΣ 
/Ŝƭƭ wŜǇƻǊǘǎ aŜŘƛŎƛƴŜΣ ǾƻƭΦ нΣ ƴƻΦ пΣ !ǇǊΦ нлнмΣ ŘƻƛΥ млΦмлмсκWΦ·/waΦнлнмΦмллнррΦ 
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ώрнϐ {Φ !Φ aŀŘƘƛ Ŝǘ ŀƭΦΣ Ψ9ŶŎŀŎȅ ƻŦ ǘƘŜ /Ƙ!ŘhȄм ƴ/ƻ±πмф /ƻǾƛŘπмф ±ŀŎŎƛƴŜ ŀƎŀƛƴǎǘ ǘƘŜ .ΦмΦорм 
±ŀǊƛŀƴǘΩΣ bŜǿ 9ƴƎƭŀƴŘ WƻǳǊƴŀƭ ƻŦ aŜŘƛŎƛƴŜΣ ǾƻƭΦ оупΣ ƴƻΦ нлΣ ǇǇΦ муурςмуфуΣ aŀȅ нлнмΣ ŘƻƛΥ 
млΦмлрсκb9Wah!нмлннмпΦ 

ώроϐ ·Φ {ƘŜƴ Ŝǘ ŀƭΦΣ ΨbŜǳǘǊŀƭƛȊŀǝƻƴ ƻŦ {!w{π/ƻ±πн ±ŀǊƛŀƴǘǎ .ΦмΦпнф ŀƴŘ .ΦмΦормΩΣ bŜǿ 9ƴƎƭŀƴŘ 
WƻǳǊƴŀƭ ƻŦ aŜŘƛŎƛƴŜΣ ǾƻƭΦ оупΣ ƴƻΦ нпΣ ǇǇΦ норнςнорпΣ WǳƴΦ нлнмΣ ŘƻƛΥ 
млΦмлрсκb9Wa/нмлотплΦ 

ώрпϐ aΦ {Φ 5ƘŀǊ Ŝǘ ŀƭΦΣ ΨDŜƴƻƳƛŎ ŎƘŀǊŀŎǘŜǊƛȊŀǝƻƴ ŀƴŘ ŜǇƛŘŜƳƛƻƭƻƎȅ ƻŦ ŀƴ ŜƳŜǊƎƛƴƎ {!w{π/ƻ±πн 
ǾŀǊƛŀƴǘ ƛƴ 5ŜƭƘƛΣ LƴŘƛŀΩΣ {ŎƛŜƴŎŜΣ ǾƻƭΦ отпΣ ƴƻΦ сртлΣ ǇǇΦ ффрςфффΣ bƻǾΦ нлнмΣ ŘƻƛΥ 
млΦммнсκ{/L9b/9Φ!.WффонΦ 

ώррϐ WΦ 5ŀƎǇǳƴŀǊΣ ΨLƴǘŜǊƛƳ ŜǎǝƳŀǘŜǎ ƻŦ ƛƴŎǊŜŀǎŜŘ ǘǊŀƴǎƳƛǎǎƛōƛƭƛǘȅΣ ƎǊƻǿǘƘ ǊŀǘŜΣ ŀƴŘ ǊŜǇǊƻŘǳŎǝƻƴ 
ƴǳƳōŜǊ ƻŦ ǘƘŜ /ƻǾƛŘπмф .Φ мΦсмтΦ н ǾŀǊƛŀƴǘ ƻŦ ŎƻƴŎŜǊƴ ƛƴ ǘƘŜ ¦ƴƛǘŜŘ YƛƴƎŘƻƳΩΣ aŜŘwȄƛǾΣ ǇǇΦ 
нлнмςлсΣ нлнмΦ 

ώрсϐ !Φ {ŀƛǘƻ Ŝǘ ŀƭΦΣ Ψ9ƴƘŀƴŎŜŘ ŦǳǎƻƎŜƴƛŎƛǘȅ ŀƴŘ ǇŀǘƘƻƎŜƴƛŎƛǘȅ ƻŦ {!w{π/ƻ±πн 5Ŝƭǘŀ tсумw 
ƳǳǘŀǝƻƴΩΣ bŀǘǳǊŜΣ ǾƻƭΦ слнΣ ƴƻΦ туфсΣ ǇǇΦ оллςолсΣ CŜōΦ нлннΣ ŘƻƛΥ млΦмлоуκ{пмрусπлнмπ
лпнссπфΦ 

ώртϐ 5Φ tƭŀƴŀǎ Ŝǘ ŀƭΦΣ ΨwŜŘǳŎŜŘ ǎŜƴǎƛǝǾƛǘȅ ƻŦ {!w{π/ƻ±πн ǾŀǊƛŀƴǘ 5Ŝƭǘŀ ǘƻ ŀƴǝōƻŘȅ ƴŜǳǘǊŀƭƛȊŀǝƻƴΩΣ 
bŀǘǳǊŜΣ ǾƻƭΦ рфсΣ ƴƻΦ тутмΣ ǇǇΦ нтсςнулΣ !ǳƎΦ нлнмΣ ŘƻƛΥ млΦмлоуκ{пмрусπлнмπлотттπфΦ 

ώруϐ WΦ [Φ .ŜǊƴŀƭ Ŝǘ ŀƭΦΣ Ψ9ũŜŎǝǾŜƴŜǎǎ ƻŦ /ƻǾƛŘπмф ±ŀŎŎƛƴŜǎ ŀƎŀƛƴǎǘ ǘƘŜ .ΦмΦсмтΦн ό5Ŝƭǘŀύ ±ŀǊƛŀƴǘΩΣ 
bŜǿ 9ƴƎƭŀƴŘ WƻǳǊƴŀƭ ƻŦ aŜŘƛŎƛƴŜΣ ǾƻƭΦ оурΣ ƴƻΦ тΣ ǇǇΦ рурςрфпΣ !ǳƎΦ нлнмΣ ŘƻƛΥ 
млΦмлрсκb9Wah!нмлууфмΦ 

ώрфϐ WΦ wΦ /Φ tǳƭƭƛŀƳ Ŝǘ ŀƭΦΣ ΨLƴŎǊŜŀǎŜŘ Ǌƛǎƪ ƻŦ {!w{π/ƻ±πн ǊŜƛƴŦŜŎǝƻƴ ŀǎǎƻŎƛŀǘŜŘ ǿƛǘƘ ŜƳŜǊƎŜƴŎŜ 
ƻŦ hƳƛŎǊƻƴ ƛƴ {ƻǳǘƘ !ŦǊƛŎŀΩΣ {ŎƛŜƴŎŜΣ ǾƻƭΦ отсΣ ƴƻΦ срфоΣ aŀȅ нлннΣ ŘƻƛΥ 
млΦммнсκ{/L9b/9Φ!.bпфптΦ 

ώслϐ {Φ /ŜƭŜ Ŝǘ ŀƭΦΣ Ψ{!w{π/ƻ±πн hƳƛŎǊƻƴ Ƙŀǎ ŜȄǘŜƴǎƛǾŜ ōǳǘ ƛƴŎƻƳǇƭŜǘŜ ŜǎŎŀǇŜ ƻŦ tŬȊŜǊ .b¢мснōн 
ŜƭƛŎƛǘŜŘ ƴŜǳǘǊŀƭƛȊŀǝƻƴ ŀƴŘ ǊŜǉǳƛǊŜǎ !/9н ŦƻǊ ƛƴŦŜŎǝƻƴΦΩΣ ƳŜŘwȄƛǾ Υ ǘƘŜ ǇǊŜǇǊƛƴǘ ǎŜǊǾŜǊ ŦƻǊ 
ƘŜŀƭǘƘ ǎŎƛŜƴŎŜǎΣ 5ŜŎΦ нлнмΣ ŘƻƛΥ млΦммлмκнлнмΦмнΦлуΦнмнстпмтΦ 

ώсмϐ ²Φ CΦ DŀǊŎƛŀπ.ŜƭǘǊŀƴ Ŝǘ ŀƭΦΣ ΨƳwb!πōŀǎŜŘ /h±L5πмф ǾŀŎŎƛƴŜ ōƻƻǎǘŜǊǎ ƛƴŘǳŎŜ ƴŜǳǘǊŀƭƛȊƛƴƎ 
ƛƳƳǳƴƛǘȅ ŀƎŀƛƴǎǘ {!w{π/ƻ±πн hƳƛŎǊƻƴ ǾŀǊƛŀƴǘΩΣ /ŜƭƭΣ ǾƻƭΦ мурΣ ƴƻΦ оΣ ǇǇΦ пртπпссΦŜпΣ CŜōΦ 
нлннΣ ŘƻƛΥ млΦмлмсκWΦ/9[[ΦнлнмΦмнΦлооΦ 

ώснϐ CΦ {ŎƘƳƛŘǘ Ŝǘ ŀƭΦΣ ΨtƭŀǎƳŀ bŜǳǘǊŀƭƛȊŀǝƻƴ ƻŦ ǘƘŜ {!w{π/ƻ±πн hƳƛŎǊƻƴ ±ŀǊƛŀƴǘΩΣ bŜǿ 9ƴƎƭŀƴŘ 
WƻǳǊƴŀƭ ƻŦ aŜŘƛŎƛƴŜΣ ǾƻƭΦ оусΣ ƴƻΦ сΣ ǇǇΦ рффςслмΣ CŜōΦ нлннΣ ŘƻƛΥ млΦмлрсκb9Wa/нммфспмΦ 

ώсоϐ .Φ WΦ ²ƛƭƭŜǧ Ŝǘ ŀƭΦΣ Ψ¢ƘŜ ƘȅǇŜǊπǘǊŀƴǎƳƛǎǎƛōƭŜ {!w{π/ƻ±πн hƳƛŎǊƻƴ ǾŀǊƛŀƴǘ ŜȄƘƛōƛǘǎ ǎƛƎƴƛŬŎŀƴǘ 
ŀƴǝƎŜƴƛŎ ŎƘŀƴƎŜΣ ǾŀŎŎƛƴŜ ŜǎŎŀǇŜ ŀƴŘ ŀ ǎǿƛǘŎƘ ƛƴ ŎŜƭƭ ŜƴǘǊȅ ƳŜŎƘŀƴƛǎƳΩΣ ƳŜŘwȄƛǾΣ нлннΣ ŘƻƛΥ 
млΦммлмκнлннΦлмΦлоΦнмнсумммΦ 

ώспϐ YΦ wΦ aŎ/ŀǊǘƘȅ Ŝǘ ŀƭΦΣ ΨwŜŎǳǊǊŜƴǘ ŘŜƭŜǝƻƴǎ ƛƴ ǘƘŜ {!w{π/ƻ±πн ǎǇƛƪŜ ƎƭȅŎƻǇǊƻǘŜƛƴ ŘǊƛǾŜ 
ŀƴǝōƻŘȅ ŜǎŎŀǇŜΩΣ {ŎƛŜƴŎŜΣ ǾƻƭΦ отмΣ ƴƻΦ сропΣ ǇǇΦ ммофςммпнΣ aŀǊΦ нлнмΣ ŘƻƛΥ 
млΦммнсκ{/L9b/9Φ!.CсфрлΦ 

ώсрϐ .Φ !Φ WƻƘƴǎƻƴ Ŝǘ ŀƭΦΣ Ψ[ƻǎǎ ƻŦ ŦǳǊƛƴ ŎƭŜŀǾŀƎŜ ǎƛǘŜ ŀǧŜƴǳŀǘŜǎ {!w{π/ƻ±πн ǇŀǘƘƻƎŜƴŜǎƛǎΩΣ bŀǘǳǊŜΣ 
ǾƻƭΦ рфмΣ ƴƻΦ тупфΣ ǇǇΦ нфоςнффΣ aŀǊΦ нлнмΣ ŘƻƛΥ млΦмлоуκ{пмрусπлнмπлонотπпΦ 

ώссϐ ·Φ ¸Φ DŜ Ŝǘ ŀƭΦΣ Ψ/ƻŜȄƛǎǘŜƴŎŜ ƻŦ ƳǳƭǝǇƭŜ ŎƻǊƻƴŀǾƛǊǳǎŜǎ ƛƴ ǎŜǾŜǊŀƭ ōŀǘ ŎƻƭƻƴƛŜǎ ƛƴ ŀƴ ŀōŀƴŘƻƴŜŘ 
ƳƛƴŜǎƘŀƊΩΣ ±ƛǊƻƭƻƎƛŎŀ {ƛƴƛŎŀΣ ǾƻƭΦ омΣ ƴƻΦ мΣ ǇǇΦ омςплΣ CŜōΦ нлмсΣ ŘƻƛΥ млΦмллтκ{мннрлπлмсπ
отмоπфΦ 

ώстϐ IΦ ½Ƙƻǳ Ŝǘ ŀƭΦΣ Ψ! bƻǾŜƭ .ŀǘ /ƻǊƻƴŀǾƛǊǳǎ /ƭƻǎŜƭȅ wŜƭŀǘŜŘ ǘƻ {!w{π/ƻ±πн /ƻƴǘŀƛƴǎ bŀǘǳǊŀƭ 
LƴǎŜǊǝƻƴǎ ŀǘ ǘƘŜ {мκ{н /ƭŜŀǾŀƎŜ {ƛǘŜ ƻŦ ǘƘŜ {ǇƛƪŜ tǊƻǘŜƛƴΩΣ /ǳǊǊŜƴǘ .ƛƻƭƻƎȅΣ ǾƻƭΦ олΣ ƴƻΦ ммΣ 
ǇǇΦ нмфсπннлоΦŜоΣ WǳƴΦ нлнлΣ ŘƻƛΥ млΦмлмсκWΦ/¦.ΦнлнлΦлрΦлноΦ 
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ώсуϐ IΦ ½Ƙƻǳ Ŝǘ ŀƭΦΣ ΨLŘŜƴǝŬŎŀǝƻƴ ƻŦ ƴƻǾŜƭ ōŀǘ ŎƻǊƻƴŀǾƛǊǳǎŜǎ ǎƘŜŘǎ ƭƛƎƘǘ ƻƴ ǘƘŜ ŜǾƻƭǳǝƻƴŀǊȅ 
ƻǊƛƎƛƴǎ ƻŦ {!w{π/ƻ±πн ŀƴŘ ǊŜƭŀǘŜŘ ǾƛǊǳǎŜǎΩΣ /ŜƭƭΣ ǾƻƭΦ мупΣ ƴƻΦ мтΣ ǇǇΦ поулπпофмΦŜмпΣ !ǳƎΦ 
нлнмΣ ŘƻƛΥ млΦмлмсκWΦ/9[[ΦнлнмΦлсΦллуΦ 

ώсфϐ {Φ ²ŀŎƘŀǊŀǇƭǳŜǎŀŘŜŜ Ŝǘ ŀƭΦΣ Ψ9ǾƛŘŜƴŎŜ ŦƻǊ {!w{π/ƻ±πн ǊŜƭŀǘŜŘ ŎƻǊƻƴŀǾƛǊǳǎŜǎ ŎƛǊŎǳƭŀǝƴƎ ƛƴ 
ōŀǘǎ ŀƴŘ ǇŀƴƎƻƭƛƴǎ ƛƴ {ƻǳǘƘŜŀǎǘ !ǎƛŀΩΣ bŀǘǳǊŜ /ƻƳƳǳƴƛŎŀǝƻƴǎΣ ǾƻƭΦ мнΣ ƴƻΦ мΣ 5ŜŎΦ нлнмΣ ŘƻƛΥ 
млΦмлоуκ{пмпстπлнмπнмнплπмΦ 

ώтлϐ wΦ /Φ 9ŘƎŀǊΣ Ψa¦{/[9Υ aǳƭǝǇƭŜ ǎŜǉǳŜƴŎŜ ŀƭƛƎƴƳŜƴǘ ǿƛǘƘ ƘƛƎƘ ŀŎŎǳǊŀŎȅ ŀƴŘ ƘƛƎƘ ǘƘǊƻǳƎƘǇǳǘΩΣ 
bǳŎƭŜƛŎ !ŎƛŘǎ wŜǎŜŀǊŎƘΣ ǾƻƭΦ онΣ ƴƻΦ рΣ ǇǇΦ мтфнςмтфтΣ нллпΣ ŘƻƛΥ млΦмлфоκb!wκDYIоплΦ 

ώтмϐ {Φ YǳƳŀǊΣ DΦ {ǘŜŎƘŜǊΣ aΦ [ƛΣ /Φ YƴȅŀȊΣ ŀƴŘ YΦ ¢ŀƳǳǊŀΣ Ψa9D! ·Υ aƻƭŜŎǳƭŀǊ ŜǾƻƭǳǝƻƴŀǊȅ 
ƎŜƴŜǝŎǎ ŀƴŀƭȅǎƛǎ ŀŎǊƻǎǎ ŎƻƳǇǳǝƴƎ ǇƭŀǜƻǊƳǎΩΣ aƻƭŜŎǳƭŀǊ .ƛƻƭƻƎȅ ŀƴŘ 9ǾƻƭǳǝƻƴΣ ǾƻƭΦ орΣ ƴƻΦ 
сΣ ǇǇΦ мрптςмрпфΣ WǳƴΦ нлмуΣ ŘƻƛΥ млΦмлфоκah[.9±κa{¸лфсΦ 

ώтнϐ YΦ YŀǘƻƘΣ YΦ aƛǎŀǿŀΣ YΦ LΦ YǳƳŀΣ ŀƴŘ ¢Φ aƛȅŀǘŀΣ Ψa!CC¢Υ ! ƴƻǾŜƭ ƳŜǘƘƻŘ ŦƻǊ ǊŀǇƛŘ ƳǳƭǝǇƭŜ 
ǎŜǉǳŜƴŎŜ ŀƭƛƎƴƳŜƴǘ ōŀǎŜŘ ƻƴ Ŧŀǎǘ CƻǳǊƛŜǊ ǘǊŀƴǎŦƻǊƳΩΣ bǳŎƭŜƛŎ !ŎƛŘǎ wŜǎŜŀǊŎƘΣ ǾƻƭΦ олΣ ƴƻΦ мпΣ 
ǇǇΦ олрфςолссΣ WǳƭΦ нллнΣ ŘƻƛΥ млΦмлфоκb!wκDYCпосΦ 

ώтоϐ aΦ bΦ tǊƛŎŜΣ tΦ {Φ 5ŜƘŀƭΣ ŀƴŘ !Φ tΦ !ǊƪƛƴΣ ΨCŀǎǘ¢ǊŜŜ н π !ǇǇǊƻȄƛƳŀǘŜƭȅ ƳŀȄƛƳǳƳπƭƛƪŜƭƛƘƻƻŘ 
ǘǊŜŜǎ ŦƻǊ ƭŀǊƎŜ ŀƭƛƎƴƳŜƴǘǎΩΣ t[ƻ{ hb9Σ ǾƻƭΦ рΣ ƴƻΦ оΣ aŀǊΦ нлмлΣ ŘƻƛΥ 
млΦмотмκWh¦wb![Φthb9ΦлллфпфлΦ 

ώтпϐ tΦ {ŀƎǳƭŜƴƪƻΣ ±Φ tǳƭƭŜǊΣ ŀƴŘ wΦ !Φ bŜƘŜǊΣ Ψ¢ǊŜŜ¢ƛƳŜΥ aŀȄƛƳǳƳπƭƛƪŜƭƛƘƻƻŘ ǇƘȅƭƻŘȅƴŀƳƛŎ 
ŀƴŀƭȅǎƛǎΩΣ ±ƛǊǳǎ 9ǾƻƭǳǝƻƴΣ ǾƻƭΦ пΣ ƴƻΦ мΣ WŀƴΦ нлмуΣ ŘƻƛΥ млΦмлфоκ±9κ±9·лпнΦ 

ώтрϐ ̧ Φ /ŀƛ Ŝǘ ŀƭΦΣ Ψ5ƛǎǝƴŎǘ ŎƻƴŦƻǊƳŀǝƻƴŀƭ ǎǘŀǘŜǎ ƻŦ {!w{π/ƻ±πн ǎǇƛƪŜ ǇǊƻǘŜƛƴΩΣ {ŎƛŜƴŎŜΣ ǾƻƭΦ осфΣ 
ƴƻΦ срммΣ {ŜǇΦ нлнлΣ ŘƻƛΥ млΦммнсκ{/L9b/9Φ!.5пнрмΦ 

ώтсϐ !Φ ²ŀǘŜǊƘƻǳǎŜ Ŝǘ ŀƭΦΣ Ψ{²L{{πah59[Υ IƻƳƻƭƻƎȅ ƳƻŘŜƭƭƛƴƎ ƻŦ ǇǊƻǘŜƛƴ ǎǘǊǳŎǘǳǊŜǎ ŀƴŘ 
ŎƻƳǇƭŜȄŜǎΩΣ bǳŎƭŜƛŎ !ŎƛŘǎ wŜǎŜŀǊŎƘΣ ǾƻƭΦ псΣ ƴƻΦ ²мΣ ǇǇΦ ²нфсς²олоΣ WǳƭΦ нлмуΣ ŘƻƛΥ 
млΦмлфоκb!wκDY¸пнтΦ 

ώттϐ wΦ !ƎǳŀȅƻπhǊǝȊΣ /Φ /ƘłǾŜȊπDŀǊŎƝŀΣ WΦ 9Φ {ǘǊŀǳōΣ ŀƴŘ [Φ 5ƻƳƛƴƎǳŜȊΣ Ψ/ƘŀǊŀŎǘŜǊƛȊƛƴƎ ǘƘŜ 
ǎǘǊǳŎǘǳǊŀƭ ŜƴǎŜƳōƭŜ ƻŦ πɹǎŜŎǊŜǘŀǎŜ ǳǎƛƴƎ ŀ ƳǳƭǝǎŎŀƭŜ ƳƻƭŜŎǳƭŀǊ ŘȅƴŀƳƛŎǎ ŀǇǇǊƻŀŎƘΩΣ 
/ƘŜƳƛŎŀƭ {ŎƛŜƴŎŜΣ ǾƻƭΦ уΣ ƴƻΦ уΣ ǇǇΦ рртсςррупΣ нлмтΣ ŘƻƛΥ млΦмлофκ/т{/ллфул!Φ 

ώтуϐ 5Φ ±Φ 5Φ {ǇƻŜƭΣ 9Φ [ƛƴŘŀƘƭΣ .Φ IŜǎǎΣ DΦ DǊƻŜƴƘƻŦΣ !Φ 9Φ aŀǊƪΣ ŀƴŘ IΦ WΦ /Φ .ŜǊŜƴŘǎŜƴΣ ΨDwha!/{Υ 
CŀǎǘΣ ƅŜȄƛōƭŜΣ ŀƴŘ ŦǊŜŜΩΣ WƻǳǊƴŀƭ ƻŦ /ƻƳǇǳǘŀǝƻƴŀƭ /ƘŜƳƛǎǘǊȅΣ ǾƻƭΦ нсΣ ƴƻΦ мсΣ ǇǇΦ мтлмςмтмуΣ 
5ŜŎΦ нллрΣ ŘƻƛΥ млΦмллнκW//ΦнлнфмΦ 

ώтфϐ DΦ .ǳǎǎƛΣ 5Φ 5ƻƴŀŘƛƻΣ ŀƴŘ aΦ tŀǊǊƛƴŜƭƭƻΣ Ψ/ŀƴƻƴƛŎŀƭ ǎŀƳǇƭƛƴƎ ǘƘǊƻǳƎƘ ǾŜƭƻŎƛǘȅ ǊŜǎŎŀƭƛƴƎΩΣ 
WƻǳǊƴŀƭ ƻŦ /ƘŜƳƛŎŀƭ tƘȅǎƛŎǎΣ ǾƻƭΦ мнсΣ ƴƻΦ мΣ нллтΣ ŘƻƛΥ млΦмлсоκмΦнплупнлΦ 

ώулϐ wΦ aŀǊǘƻƶłƪΣ !Φ [ŀƛƻΣ ŀƴŘ aΦ tŀǊǊƛƴŜƭƭƻΣ ΨtǊŜŘƛŎǝƴƎ /Ǌȅǎǘŀƭ {ǘǊǳŎǘǳǊŜǎΥ ¢ƘŜ tŀǊǊƛƴŜƭƭƻπ
wŀƘƳŀƴ aŜǘƘƻŘ wŜǾƛǎƛǘŜŘΩΣ tƘȅǎƛŎŀƭ wŜǾƛŜǿ [ŜǧŜǊǎΣ ǾƻƭΦ флΣ ƴƻΦ тΣ ǇΦ пΣ нллоΣ ŘƻƛΥ 
млΦммлоκtI¸{w9±[9¢¢ΦфлΦлтррлоΦ 

ώумϐ bΦ aƛŎƘŀǳŘπ!ƎǊŀǿŀƭΣ 9Φ WΦ 5ŜƴƴƛƴƎΣ ¢Φ .Φ ²ƻƻƭŦΣ ŀƴŘ hΦ .ŜŎƪǎǘŜƛƴΣ Ψa5!ƴŀƭȅǎƛǎΥ ! ǘƻƻƭƪƛǘ ŦƻǊ 
ǘƘŜ ŀƴŀƭȅǎƛǎ ƻŦ ƳƻƭŜŎǳƭŀǊ ŘȅƴŀƳƛŎǎ ǎƛƳǳƭŀǝƻƴǎΩΣ WƻǳǊƴŀƭ ƻŦ /ƻƳǇǳǘŀǝƻƴŀƭ /ƘŜƳƛǎǘǊȅΣ ǾƻƭΦ 
онΣ ƴƻΦ млΣ ǇǇΦ номфςнонтΣ WǳƭΦ нлммΣ ŘƻƛΥ млΦмллнκW//ΦнмтутΦ 

ώунϐ ²Φ [Φ 5Ŝ[ŀƴƻ ŀƴŘ ƻǘƘŜǊǎΣ ΨtȅƳƻƭΥ !ƴ ƻǇŜƴπǎƻǳǊŎŜ ƳƻƭŜŎǳƭŀǊ ƎǊŀǇƘƛŎǎ ǘƻƻƭΩΣ //tп bŜǿǎƭΦ 
tǊƻǘŜƛƴ /ǊȅǎǘŀƭƭƻƎǊΣ ǾƻƭΦ плΣ ƴƻΦ мΣ ǇǇΦ унςфнΣ нллнΦ 

ώуоϐ YΦ [ŀƛǘƻƴπ5ƻƴŀǘƻ Ŝǘ ŀƭΦΣ Ψ/ƘŀǊŀŎǘŜǊƛȊŀǝƻƴ ƻŦ ǘƘŜ ŜƳŜǊƎƛƴƎ .ΦмΦснм ǾŀǊƛŀƴǘ ƻŦ ƛƴǘŜǊŜǎǘ ƻŦ {!w{π
/ƻ±πнΩΣ LƴŦŜŎǝƻƴΣ DŜƴŜǝŎǎ ŀƴŘ 9ǾƻƭǳǝƻƴΣ ǾƻƭΦ фрΣ bƻǾΦ нлнмΣ ŘƻƛΥ 
млΦмлмсκƧΦƳŜŜƎƛŘΦнлнмΦмлрлоуΦ 

ώупϐ wΦ ±ƛŀƴŀ Ŝǘ ŀƭΦΣ ΨwŀǇƛŘ ŜǇƛŘŜƳƛŎ ŜȄǇŀƴǎƛƻƴ ƻŦ ǘƘŜ {!w{π/ƻ±πн hƳƛŎǊƻƴ ǾŀǊƛŀƴǘ ƛƴ ǎƻǳǘƘŜǊƴ 
!ŦǊƛŎŀΩΣ bŀǘǳǊŜΣ ǾƻƭΦ слоΣ ƴƻΦ тфлнΣ ǇǇΦ стфςсусΣ aŀǊΦ нлннΣ ŘƻƛΥ млΦмлоуκ{пмрусπлннπлппммπ
¸Φ 
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ώурϐ .Φ aŜƴƎ Ŝǘ ŀƭΦΣ ΨwŜŎǳǊǊŜƴǘ ŜƳŜǊƎŜƴŎŜ ƻŦ {!w{π/ƻ±πн ǎǇƛƪŜ ŘŜƭŜǝƻƴ Iсфκ±тл ŀƴŘ ƛǘǎ ǊƻƭŜ ƛƴ 
ǘƘŜ !ƭǇƘŀ ǾŀǊƛŀƴǘ .ΦмΦмΦтΩΣ /Ŝƭƭ wŜǇƻǊǘǎΣ ǾƻƭΦ орΣ ƴƻΦ моΣ WǳƴΦ нлнмΣ ŘƻƛΥ 
млΦмлмсκƧΦŎŜƭǊŜǇΦнлнмΦмлфнфнΦ 

ώусϐ ²Φ ¢Φ IŀǊǾŜȅ Ŝǘ ŀƭΦΣ Ψ{!w{π/ƻ±πн ǾŀǊƛŀƴǘǎΣ ǎǇƛƪŜ Ƴǳǘŀǝƻƴǎ ŀƴŘ ƛƳƳǳƴŜ ŜǎŎŀǇŜΩΣ bŀǘǳǊŜ 
wŜǾƛŜǿǎ aƛŎǊƻōƛƻƭƻƎȅΣ ǾƻƭΦ мфΣ ƴƻΦ тΣ ǇǇΦ плфςпнпΣ WǳƭΦ нлнмΣ ŘƻƛΥ млΦмлоуκ{пмртфπлнмπ
ллртоπлΦ 

ώутϐ ¢Φ tΦ tŜŀŎƻŎƪ Ŝǘ ŀƭΦΣ Ψ¢ƘŜ {!w{π/ƻ±πн ǾŀǊƛŀƴǘΣ hƳƛŎǊƻƴΣ ǎƘƻǿǎ ǊŀǇƛŘ ǊŜǇƭƛŎŀǝƻƴ ƛƴ ƘǳƳŀƴ 
ǇǊƛƳŀǊȅ ƴŀǎŀƭ ŜǇƛǘƘŜƭƛŀƭ ŎǳƭǘǳǊŜǎ ŀƴŘ ŜŶŎƛŜƴǘƭȅ ǳǎŜǎ ǘƘŜ ŜƴŘƻǎƻƳŀƭ ǊƻǳǘŜ ƻŦ ŜƴǘǊȅΩΣ .ƛƻwȄƛǾΣ 
ǾƻƭΦ млΣ ƴƻΦ нлнмΦмнΣ ǇǇΦ омςптпсроΣ нлннΦ 

ώууϐ {Φ ¢ŜƴƎΣ !Φ {ƻōƛǘŀƴΣ wΦ wƘƻŀŘŜǎΣ 5Φ [ƛǳΣ ŀƴŘ vΦ ¢ŀƴƎΣ Ψ{ȅǎǘŜƳƛŎ ŜũŜŎǘǎ ƻŦ ƳƛǎǎŜƴǎŜ Ƴǳǘŀǝƻƴǎ 
ƻƴ {!w{π/ƻ±πн ǎǇƛƪŜ ƎƭȅŎƻǇǊƻǘŜƛƴ ǎǘŀōƛƭƛǘȅ ŀƴŘ ǊŜŎŜǇǘƻǊπōƛƴŘƛƴƎ ŀŶƴƛǘȅΩΣ .ǊƛŜŬƴƎǎ ƛƴ 
.ƛƻƛƴŦƻǊƳŀǝŎǎΣ ǾƻƭΦ ннΣ ƴƻΦ нΣ ǇǇΦ мнофςмнроΣ aŀǊΦ нлнмΣ ŘƻƛΥ млΦмлфоκ.L.κ..!!нооΦ 

ώуфϐ ½Φ [ƛǳ Ŝǘ ŀƭΦΣ ΨLŘŜƴǝŬŎŀǝƻƴ ƻŦ {!w{π/ƻ±πн ǎǇƛƪŜ Ƴǳǘŀǝƻƴǎ ǘƘŀǘ ŀǧŜƴǳŀǘŜ ƳƻƴƻŎƭƻƴŀƭ ŀƴŘ 
ǎŜǊǳƳ ŀƴǝōƻŘȅ ƴŜǳǘǊŀƭƛȊŀǝƻƴΩΣ /Ŝƭƭ Iƻǎǘ ŀƴŘ aƛŎǊƻōŜΣ ǾƻƭΦ нфΣ ƴƻΦ оΣ ǇǇΦ пттπпууΦŜпΣ aŀǊΦ 
нлнмΣ ŘƻƛΥ млΦмлмсκWΦ/IhaΦнлнмΦлмΦлмпΦ 

ώфлϐ tΦ /Φ wŜǎŜƴŘŜ Ŝǘ ŀƭΦΣ Ψ¢ƘŜ ƻƴƎƻƛƴƎ ŜǾƻƭǳǝƻƴ ƻŦ ǾŀǊƛŀƴǘǎ ƻŦ ŎƻƴŎŜǊƴ ŀƴŘ ƛƴǘŜǊŜǎǘ ƻŦ {!w{π/ƻ±π
н ƛƴ .ǊŀȊƛƭ ǊŜǾŜŀƭŜŘ ōȅ ŎƻƴǾŜǊƎŜƴǘ ƛƴŘŜƭǎ ƛƴ ǘƘŜ ŀƳƛƴƻ όbύπǘŜǊƳƛƴŀƭ ŘƻƳŀƛƴ ƻŦ ǘƘŜ ǎǇƛƪŜ 
ǇǊƻǘŜƛƴΩΣ ±ƛǊǳǎ 9ǾƻƭǳǝƻƴΣ ǾƻƭΦ тΣ ƴƻΦ нΣ нлнмΣ ŘƻƛΥ млΦмлфоκ±9κ±9!.лсфΦ 

ώфмϐ 9Φ ±ƻƭȊ Ŝǘ ŀƭΦΣ Ψ!ǎǎŜǎǎƛƴƎ ǘǊŀƴǎƳƛǎǎƛōƛƭƛǘȅ ƻŦ {!w{π/ƻ±πн ƭƛƴŜŀƎŜ .ΦмΦмΦт ƛƴ 9ƴƎƭŀƴŘΩΣ bŀǘǳǊŜΣ 
ǾƻƭΦ рфоΣ ƴƻΦ туруΣ ǇǇΦ нссςнсфΣ aŀȅ нлнмΣ ŘƻƛΥ млΦмлоуκ{пмрусπлнмπлоптлπ·Φ 

ώфнϐ 9Φ !Φ hȊŜǊ Ŝǘ ŀƭΦΣ Ψ/ƻƛƴŎƛŘŜƴǘ ǊŀǇƛŘ ŜȄǇŀƴǎƛƻƴ ƻŦ ǘǿƻ {!w{π/ƻ±πн ƭƛƴŜŀƎŜǎ ǿƛǘƘ ŜƴƘŀƴŎŜŘ 
ƛƴŦŜŎǝǾƛǘȅ ƛƴ bƛƎŜǊƛŀΦΩΣ ƳŜŘwȄƛǾ Υ ǘƘŜ ǇǊŜǇǊƛƴǘ ǎŜǊǾŜǊ ŦƻǊ ƘŜŀƭǘƘ ǎŎƛŜƴŎŜǎΣ WǳƭΦ нлнмΣ ŘƻƛΥ 
млΦммлмκнлнмΦлпΦлфΦнмнррнлсΦ 

ώфоϐ ²Φ ½ƘŀƴƎΣ .Φ 5Φ 5ŀǾƛǎΣ {Φ {Φ /ƘŜƴΣ WΦ aΦ {Φ aŀǊǝƴŜȊΣ WΦ ¢Φ tƭǳƳƳŜǊΣ ŀƴŘ 9Φ ±ŀƛƭΣ Ψ9ƳŜǊƎŜƴŎŜ ƻŦ 
ŀ bƻǾŜƭ {!w{π/ƻ±πн ±ŀǊƛŀƴǘ ƛƴ {ƻǳǘƘŜǊƴ /ŀƭƛŦƻǊƴƛŀΩΣ W!a! π WƻǳǊƴŀƭ ƻŦ ǘƘŜ !ƳŜǊƛŎŀƴ aŜŘƛŎŀƭ 
!ǎǎƻŎƛŀǝƻƴΣ ǾƻƭΦ онрΣ ƴƻΦ моΣ ǇǇΦ монпςмонсΣ !ǇǊΦ нлнмΣ ŘƻƛΥ млΦмллмκW!a!ΦнлнмΦмсмнΦ 

ώфпϐ !Φ ±ŜƴƪŀǘŀƪǊƛǎƘƴŀƴ Ŝǘ ŀƭΦΣ ΨhƳƛŎǊƻƴ ǾŀǊƛŀƴǘ ƻŦ {!w{π/ƻ±πн ƘŀǊōƻǊǎ ŀ ǳƴƛǉǳŜ ƛƴǎŜǊǝƻƴ 
Ƴǳǘŀǝƻƴ ƻŦ ǇǳǘŀǝǾŜ ǾƛǊŀƭ ƻǊ ƘǳƳŀƴ ƎŜƴƻƳƛŎ ƻǊƛƎƛƴΩΣ нлнмΦ 

ώфрϐ .Φ {Φ /ƘǊƛǎƳŀƴ Ŝǘ ŀƭΦΣ ΨLƴŘŜƭǎ ƛƴ {!w{π/ƻ±πн ƻŎŎǳǊ ŀǘ ǘŜƳǇƭŀǘŜπǎǿƛǘŎƘƛƴƎ ƘƻǘǎǇƻǘǎΩΣ .ƛƻ5ŀǘŀ 
aƛƴƛƴƎΣ ǾƻƭΦ мпΣ ƴƻΦ мΣ 5ŜŎΦ нлнмΣ ŘƻƛΥ млΦммусκ{молплπлнмπллнрмπлΦ 

ώфсϐ {Φ YΦ DŀǊǳǎƘȅŀƴǘǎΣ LΦ .Φ wƻƎƻȊƛƴΣ ŀƴŘ 9Φ ±Φ YƻƻƴƛƴΣ Ψ¢ŜƳǇƭŀǘŜ ǎǿƛǘŎƘƛƴƎ ŀƴŘ ŘǳǇƭƛŎŀǝƻƴǎ ƛƴ 
{!w{π/ƻ±πн ƎŜƴƻƳŜǎ ƎƛǾŜ ǊƛǎŜ ǘƻ ƛƴǎŜǊǝƻƴ ǾŀǊƛŀƴǘǎ ǘƘŀǘ ƳŜǊƛǘ ƳƻƴƛǘƻǊƛƴƎΩΣ /ƻƳƳǳƴƛŎŀǝƻƴǎ 
.ƛƻƭƻƎȅΣ ǾƻƭΦ пΣ ƴƻΦ мΣ 5ŜŎΦ нлнмΣ ŘƻƛΥ млΦмлоуκ{пнллоπлнмπлнуруπфΦ 

ώфтϐ bΦ {ƘƛƭƛŀŜǾ Ŝǘ ŀƭΦΣ ΨbŀǘǳǊŀƭ ŀƴŘ wŜŎƻƳōƛƴŀƴǘ {!w{π/ƻ±πн LǎƻƭŀǘŜǎ wŀǇƛŘƭȅ 9ǾƻƭǾŜ Lƴ ±ƛǘǊƻ ǘƻ 
IƛƎƘŜǊ LƴŦŜŎǝǾƛǘȅ ǘƘǊƻǳƎƘ aƻǊŜ 9ŶŎƛŜƴǘ .ƛƴŘƛƴƎ ǘƻ IŜǇŀǊŀƴ {ǳƭŦŀǘŜ ŀƴŘ wŜŘǳŎŜŘ {мκ{н 
/ƭŜŀǾŀƎŜΩΣ WƻǳǊƴŀƭ ƻŦ ±ƛǊƻƭƻƎȅΣ ǾƻƭΦ фрΣ ƴƻΦ нмΣ hŎǘΦ нлнмΣ ŘƻƛΥ млΦммнуκW±LΦлмортπнмΦ 

ώфуϐ !Φ {ƛƴƎƘΣ DΦ {ǘŜƛƴƪŜƭƭƴŜǊΣ YΦ YǀŎƘƭΣ YΦ DǊǳōŜǊΣ ŀƴŘ /Φ /Φ DǊǳōŜǊΣ Ψ{ŜǊƛƴŜ птт Ǉƭŀȅǎ ŀ ŎǊǳŎƛŀƭ ǊƻƭŜ 
ƛƴ ǘƘŜ ƛƴǘŜǊŀŎǝƻƴ ƻŦ ǘƘŜ {!w{π/ƻ±πн ǎǇƛƪŜ ǇǊƻǘŜƛƴ ǿƛǘƘ ǘƘŜ ƘǳƳŀƴ ǊŜŎŜǇǘƻǊ !/9нΩΣ {ŎƛŜƴǝŬŎ 
wŜǇƻǊǘǎΣ ǾƻƭΦ ммΣ ƴƻΦ мΣ 5ŜŎΦ нлнмΣ ŘƻƛΥ млΦмлоуκ{пмрфуπлнмπуотсмπрΦ 

ώффϐ LΦ !Φ ¢Φ aΦ CŜǊǊŜƛǊŀ Ŝǘ ŀƭΦΣ Ψ{!w{π/ƻ±πн .ΦмΦсмт aǳǘŀǝƻƴǎ [прнw ŀƴŘ 9пупv !ǊŜ bƻǘ 
{ȅƴŜǊƎƛǎǝŎ ŦƻǊ !ƴǝōƻŘȅ 9ǾŀǎƛƻƴΩΣ WƻǳǊƴŀƭ ƻŦ LƴŦŜŎǝƻǳǎ 5ƛǎŜŀǎŜǎΣ ǾƻƭΦ ннпΣ ƴƻΦ сΣ ǇǇΦ фуфςффпΣ 
{ŜǇΦ нлнмΣ ŘƻƛΥ млΦмлфоκLbC5L{κWL!.осуΦ 

ώмллϐ 5Φ [Φ .ǳƎŜƳōŜ Ŝǘ ŀƭΦΣ Ψ9ƳŜǊƎŜƴŎŜ ŀƴŘ ǎǇǊŜŀŘ ƻŦ ŀ {!w{π/ƻ±πн ƭƛƴŜŀƎŜ ! ǾŀǊƛŀƴǘ ό!ΦноΦмύ 
ǿƛǘƘ ŀƭǘŜǊŜŘ ǎǇƛƪŜ ǇǊƻǘŜƛƴ ƛƴ ¦ƎŀƴŘŀΩΣ bŀǘǳǊŜ aƛŎǊƻōƛƻƭƻƎȅΣ ǾƻƭΦ сΣ ƴƻΦ уΣ ǇǇΦ млфпςммлмΣ 
!ǳƎΦ нлнмΣ ŘƻƛΥ млΦмлоуκ{пмрспπлнмπллфооπфΦ 
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ώмлмϐ 5Φ CǊŀƴŎƻ Ŝǘ ŀƭΦΣ Ψ9ŀǊƭȅ ǘǊŀƴǎƳƛǎǎƛƻƴ ŘȅƴŀƳƛŎǎΣ ǎǇǊŜŀŘΣ ŀƴŘ ƎŜƴƻƳƛŎ ŎƘŀǊŀŎǘŜǊƛȊŀǝƻƴ ƻŦ 
{!w{π/ƻ±πн ƛƴ tŀƴŀƳŀΩΣ 9ƳŜǊƎƛƴƎ LƴŦŜŎǝƻǳǎ 5ƛǎŜŀǎŜǎΣ ǾƻƭΦ нтΣ ƴƻΦ нΣ ǇǇΦ смнςсмрΣ CŜōΦ нлнмΣ 
ŘƻƛΥ млΦонлмκ9L5нтлнΦнлотстΦ 

ώмлнϐ 5Φ ±ŀǾǊŜƪΣ [Φ {ǇŜǊƻƴƛΣ YΦ WΦ /ǳǊƴƻǿΣ aΦ hōŜǊƘƻƭȊŜǊΣ ±Φ aƻŜŘŜǊΣ ŀƴŘ tΦ DΦ CŜōōƻΣ ΨDŜƴƻƳƛŎ 
ǎǳǊǾŜƛƭƭŀƴŎŜ ŀǘ ǎŎŀƭŜ ƛǎ ǊŜǉǳƛǊŜŘ ǘƻ ŘŜǘŜŎǘ ƴŜǿƭȅ ŜƳŜǊƎƛƴƎ ǎǘǊŀƛƴǎ ŀǘ ŀƴ ŜŀǊƭȅ ǝƳŜǇƻƛƴǘΩΣ 
aŜŘwȄƛǾΣ ǇǇΦ нлнмςлмΣ нлнмΦ 

ώмлоϐ ¸Φ 5ƝŀȊ Ŝǘ ŀƭΦΣ Ψ{!w{π/ƻ±πн ǊŜƛƴŦŜŎǝƻƴ ǿƛǘƘ ŀ ǾƛǊǳǎ ƘŀǊōƻǊƛƴƎ Ƴǳǘŀǝƻƴ ƛƴ ǘƘŜ {ǇƛƪŜ ŀƴŘ 
ǘƘŜ bǳŎƭŜƻŎŀǇǎƛŘ ǇǊƻǘŜƛƴǎ ƛƴ tŀƴŀƳŀΩΣ LƴǘŜǊƴŀǝƻƴŀƭ WƻǳǊƴŀƭ ƻŦ LƴŦŜŎǝƻǳǎ 5ƛǎŜŀǎŜǎΣ ǾƻƭΦ млуΣ 
ǇǇΦ рууςрфмΣ WǳƭΦ нлнмΣ ŘƻƛΥ млΦмлмсκƧΦƛƧƛŘΦнлнмΦлсΦллпΦ 

ώмлпϐ WΦ !Φ aƻƭƛƴŀπaƻǊŀ Ŝǘ ŀƭΦΣ Ψ{!w{π/ƻ±πн ƎŜƴƻƳƛŎ ǎǳǊǾŜƛƭƭŀƴŎŜ ƛƴ /ƻǎǘŀ wƛŎŀΥ 9ǾƛŘŜƴŎŜ ƻŦ ŀ 
ŘƛǾŜǊƎŜƴǘ ǇƻǇǳƭŀǝƻƴ ŀƴŘ ŀƴ ƛƴŎǊŜŀǎŜŘ ŘŜǘŜŎǝƻƴ ƻŦ ŀ ǎǇƛƪŜ ¢мммтL ƳǳǘŀǝƻƴΩΣ LƴŦŜŎǝƻƴΣ 
DŜƴŜǝŎǎ ŀƴŘ 9ǾƻƭǳǝƻƴΣ ǾƻƭΦ фнΣ !ǳƎΦ нлнмΣ ŘƻƛΥ млΦмлмсκWΦa99DL5ΦнлнмΦмлпутнΦ 

ώмлрϐ DΦ /ŜǊǳǩ Ŝǘ ŀƭΦΣ ΨtƻǘŜƴǘ {!w{π/ƻ±πн ƴŜǳǘǊŀƭƛȊƛƴƎ ŀƴǝōƻŘƛŜǎ ŘƛǊŜŎǘŜŘ ŀƎŀƛƴǎǘ ǎǇƛƪŜ bπ
ǘŜǊƳƛƴŀƭ ŘƻƳŀƛƴ ǘŀǊƎŜǘ ŀ ǎƛƴƎƭŜ ǎǳǇŜǊǎƛǘŜΩΣ /Ŝƭƭ Iƻǎǘ ŀƴŘ aƛŎǊƻōŜΣ ǾƻƭΦ нфΣ ƴƻΦ рΣ ǇǇΦ умфπ
уооΦŜтΣ aŀȅ нлнмΣ ŘƻƛΥ млΦмлмсκWΦ/IhaΦнлнмΦлоΦллрΦ 

ώмлсϐ aΦ aŎ/ŀƭƭǳƳ Ŝǘ ŀƭΦΣ ΨbπǘŜǊƳƛƴŀƭ ŘƻƳŀƛƴ ŀƴǝƎŜƴƛŎ ƳŀǇǇƛƴƎ ǊŜǾŜŀƭǎ ŀ ǎƛǘŜ ƻŦ ǾǳƭƴŜǊŀōƛƭƛǘȅ 
ŦƻǊ {!w{π/ƻ±πнΩΣ /ŜƭƭΣ ǾƻƭΦ мупΣ ƴƻΦ фΣ ǇǇΦ ноонπноптΦŜмсΣ !ǇǊΦ нлнмΣ ŘƻƛΥ 
млΦмлмсκWΦ/9[[ΦнлнмΦлоΦлнуΦ 

ώмлтϐ !Φ ¢ŀǊƪŜ Ŝǘ ŀƭΦΣ Ψ/ƻƳǇǊŜƘŜƴǎƛǾŜ ŀƴŀƭȅǎƛǎ ƻŦ ¢ ŎŜƭƭ ƛƳƳǳƴƻŘƻƳƛƴŀƴŎŜ ŀƴŘ 
ƛƳƳǳƴƻǇǊŜǾŀƭŜƴŎŜ ƻŦ {!w{π/ƻ±πн ŜǇƛǘƻǇŜǎ ƛƴ /h±L5πмф ŎŀǎŜǎΩΣ /Ŝƭƭ wŜǇƻǊǘǎ aŜŘƛŎƛƴŜΣ ǾƻƭΦ 
нΣ ƴƻΦ нΣ CŜōΦ нлнмΣ ŘƻƛΥ млΦмлмсκWΦ·/waΦнлнмΦмллнлпΦ 

ώмлуϐ wΦ CΦ DŀǊǊȅ Ŝǘ ŀƭΦΣ Ψ{ǇƛƪŜ ǇǊƻǘŜƛƴ Ƴǳǘŀǝƻƴǎ ƛƴ ƴƻǾŜƭ {!w{π/ƻ±πн ΨǾŀǊƛŀƴǘǎ ƻŦ 
ŎƻƴŎŜǊƴΩŎƻƳƳƻƴƭȅ ƻŎŎǳǊ ƛƴ ƻǊ ƴŜŀǊ ƛƴŘŜƭǎΩΣ ƛƳŀƎŜΣ ǾƻƭΦ уумΣ ƴƻΦ ммптΣ ǇΦ урΣ нлнмΦ 

ώмлфϐ {Φ ¢ŜƳƳŀƳ Ŝǘ ŀƭΦΣ Ψ/ƻǊƻƴŀǾƛǊǳǎŜǎ ǿƛǘƘ ŀ {!w{π/ƻ±πнπƭƛƪŜ ǊŜŎŜǇǘƻǊπōƛƴŘƛƴƎ ŘƻƳŀƛƴ 
ŀƭƭƻǿƛƴƎ !/9нπƳŜŘƛŀǘŜŘ ŜƴǘǊȅ ƛƴǘƻ ƘǳƳŀƴ ŎŜƭƭǎ ƛǎƻƭŀǘŜŘ ŦǊƻƳ ōŀǘǎ ƻŦ LƴŘƻŎƘƛƴŜǎŜ ǇŜƴƛƴǎǳƭŀΩΣ 
нлнмΦ 

ώммлϐ {Φ [ȅǘǊŀǎΣ WΦ IǳƎƘŜǎΣ ²Φ ·ƛŀΣ ·Φ WƛŀƴƎΣ ŀƴŘ 5Φ [Φ wƻōŜǊǘǎƻƴΣ Ψ9ȄǇƭƻǊƛƴƎ ǘƘŜ ƴŀǘǳǊŀƭ ƻǊƛƎƛƴǎ ƻŦ 
{!w{π/ƻ±πнΩΣ ōƛƻwȄƛǾΣ ǇΦ нлнмΦлмΦннΦпнтуолΣ нлнмΣ ŘƻƛΥ млΦммлмκнлнмΦлмΦннΦпнтуолΦ 

ώмммϐ ¢Φ IŀƴǎǎƻƴΣ /Φ hƻǎǘŜƴōǊƛƴƪΣ ŀƴŘ ²Φ CΦ ±Φ DǳƴǎǘŜǊŜƴΣ ΨaƻƭŜŎǳƭŀǊ ŘȅƴŀƳƛŎǎ ǎƛƳǳƭŀǝƻƴǎΩΣ 
/ǳǊǊŜƴǘ hǇƛƴƛƻƴ ƛƴ {ǘǊǳŎǘǳǊŀƭ .ƛƻƭƻƎȅΣ ǾƻƭΦ мнΣ ƴƻΦ нΣ ǇǇΦ мфлςмфсΣ !ǇǊΦ нллнΣ ŘƻƛΥ 
млΦмлмсκ{лфрфπппл·όлнύллолуπмΦ 

ώммнϐ tΦ {ŎƘŀƪŜΣ YΦ 5ƛǎƘƴƛŎŀΣ CΦ YŀƛǎŜǊΣ /Φ [ŜōŜǊŜŎƘǘΣ ±Φ WΦ IŀǳǇǘΣ ŀƴŘ aΦ {ŎƘǊƻŜŘŜǊΣ Ψ!ƴ 
ƛƴǘŜǊŀŎǝƻƴπōŀǎŜŘ ŘǊǳƎ ŘƛǎŎƻǾŜǊȅ ǎŎǊŜŜƴ ŜȄǇƭŀƛƴǎ ƪƴƻǿƴ {!w{π/ƻ±πн ƛƴƘƛōƛǘƻǊǎ ŀƴŘ ǇǊŜŘƛŎǘǎ 
ƴŜǿ ŎƻƳǇƻǳƴŘ ǎŎŀũƻƭŘǎΩΣ {ŎƛŜƴǝŬŎ wŜǇƻǊǘǎ нлно моΥмΣ ǾƻƭΦ моΣ ƴƻΦ мΣ ǇǇΦ мςмоΣ WǳƴΦ нлноΣ 
ŘƻƛΥ млΦмлоуκǎпмрфуπлноπорстмπȄΦ 

ώммоϐ tΦ WΦ ²ŀƭƪŜǊ Ŝǘ ŀƭΦΣ Ψ/ƘŀƴƎŜǎ ǘƻ ǾƛǊǳǎ ǘŀȄƻƴƻƳȅ ŀƴŘ ǘƘŜ {ǘŀǘǳǘŜǎ ǊŀǝŬŜŘ ōȅ ǘƘŜ 
LƴǘŜǊƴŀǝƻƴŀƭ /ƻƳƳƛǧŜŜ ƻƴ ¢ŀȄƻƴƻƳȅ ƻŦ ±ƛǊǳǎŜǎ όнлнлύΩΣ !ǊŎƘΦ ±ƛǊƻƭΦΣ ǾƻƭΦ мсрΣ ƴƻΦ ммΣ ǇǇΦ 
нтотςнтпуΣ bƻǾΦ нлнлΣ ŘƻƛΥ млΦмллтκǎллтлрπлнлπлптрнπȄΦ 

ώммпϐ !Φ 9Φ DƻǊōŀƭŜƴȅŀ Ŝǘ ŀƭΦΣ Ψ/ƻǊƻƴŀǾƛǊƛŘŀŜ {ǘǳŘȅ DǊƻǳǇ ƻŦ ǘƘŜ LƴǘŜǊƴŀǝƻƴŀƭ /ƻƳƳƛǧŜŜ ƻƴ 
¢ŀȄƻƴƻƳȅ ƻŦ ±ƛǊǳǎŜǎΦ ¢ƘŜ ǎǇŜŎƛŜǎ ǎŜǾŜǊŜ ŀŎǳǘŜ ǊŜǎǇƛǊŀǘƻǊȅ ǎȅƴŘǊƻƳŜπǊŜƭŀǘŜŘ ŎƻǊƻƴŀǾƛǊǳǎΥ 
ŎƭŀǎǎƛŦȅƛƴƎ нлмфπƴ/ƻ± ŀƴŘ ƴŀƳƛƴƎ ƛǘ {!w{π/ƻ±πнΩΣ bŀǘΦ aƛŎǊƻōƛƻƭΣ ǾƻƭΦ рΣ ƴƻΦ пΣ ǇǇΦ росςрппΣ 
нлнлΦ 

ώммрϐ !Φ aΦ ½ŀƪƛΣ {Φ Ǿŀƴ .ƻƘŜŜƳŜƴΣ ¢Φ aΦ .ŜǎǘŜōǊƻŜǊΣ !Φ 5Φ aΦ 9Φ hǎǘŜǊƘŀǳǎΣ ŀƴŘ wΦ !Φ aΦ 
CƻǳŎƘƛŜǊΣ ΨLǎƻƭŀǝƻƴ ƻŦ ŀ ƴƻǾŜƭ ŎƻǊƻƴŀǾƛǊǳǎ ŦǊƻƳ ŀ Ƴŀƴ ǿƛǘƘ ǇƴŜǳƳƻƴƛŀ ƛƴ {ŀǳŘƛ !ǊŀōƛŀΩΣ bΦ 
9ƴƎƭΦ WΦ aŜŘΦΣ ǾƻƭΦ остΣ ƴƻΦ мфΣ ǇǇΦ мумпςмунлΣ bƻǾΦ нлмнΣ ŘƻƛΥ млΦмлрсκƴŜƧƳƻŀмнммтнмΦ 

ώммсϐ {Φ {ǳ Ŝǘ ŀƭΦΣ Ψ9ǇƛŘŜƳƛƻƭƻƎȅΣ ƎŜƴŜǝŎ ǊŜŎƻƳōƛƴŀǝƻƴΣ ŀƴŘ ǇŀǘƘƻƎŜƴŜǎƛǎ ƻŦ ŎƻǊƻƴŀǾƛǊǳǎŜǎΩΣ 
¢ǊŜƴŘǎ aƛŎǊƻōƛƻƭΦΣ ǾƻƭΦ нпΣ ƴƻΦ сΣ ǇǇΦ пфлςрлнΣ WǳƴΦ нлмсΣ ŘƻƛΥ млΦмлмсκƧΦǝƳΦнлмсΦлоΦллоΦ 
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ώммтϐ DΦ [ƛ ŀƴŘ 9Φ 5Φ /ƭŜǊŎǉΣ Ψ¢ƘŜǊŀǇŜǳǝŎ ƻǇǝƻƴǎ ŦƻǊ ǘƘŜ нлмф ƴƻǾŜƭ ŎƻǊƻƴŀǾƛǊǳǎ όнлмфπƴ/ƻ±ύΩΣ 
bŀǘΦ wŜǾΦ 5ǊǳƎ 5ƛǎŎƻǾΦΣ ǾƻƭΦ мфΣ ƴƻΦ оΣ ǇǇΦ мпфςмрлΣ aŀǊΦ нлнлΣ ŘƻƛΥ млΦмлоуκŘпмртоπлнлπ
лллмсπлΦ 

ώммуϐ !Φ ½ǳƳƭŀΣ WΦ CΦ ²Φ /ƘŀƴΣ 9Φ LΦ !ȊƘŀǊΣ 5Φ {Φ /Φ IǳƛΣ ŀƴŘ YΦ ¸Φ ¸ǳŜƴΣ Ψ/ƻǊƻƴŀǾƛǊǳǎŜǎ τ 5ǊǳƎ 
ŘƛǎŎƻǾŜǊȅ ŀƴŘ ǘƘŜǊŀǇŜǳǝŎ ƻǇǝƻƴǎΩΣ bŀǘΦ wŜǾΦ 5ǊǳƎ 5ƛǎŎƻǾΦΣ ǾƻƭΦ мрΣ ƴƻΦ рΣ ǇǇΦ онтςоптΣ aŀȅ 
нлмсΣ ŘƻƛΥ млΦмлоуκƴǊŘΦнлмрΦотΦ 

ώммфϐ !Φ !Φ ¢Φ bŀǉǾƛ Ŝǘ ŀƭΦΣ ΨLƴǎƛƎƘǘǎ ƛƴǘƻ {!w{π/ƻ±πн ƎŜƴƻƳŜΣ ǎǘǊǳŎǘǳǊŜΣ ŜǾƻƭǳǝƻƴΣ ǇŀǘƘƻƎŜƴŜǎƛǎ 
ŀƴŘ ǘƘŜǊŀǇƛŜǎΥ {ǘǊǳŎǘǳǊŀƭ ƎŜƴƻƳƛŎǎ ŀǇǇǊƻŀŎƘΩΣ .ƛƻŎƘƛƳΦ .ƛƻǇƘȅǎΦ !Ŏǘŀ ..!πaƻƭΦ .ŀǎƛǎ 5ƛǎΦΣ 
ǾƻƭΦ муссΣ ƴƻΦ млΣ ǇΦ мсрутуΣ hŎǘΦ нлнлΣ ŘƻƛΥ млΦмлмсκƧΦōōŀŘƛǎΦнлнлΦмсрутуΦ 

ώмнлϐ ½Φ Wƛƴ Ŝǘ ŀƭΦΣ Ψ{ǘǊǳŎǘǳǊŜ ƻŦ aǇǊƻ ŦǊƻƳ {!w{π/ƻ±πн ŀƴŘ ŘƛǎŎƻǾŜǊȅ ƻŦ ƛǘǎ ƛƴƘƛōƛǘƻǊǎΩΣ bŀǘǳǊŜΣ 
ǾƻƭΦ рунΣ ƴƻΦ туммΣ ǇǇΦ нуфςнфоΣ WǳƴΦ нлнлΣ ŘƻƛΥ млΦмлоуκǎпмрусπлнлπннноπȅΦ 

ώмнмϐ [Φ ½ƘŀƴƎ Ŝǘ ŀƭΦΣ Ψ/Ǌȅǎǘŀƭ ǎǘǊǳŎǘǳǊŜ ƻŦ {!w{π/ƻ±πн Ƴŀƛƴ ǇǊƻǘŜŀǎŜ ǇǊƻǾƛŘŜǎ ŀ ōŀǎƛǎ ŦƻǊ ŘŜǎƛƎƴ 
ƻŦ ƛƳǇǊƻǾŜŘ πhƪŜǘƻŀƳƛŘŜ ƛƴƘƛōƛǘƻǊǎΩΣ {ŎƛŜƴŎŜΣ ǾƻƭΦ осуΣ ƴƻΦ спуфΣ ǇǇΦ плфςпмнΣ !ǇǊΦ нлнлΣ 
ŘƻƛΥ млΦммнсκǎŎƛŜƴŎŜΦŀōōоплрΦ 

ώмннϐ ¸Φ [Φ bƎΣ /Φ YΦ {ŀƭƛƳΣ ŀƴŘ WΦ WΦ IΦ /ƘǳΣ Ψ5ǊǳƎ ǊŜǇǳǊǇƻǎƛƴƎ ŦƻǊ /h±L5πмфΥ !ǇǇǊƻŀŎƘŜǎΣ 
ŎƘŀƭƭŜƴƎŜǎ ŀƴŘ ǇǊƻƳƛǎƛƴƎ ŎŀƴŘƛŘŀǘŜǎΩΣ tƘŀǊƳŀŎƻƭΦ ¢ƘŜǊΦΣ ǾƻƭΦ ннуΣ 5ŜŎΦ нлнмΣ ŘƻƛΥ 
млΦмлмсκƧΦǇƘŀǊƳǘƘŜǊŀΦнлнмΦмлтфолΦ 

ώмноϐ WΦ ²Ŝƛ Ŝǘ ŀƭΦΣ ΨDŜƴƻƳŜπǿƛŘŜ /wL{tw ǎŎǊŜŜƴǎ ǊŜǾŜŀƭ Ƙƻǎǘ ŦŀŎǘƻǊǎ ŎǊƛǝŎŀƭ ŦƻǊ {!w{π/ƻ±πн 
ƛƴŦŜŎǝƻƴΩΣ /ŜƭƭΣ ǾƻƭΦ мупΣ ƴƻΦ мΣ ǇǇΦ тсπфмΦŜмоΣ WŀƴΦ нлнмΣ ŘƻƛΥ млΦмлмсκƧΦŎŜƭƭΦнлнлΦмлΦлнуΦ 

ώмнпϐ !Φ ²ŀƘƭ Ŝǘ ŀƭΦΣ Ψ{!w{π/ƻ±πн ƛƴŦŜŎǝƻƴ ƛǎ ŜũŜŎǝǾŜƭȅ ǘǊŜŀǘŜŘ ŀƴŘ ǇǊŜǾŜƴǘŜŘ ōȅ 9L55πнулмΩΣ 
bŀǘǳǊŜΣ ǾƻƭΦ рфмΣ ƴƻΦ турлΣ ǇǇΦ прмςпртΣ aŀǊΦ нлнмΣ ŘƻƛΥ млΦмлоуκǎпмрусπлнмπлоомнπǿΦ 

ώмнрϐ bΦ 5ǊŀȅƳŀƴ Ŝǘ ŀƭΦΣ Ψaŀǎƛǝƴƛō ƛǎ ŀ ōǊƻŀŘ ŎƻǊƻƴŀǾƛǊǳǎ о/[ ƛƴƘƛōƛǘƻǊ ǘƘŀǘ ōƭƻŎƪǎ ǊŜǇƭƛŎŀǝƻƴ 
ƻŦ {!w{π/ƻ±πнΩΣ {ŎƛŜƴŎŜΣ ǾƻƭΦ отоΣ ƴƻΦ срртΣ ǇǇΦ фомςфосΣ !ǳƎΦ нлнмΣ ŘƻƛΥ 
млΦммнсκǎŎƛŜƴŎŜΦŀōƎрунтΦ 

ώмнсϐ WΦ vƛŀƻ Ŝǘ ŀƭΦΣ Ψ{!w{π/ƻ±πн aǇǊƻ ƛƴƘƛōƛǘƻǊǎ ǿƛǘƘ ŀƴǝǾƛǊŀƭ ŀŎǝǾƛǘȅ ƛƴ ŀ ǘǊŀƴǎƎŜƴƛŎ ƳƻǳǎŜ 
ƳƻŘŜƭΩΣ {ŎƛŜƴŎŜΣ ǾƻƭΦ отмΣ ƴƻΦ сросΣ ǇǇΦ мотпςмотуΣ aŀǊΦ нлнмΣ ŘƻƛΥ 
млΦммнсκǎŎƛŜƴŎŜΦŀōŦмсммΦ 

ώмнтϐ ¢Φ !Φ ¢ǳƳƳƛƴƻ Ŝǘ ŀƭΦΣ Ψ5ǊǳƎπƛƴŘǳŎŜŘ ǇƘƻǎǇƘƻƭƛǇƛŘƻǎƛǎ ŎƻƴŦƻǳƴŘǎ ŘǊǳƎ ǊŜǇǳǊǇƻǎƛƴƎ ŦƻǊ 
{!w{π/ƻ±πнΩΣ {ŎƛŜƴŎŜΣ ǾƻƭΦ отоΣ ƴƻΦ сррпΣ ǇǇΦ рпмςрптΣ WǳƭΦ нлнмΣ ŘƻƛΥ 
млΦммнсκǎŎƛŜƴŎŜΦŀōƛптлуΦ 

ώмнуϐ YΦ !ƳǇƻǊƴŘŀƴŀƛ Ŝǘ ŀƭΦΣ ΨLƴƘƛōƛǝƻƴ ƳŜŎƘŀƴƛǎƳ ƻŦ {!w{π/ƻ±πн Ƴŀƛƴ ǇǊƻǘŜŀǎŜ ōȅ ŜōǎŜƭŜƴ 
ŀƴŘ ƛǘǎ ŘŜǊƛǾŀǝǾŜǎΩΣ bŀǘΦ /ƻƳƳǳƴΦΣ ǾƻƭΦ мнΣ ƴƻΦ мΣ ǇΦ олсмΣ 5ŜŎΦ нлнмΣ ŘƻƛΥ млΦмлоуκǎпмпстπ
лнмπноомоπтΦ 

ώмнфϐ aΦ ¢ƘƻƳǎ Ŝǘ ŀƭΦΣ Ψ{ǘǊǳŎǘǳǊŀƭ ōŀǎƛǎ ŦƻǊ ǘǊŀƴǎƭŀǝƻƴŀƭ ǎƘǳǘŘƻǿƴ ŀƴŘ ƛƳƳǳƴŜ ŜǾŀǎƛƻƴ ōȅ ǘƘŜ 
bǎǇм ǇǊƻǘŜƛƴ ƻŦ {!w{π/ƻ±πнΩΣ {ŎƛŜƴŎŜΣ ǾƻƭΦ осфΣ ƴƻΦ срлуΣ ǇǇΦ мнпфςмнррΣ {ŜǇΦ нлнлΣ ŘƻƛΥ 
млΦммнсκǎŎƛŜƴŎŜΦŀōŎуссрΦ 

ώмолϐ [Φ wƛǾŀ Ŝǘ ŀƭΦΣ Ψ5ƛǎŎƻǾŜǊȅ ƻŦ {!w{π/ƻ±πн ŀƴǝǾƛǊŀƭ ŘǊǳƎǎ ǘƘǊƻǳƎƘ ƭŀǊƎŜπǎŎŀƭŜ ŎƻƳǇƻǳƴŘ 
ǊŜǇǳǊǇƻǎƛƴƎΩΣ bŀǘǳǊŜΣ ǾƻƭΦ русΣ ƴƻΦ тунтΣ ǇǇΦ ммоςммфΣ hŎǘΦ нлнлΣ ŘƻƛΥ млΦмлоуκǎпмрусπлнлπ
нрттπмΦ 

ώмомϐ 5Φ wΦ hǿŜƴ Ŝǘ ŀƭΦΣ Ψ!ƴ ƻǊŀƭ {!w{π/ƻ±πн a ǇǊƻ ƛƴƘƛōƛǘƻǊ ŎƭƛƴƛŎŀƭ ŎŀƴŘƛŘŀǘŜ ŦƻǊ ǘƘŜ ǘǊŜŀǘƳŜƴǘ 
ƻŦ /h±L5πмфΩΣ {ŎƛŜƴŎŜΣ ǾƻƭΦ отпΣ ƴƻΦ сртрΣ ǇǇΦ мрусςмрфоΣ 5ŜŎΦ нлнмΣ ŘƻƛΥ 
млΦммнсκǎŎƛŜƴŎŜΦŀōƭптупΦ 

ώмонϐ 9Φ aŀƘŀǎŜΣ Ψ/ƻǾƛŘπмфΥ tŬȊŜǊΩǎ ǇŀȄƭƻǾƛŘ ƛǎ уф҈ ŜũŜŎǝǾŜ ƛƴ ǇŀǝŜƴǘǎ ŀǘ Ǌƛǎƪ ƻŦ ǎŜǊƛƻǳǎ 
ƛƭƭƴŜǎǎΣ ŎƻƳǇŀƴȅ ǊŜǇƻǊǘǎΩΣ .aWΣ ǾƻƭΦ отрΣ ǇΦ ƴнтмоΣ bƻǾΦ нлнмΣ ŘƻƛΥ млΦммосκōƳƧΦƴнтмоΦ 

ώмооϐ /Φ aŀ Ŝǘ ŀƭΦΣ Ψ.ƻŎŜǇǊŜǾƛǊΣ D/πотсΣ ŀƴŘ ŎŀƭǇŀƛƴ ƛƴƘƛōƛǘƻǊǎ LLΣ ·LL ƛƴƘƛōƛǘ {!w{π/ƻ±πн ǾƛǊŀƭ 
ǊŜǇƭƛŎŀǝƻƴ ōȅ ǘŀǊƎŜǝƴƎ ǘƘŜ ǾƛǊŀƭ Ƴŀƛƴ ǇǊƻǘŜŀǎŜΩΣ /Ŝƭƭ wŜǎΦΣ ǾƻƭΦ олΣ ƴƻΦ уΣ ǇǇΦ стуςсфнΣ !ǳƎΦ 
нлнлΣ ŘƻƛΥ млΦмлоуκǎпмпннπлнлπлорсπȊΦ 
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ώмопϐ /Φ {Φ !ŘŀƳǎƻƴΣ YΦ /ƘƛōŀƭŜΣ wΦ WΦ aΦ DƻǎǎΣ aΦ WŀǎǇŀǊǎΣ 5Φ WΦ bŜǿƳŀƴΣ ŀƴŘ wΦ !Φ 5ƻǊǊƛƴƎǘƻƴΣ 
Ψ!ƴǝǾƛǊŀƭ ŘǊǳƎ ŘƛǎŎƻǾŜǊȅΥ tǊŜǇŀǊƛƴƎ ŦƻǊ ǘƘŜ ƴŜȄǘ ǇŀƴŘŜƳƛŎΩΣ /ƘŜƳΦ {ƻŎΦ wŜǾΦΣ ǾƻƭΦ рлΣ ƴƻΦ сΣ 
ǇǇΦ осптςосррΣ aŀǊΦ нлнмΣ ŘƻƛΥ млΦмлофκŘлŎǎлмммуŜΦ 

ώморϐ YΦ !ƴŀƴŘΣ WΦ ½ƛŜōǳƘǊΣ tΦ ²ŀŘƘǿŀƴƛΣ WΦ wΦ aŜǎǘŜǊǎΣ ŀƴŘ wΦ IƛƭƎŜƴŦŜƭŘΣ Ψ/ƻǊƻƴŀǾƛǊǳǎ Ƴŀƛƴ 
ǇǊƻǘŜƛƴŀǎŜ όо/[ ǇǊƻ ύ ǎǘǊǳŎǘǳǊŜΥ .ŀǎƛǎ ŦƻǊ ŘŜǎƛƎƴ ƻŦ ŀƴǝπ{!w{ ŘǊǳƎǎΩΣ {ŎƛŜƴŎŜΣ ǾƻƭΦ оллΣ ƴƻΦ 
рснсΣ ǇǇΦ мтсоςмтстΣ WǳƴΦ нллоΣ ŘƻƛΥ млΦммнсκǎŎƛŜƴŎŜΦмлурсруΦ 

ώмосϐ !Φ 5ƻǳŀƴƎŀƳŀǘƘ Ŝǘ ŀƭΦΣ Ψ/ǊȅǎǘŀƭƭƻƎǊŀǇƘƛŎ ŀƴŘ ŜƭŜŎǘǊƻǇƘƛƭƛŎ ŦǊŀƎƳŜƴǘ ǎŎǊŜŜƴƛƴƎ ƻŦ ǘƘŜ 
{!w{π/ƻ±πн Ƴŀƛƴ ǇǊƻǘŜŀǎŜΩΣ bŀǘΦ /ƻƳƳǳƴΦΣ ǾƻƭΦ ммΣ ƴƻΦ мΣ ǇΦ рлптΣ 5ŜŎΦ нлнлΣ ŘƻƛΥ 
млΦмлоуκǎпмпстπлнлπмутлфπǿΦ 

ώмотϐ WΦ [ŜŜ Ŝǘ ŀƭΦΣ Ψ/ǊȅǎǘŀƭƭƻƎǊŀǇƘƛŎ ǎǘǊǳŎǘǳǊŜ ƻŦ ǿƛƭŘπǘȅǇŜ {!w{π/ƻ±πн Ƴŀƛƴ ǇǊƻǘŜŀǎŜ ŀŎȅƭπ
ŜƴȊȅƳŜ ƛƴǘŜǊƳŜŘƛŀǘŜ ǿƛǘƘ ǇƘȅǎƛƻƭƻƎƛŎŀƭ /πǘŜǊƳƛƴŀƭ ŀǳǘƻǇǊƻŎŜǎǎƛƴƎ ǎƛǘŜΩΣ bŀǘΦ /ƻƳƳǳƴΦΣ ǾƻƭΦ 
ммΣ ƴƻΦ мΣ ǇΦ руттΣ 5ŜŎΦ нлнлΣ ŘƻƛΥ млΦмлоуκǎпмпстπлнлπмфсснπпΦ 

ώмоуϐ aΦ Wŀǎƪƻƭǎƪƛ Ŝǘ ŀƭΦΣ Ψ/ǊȅǎǘŀƭƭƻƎǊŀǇƘƛŎ ƳƻŘŜƭǎ ƻŦ {!w{π/ƻ±πн о/[ ǇǊƻ Υ LƴπŘŜǇǘƘ ŀǎǎŜǎǎƳŜƴǘ 
ƻŦ ǎǘǊǳŎǘǳǊŜ ǉǳŀƭƛǘȅ ŀƴŘ ǾŀƭƛŘŀǝƻƴΩΣ L¦/ǊWΣ ǾƻƭΦ уΣ ǇǇΦ ноуςнрсΣ нлнмΣ ŘƻƛΥ 
млΦммлтκǎнлрннрнрнмллммрфΦ 

ώмофϐ 5Φ ²Φ YƴŜƭƭŜǊ Ŝǘ ŀƭΦΣ Ψ{ǘǊǳŎǘǳǊŀƭ ǇƭŀǎǝŎƛǘȅ ƻŦ {!w{π/ƻ±πн о/[ aǇǊƻ ŀŎǝǾŜ ǎƛǘŜ ŎŀǾƛǘȅ 
ǊŜǾŜŀƭŜŘ ōȅ ǊƻƻƳ ǘŜƳǇŜǊŀǘǳǊŜ ·πǊŀȅ ŎǊȅǎǘŀƭƭƻƎǊŀǇƘȅΩΣ bŀǘΦ /ƻƳƳǳƴΦΣ ǾƻƭΦ ммΣ ƴƻΦ мΣ ǇΦ онлнΣ 
5ŜŎΦ нлнлΣ ŘƻƛΥ млΦмлоуκǎпмпстπлнлπмсфрпπтΦ 

ώмплϐ ²Φ ¸ƛƴ Ŝǘ ŀƭΦΣ Ψ{ǘǊǳŎǘǳǊŀƭ ōŀǎƛǎ ŦƻǊ ƛƴƘƛōƛǝƻƴ ƻŦ ǘƘŜ wb!πŘŜǇŜƴŘŜƴǘ wb! ǇƻƭȅƳŜǊŀǎŜ ŦǊƻƳ 
{!w{π/ƻ±πн ōȅ ǊŜƳŘŜǎƛǾƛǊΩΣ {ŎƛŜƴŎŜΣ ǾƻƭΦ осуΣ ƴƻΦ спфуΣ ǇǇΦ мпффςмрлпΣ WǳƴΦ нлнлΣ ŘƻƛΥ 
млΦммнсκǎŎƛŜƴŎŜΦŀōŎмрслΦ 

ώмпмϐ !Φ ¢Φ ¢ƻƴΣ CΦ DŜƴǝƭŜΣ aΦ IǎƛƴƎΣ CΦ .ŀƴΣ ŀƴŘ !Φ /ƘŜǊƪŀǎƻǾΣ ΨwŀǇƛŘ ƛŘŜƴǝŬŎŀǝƻƴ ƻŦ ǇƻǘŜƴǝŀƭ 
ƛƴƘƛōƛǘƻǊǎ ƻŦ {!w{π/ƻ±πн Ƴŀƛƴ ǇǊƻǘŜŀǎŜ ōȅ ŘŜŜǇ ŘƻŎƪƛƴƎ ƻŦ мΦо ōƛƭƭƛƻƴ ŎƻƳǇƻǳƴŘǎΩΣ aƻƭΦ 
LƴŦƻǊƳΦΣ ǾƻƭΦ офΣ ƴƻΦ уΣ ǇΦ нллллнуΣ !ǳƎΦ нлнлΣ ŘƻƛΥ млΦмллнκƳƛƴŦΦнлнллллнуΦ 

ώмпнϐ CΦ DŜƴǝƭŜ Ŝǘ ŀƭΦΣ Ψ!ǳǘƻƳŀǘŜŘ ŘƛǎŎƻǾŜǊȅ ƻŦ ƴƻƴŎƻǾŀƭŜƴǘ ƛƴƘƛōƛǘƻǊǎ ƻŦ {!w{π/ƻ±πн Ƴŀƛƴ 
ǇǊƻǘŜŀǎŜ ōȅ ŎƻƴǎŜƴǎǳǎ ŘŜŜǇ ŘƻŎƪƛƴƎ ƻŦ пл ōƛƭƭƛƻƴ ǎƳŀƭƭ ƳƻƭŜŎǳƭŜǎΩΣ /ƘŜƳΦ {ŎƛΦΣ ǾƻƭΦ мнΣ ƴƻΦ 
пуΣ ǇǇΦ мрфслςмрфтпΣ 5ŜŎΦ нлнмΣ ŘƻƛΥ млΦмлофκŘмǎŎлрртфƘΦ 

ώмпоϐ {Φ .ƘŀǊŀŘǿŀƧΣ !Φ 5ǳōŜȅΣ ¦Φ ¸ŀŘŀǾŀΣ {Φ YΦ aƛǎƘǊŀΣ {Φ DΦ YŀƴƎΣ ŀƴŘ ±Φ 5Φ 5ǿƛǾŜŘƛΣ Ψ9ȄǇƭƻǊŀǝƻƴ 
ƻŦ ƴŀǘǳǊŀƭ ŎƻƳǇƻǳƴŘǎ ǿƛǘƘ ŀƴǝπ{!w{π/ƻ±πн ŀŎǝǾƛǘȅ Ǿƛŀ ƛƴƘƛōƛǝƻƴ ƻŦ {!w{π/ƻ±πн aǇǊƻΩΣ 
.ǊƛŜŦΦ .ƛƻƛƴŦƻǊƳΦΣ ǾƻƭΦ ннΣ ƴƻΦ нΣ ǇǇΦ мосмςмоттΣ aŀǊΦ нлнмΣ ŘƻƛΥ млΦмлфоκōƛōκōōŀŀоунΦ 

ώмппϐ aΦ ¢Φ ǳƭ vŀƳŀǊΣ {Φ aΦ !ƭǉŀƘǘŀƴƛΣ aΦ !Φ !ƭŀƳǊƛΣ ŀƴŘ [Φ [Φ /ƘŜƴΣ Ψ{ǘǊǳŎǘǳǊŀƭ ōŀǎƛǎ ƻŦ {!w{π
/ƻ±πн о/[ǇǊƻ ŀƴŘ ŀƴǝπ/h±L5πмф ŘǊǳƎ ŘƛǎŎƻǾŜǊȅ ŦǊƻƳ ƳŜŘƛŎƛƴŀƭ ǇƭŀƴǘǎΩΣ WΦ tƘŀǊƳΦ !ƴŀƭΦΣ ǾƻƭΦ 
млΣ ƴƻΦ пΣ ǇǇΦ омоςомфΣ !ǳƎΦ нлнлΣ ŘƻƛΥ млΦмлмсκƧΦƧǇƘŀΦнлнлΦлоΦллфΦ 

ώмпрϐ 9Φ bΦ aǳǊŀǘƻǾ Ŝǘ ŀƭΦΣ Ψ! ŎǊƛǝŎŀƭ ƻǾŜǊǾƛŜǿ ƻŦ ŎƻƳǇǳǘŀǝƻƴŀƭ ŀǇǇǊƻŀŎƘŜǎ ŜƳǇƭƻȅŜŘ ŦƻǊ 
/h±L5πмф ŘǊǳƎ ŘƛǎŎƻǾŜǊȅΩΣ /ƘŜƳΦ {ƻŎΦ wŜǾΦΣ ǾƻƭΦ рлΣ ƴƻΦ мсΣ ǇǇΦ фмнмςфмрмΣ !ǳƎΦ нлнмΣ ŘƻƛΥ 
млΦмлофκŘлŎǎлмлсрƪΦ 

ώмпсϐ aΦ CΦ !ŘŀǎƳŜ Ŝǘ ŀƭΦΣ Ψt[Lt нлнмΥ 9ȄǇŀƴŘƛƴƎ ǘƘŜ ǎŎƻǇŜ ƻŦ ǘƘŜ ǇǊƻǘŜƛƴςƭƛƎŀƴŘ ƛƴǘŜǊŀŎǝƻƴ 
ǇǊƻŬƭŜǊ ǘƻ 5b! ŀƴŘ wb!ΩΣ bǳŎƭŜƛŎ !ŎƛŘǎ wŜǎΦΣ ǾƻƭΦ пфΣ ƴƻΦ ²мΣ ǇǇΦ ²ролς²ропΣ WǳƭΦ нлнмΣ 
ŘƻƛΥ млΦмлфоκƴŀǊκƎƪŀōнфпΦ 

ώмптϐ {Φ {ŀƭŜƴǝƴΣ {Φ {ŎƘǊŜƛōŜǊΣ ±Φ WΦ IŀǳǇǘΣ aΦ CΦ !ŘŀǎƳŜΣ ŀƴŘ aΦ {ŎƘǊƻŜŘŜǊΣ Ψt[LtΥ Cǳƭƭȅ 
ŀǳǘƻƳŀǘŜŘ ǇǊƻǘŜƛƴςƭƛƎŀƴŘ ƛƴǘŜǊŀŎǝƻƴ ǇǊƻŬƭŜǊΩΣ bǳŎƭŜƛŎ !ŎƛŘǎ wŜǎΦΣ ǾƻƭΦ поΣ ƴƻΦ ²мΣ ǇǇΦ 
²ппоς²пптΣ нлмрΣ ŘƻƛΥ млΦмлфоκƴŀǊκƎƪǾомрΦ 

ώмпуϐ IΦ .ŜǊƳŀƴΣ YΦ IŜƴǊƛŎƪΣ IΦ bŀƪŀƳǳǊŀΣ ŀƴŘ WΦ [Φ aŀǊƪƭŜȅΣ Ψ¢ƘŜ ǿƻǊƭŘǿƛŘŜ tǊƻǘŜƛƴ 5ŀǘŀ .ŀƴƪ 
όǿǿt5.ύΥ 9ƴǎǳǊƛƴƎ ŀ ǎƛƴƎƭŜΣ ǳƴƛŦƻǊƳ ŀǊŎƘƛǾŜ ƻŦ t5. ŘŀǘŀΩΣ bǳŎƭŜƛŎ !ŎƛŘǎ wŜǎΦΣ ǾƻƭΦ орΣ ƴƻΦ 
{¦tt[Φ мΣ ǇǇΦ 5олмς5олоΣ WŀƴΦ нллтΣ ŘƻƛΥ млΦмлфоκƴŀǊκƎƪƭфтмΦ 
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ώмпфϐ {Φ {ŀƭŜƴǝƴ Ŝǘ ŀƭΦΣ ΨCǊƻƳ ƳŀƭŀǊƛŀ ǘƻ ŎŀƴŎŜǊΥ /ƻƳǇǳǘŀǝƻƴŀƭ ŘǊǳƎ ǊŜǇƻǎƛǝƻƴƛƴƎ ƻŦ 
ŀƳƻŘƛŀǉǳƛƴŜ ǳǎƛƴƎ t[Lt ƛƴǘŜǊŀŎǝƻƴ ǇŀǧŜǊƴǎΩΣ {ŎƛΦ wŜǇΦΣ ǾƻƭΦ тΣ ƴƻΦ мΣ ǇΦ ммплмΣ 5ŜŎΦ нлмтΣ 
ŘƻƛΥ млΦмлоуκǎпмрфуπлмтπммфнпπпΦ 

ώмрлϐ aΦ CΦ !ŘŀǎƳŜ Ŝǘ ŀƭΦΣ Ψ{ǘǊǳŎǘǳǊŜπōŀǎŜŘ ŘǊǳƎ ǊŜǇƻǎƛǝƻƴƛƴƎ ŜȄǇƭŀƛƴǎ ƛōǊǳǝƴƛō ŀǎ ±9DCwн 
ƛƴƘƛōƛǘƻǊΩΣ t[ƻ{ hb9Σ ǾƻƭΦ мрΣ ƴƻΦ рΣ aŀȅ нлнлΣ ŘƻƛΥ млΦмотмκƧƻǳǊƴŀƭΦǇƻƴŜΦлноолуфΦ 

ώмрмϐ aΦ CΦ !ŘŀǎƳŜ Ŝǘ ŀƭΦΣ ΨwŜǇƻǎƛǝƻƴŜŘ ŘǊǳƎǎ ŦƻǊ ŎƘŀƎŀǎ ŘƛǎŜŀǎŜ ǳƴǾŜƛƭŜŘ Ǿƛŀ ǎǘǊǳŎǘǳǊŜπōŀǎŜŘ 
ŘǊǳƎ ǊŜǇƻǎƛǝƻƴƛƴƎΩΣ LƴǘΦ WΦ aƻƭΦ {ŎƛΦΣ ǾƻƭΦ нмΣ ƴƻΦ ннΣ ǇΦ уулфΣ bƻǾΦ нлнлΣ ŘƻƛΥ 
млΦоофлκƛƧƳǎнмннуулфΦ 

ώмрнϐ 5Φ wƻƎŜǊǎ ŀƴŘ aΦ IŀƘƴΣ Ψ9ȄǘŜƴŘŜŘπŎƻƴƴŜŎǝǾƛǘȅ ŬƴƎŜǊǇǊƛƴǘǎΩΣ WΦ /ƘŜƳΦ LƴŦΦ aƻŘŜƭΦΣ ǾƻƭΦ рлΣ 
ƴƻΦ рΣ ǇǇΦ тпнςтрпΣ aŀȅ нлмлΣ ŘƻƛΥ млΦмлнмκŎƛмлллрлǘΦ 

ώмроϐ tΦ ±ƛǊǘŀƴŜƴ Ŝǘ ŀƭΦΣ Ψ{Ŏƛtȅ мΦлΥ CǳƴŘŀƳŜƴǘŀƭ ŀƭƎƻǊƛǘƘƳǎ ŦƻǊ ǎŎƛŜƴǝŬŎ ŎƻƳǇǳǝƴƎ ƛƴ tȅǘƘƻƴΩΣ 
bŀǘΦ aŜǘƘƻŘǎΣ ǾƻƭΦ мтΣ ƴƻΦ оΣ ǇǇΦ нсмςнтнΣ aŀǊΦ нлнлΣ ŘƻƛΥ млΦмлоуκǎпмрфнπлмфπлсусπнΦ 

ώмрпϐ aΦ YǳȊƛƪƻǾ Ŝǘ ŀƭΦΣ ΨLŘŜƴǝŬŎŀǝƻƴ ƻŦ LƴƘƛōƛǘƻǊǎ ƻŦ {!w{π/ƻ±πн о/[πǇǊƻ ŜƴȊȅƳŀǝŎ ŀŎǝǾƛǘȅ 
ǳǎƛƴƎ ŀ ǎƳŀƭƭ ƳƻƭŜŎǳƭŜ ƛƴ ǾƛǘǊƻ ǊŜǇǳǊǇƻǎƛƴƎ ǎŎǊŜŜƴΩΣ !/{ tƘŀǊƳŀŎƻƭΦ ¢ǊŀƴǎƭΦ {ŎƛΦΣ ǾƻƭΦ пΣ ƴƻΦ оΣ 
ǇǇΦ млфсςмммлΣ WǳƴΦ нлнмΣ ŘƻƛΥ млΦмлнмκŀŎǎǇǘǎŎƛΦлŎллнмсΦ 

ώмррϐ !Φ {ƻƴƻǳǎƛΣ IΦ !Φ aŀƘǊŀƴΣ LΦ aΦ LōǊŀƘƛƳΣ aΦ bΦ LōǊŀƘƛƳΣ !Φ !Φ 9ƭŬƪȅΣ ŀƴŘ ²Φ aΦ 9ƭǎƘŜƳŜȅΣ 
ΨbƻǾŜƭ ŀŘŜƴƻǎƛƴŜ ŘŜǊƛǾŀǝǾŜǎ ŀƎŀƛƴǎǘ {!w{π/ƻ±πн wb!πŘŜǇŜƴŘŜƴǘ wb! ǇƻƭȅƳŜǊŀǎŜΥ !ƴ ƛƴ 
ǎƛƭƛŎƻ ǇŜǊǎǇŜŎǝǾŜΩΣ tƘŀǊƳŀŎƻƭΦ wŜǇΦΣ ǾƻƭΦ тоΣ ƴƻΦ сΣ ǇǇΦ мтрпςмтспΣ 5ŜŎΦ нлнмΣ ŘƻƛΥ 
млΦмллтκǎпопплπлнмπллоллπфΦ 

ώмрсϐ !Φ aΦ wŀōƛŜΣ ΨtƻǘŜƴǘ ƛƴƘƛōƛǘƻǊȅ ŀŎǝǾƛǝŜǎ ƻŦ ǘƘŜ ŀŘŜƴƻǎƛƴŜ ŀƴŀƭƻƎǳŜ ŎƻǊŘȅŎŜǇƛƴ ƻƴ {!w{π
/ƻ±πн ǊŜǇƭƛŎŀǝƻƴΩΣ !/{ hƳŜƎŀΣ ǾƻƭΦ тΣ ƴƻΦ оΣ ǇǇΦ нфслςнфсфΣ WŀƴΦ нлннΣ ŘƻƛΥ 
млΦмлнмκŀŎǎƻƳŜƎŀΦмŎлрффуΦ 

ώмртϐ 5Φ ¢ƛŀƴ Ŝǘ ŀƭΦΣ Ψ!ƴ ǳǇŘŀǘŜ ǊŜǾƛŜǿ ƻŦ ŜƳŜǊƎƛƴƎ ǎƳŀƭƭπƳƻƭŜŎǳƭŜ ǘƘŜǊŀǇŜǳǝŎ ƻǇǝƻƴǎ ŦƻǊ 
/h±L5πмфΩΣ .ƛƻƳŜŘΦ tƘŀǊƳŀŎƻǘƘŜǊΦΣ ǾƻƭΦ мотΣ aŀȅ нлнмΣ ŘƻƛΥ млΦмлмсκƧΦōƛƻǇƘŀΦнлнмΦмммомоΦ 

ώмруϐ ¢Φ ½Ƙǳ Ŝǘ ŀƭΦΣ ΨIƛǘ ƛŘŜƴǝŬŎŀǝƻƴ ŀƴŘ ƻǇǝƳƛȊŀǝƻƴ ƛƴ ǾƛǊǘǳŀƭ ǎŎǊŜŜƴƛƴƎΥ tǊŀŎǝŎŀƭ 
ǊŜŎƻƳƳŜƴŘŀǝƻƴǎ ōŀǎŜŘ ƻƴ ŀ ŎǊƛǝŎŀƭ ƭƛǘŜǊŀǘǳǊŜ ŀƴŀƭȅǎƛǎΩΣ WΦ aŜŘΦ /ƘŜƳΦΣ ǾƻƭΦ рсΣ ƴƻΦ мтΣ ǇǇΦ 
срслςсртнΣ {ŜǇΦ нлмоΣ ŘƻƛΥ млΦмлнмκƧƳолмфмсōΦ 

ώмрфϐ IΦ 5ƻ Ŝǘ ŀƭΦΣ Ψ/Ǌȅǎǘŀƭ ǎǘǊǳŎǘǳǊŜ ƻŦ ¦ōƛ·Σ ŀƴ ŀǊƻƳŀǝŎ ŀŎƛŘ ŘŜŎŀǊōƻȄȅƭŀǎŜ ŦǊƻƳ ǘƘŜ 
ǇǎȅŎƘǊƻǇƘƛƭƛŎ ōŀŎǘŜǊƛǳƳ /ƻƭǿŜƭƭƛŀ ǇǎȅŎƘǊŜǊȅǘƘǊŀŜŀ ǘƘŀǘ ǳƴŘŜǊƎƻŜǎ CabπƛƴŘǳŎŜŘ 
ŎƻƴŦƻǊƳŀǝƻƴŀƭ ŎƘŀƴƎŜǎΩΣ {ŎƛΦ wŜǇΦΣ ǾƻƭΦ рΣ ǇΦ умфсΣ CŜōΦ нлмрΣ ŘƻƛΥ млΦмлоуκǎǊŜǇлумфсΦ 

ώмслϐ wΦ !Φ !ƪŀǎƻǾ Ŝǘ ŀƭΦΣ ΨwƛōƻƅŀǾƛƴ ŦƻǊ /h±L5πмф ŀŘƧǳǾŀƴǘ ǘǊŜŀǘƳŜƴǘ ƛƴ ǇŀǝŜƴǘǎ ǿƛǘƘ ƳŜƴǘŀƭ 
ƘŜŀƭǘƘ ŘƛǎƻǊŘŜǊǎΥ hōǎŜǊǾŀǝƻƴŀƭ ǎǘǳŘȅΩΣ CǊƻƴǘΦ tƘŀǊƳŀŎƻƭΦΣ ǾƻƭΦ моΣ aŀǊΦ нлннΣ ŘƻƛΥ 
млΦооуфκŦǇƘŀǊΦнлннΦтрртпрΦ 

ώмсмϐ WΦ wΦ IƻǊǘƻƴΣ YΦ {ŀǿŀŘŀΣ aΦ bƛǎƘƛōƻǊƛΣ ŀƴŘ ·Φ /ƘŜƴƎΣ Ψ{ǘǊǳŎǘǳǊŀƭ ōŀǎƛǎ ŦƻǊ ƛƴƘƛōƛǝƻƴ ƻŦ 
ƘƛǎǘŀƳƛƴŜ bπƳŜǘƘȅƭǘǊŀƴǎŦŜǊŀǎŜ ōȅ ŘƛǾŜǊǎŜ ŘǊǳƎǎΩΣ WΦ aƻƭΦ .ƛƻƭΦΣ ǾƻƭΦ ороΣ ƴƻΦ нΣ ǇǇΦ оопςоппΣ 
hŎǘΦ нллрΣ ŘƻƛΥ млΦмлмсκƧΦƧƳōΦнллрΦлуΦлплΦ 

ώмснϐ DΦ .ƻŎŎƛ Ŝǘ ŀƭΦΣ Ψ±ƛǊǘǳŀƭ ŀƴŘ ƛƴ ǾƛǘǊƻ ŀƴǝǾƛǊŀƭ ǎŎǊŜŜƴƛƴƎ ǊŜǾƛǾŜ ǘƘŜǊŀǇŜǳǝŎ ŘǊǳƎǎ ŦƻǊ /h±L5π
мфΩΣ !/{ tƘŀǊƳŀŎƻƭΦ ¢ǊŀƴǎƭΦ {ŎƛΦΣ ǾƻƭΦ оΣ ƴƻΦ сΣ ǇǇΦ мнтуςмнфнΣ 5ŜŎΦ нлнлΣ ŘƻƛΥ 
млΦмлнмκŀŎǎǇǘǎŎƛΦлŎллмомΦ 

ώмсоϐ aΦ IŀƎŀǊΣ IΦ !Φ !ƘƳŜŘΣ DΦ !ƭƧƻƘŀƴƛΣ ŀƴŘ hΦ !Φ !ƭƘŀŘŘŀŘΣ ΨLƴǾŜǎǝƎŀǝƻƴ ƻŦ ǎƻƳŜ ŀƴǝǾƛǊŀƭ 
ƴπƘŜǘŜǊƻŎȅŎƭŜǎ ŀǎ /h±L5 мф ŘǊǳƎΥ aƻƭŜŎǳƭŀǊ ŘƻŎƪƛƴƎ ŀƴŘ 5C¢ ŎŀƭŎǳƭŀǝƻƴǎΩΣ LƴǘΦ WΦ aƻƭΦ {ŎƛΦΣ 
ǾƻƭΦ нмΣ ƴƻΦ ммΣ ǇΦ офннΣ WǳƴΦ нлнлΣ ŘƻƛΥ млΦоофлκƛƧƳǎнмммофннΦ 

ώмспϐ {Φ [ƻǊŜƴȊΣ tΦ 5ŜƴƎΣ hΦ IŀƴǘǎŎƘŜƭΣ DΦ {ǳǇŜǊǝπCǳǊƎŀΣ ŀƴŘ WΦ YǳǊƛȅŀƴΣ Ψ/Ǌȅǎǘŀƭ ǎǘǊǳŎǘǳǊŜ ƻŦ ŀƴ 
{IнπƪƛƴŀǎŜ ŎƻƴǎǘǊǳŎǘ ƻŦ Ŏπ!ōƭ ŀƴŘ ŜũŜŎǘ ƻŦ ǘƘŜ {Iн ŘƻƳŀƛƴ ƻƴ ƪƛƴŀǎŜ ŀŎǝǾƛǘȅΩΣ .ƛƻŎƘŜƳΦ WΦΣ 
ǾƻƭΦ псуΣ ƴƻΦ нΣ ǇǇΦ нуоςнфмΣ нлмрΣ ŘƻƛΥ млΦмлпнκōƧнлмпмпфнΦ 

ώмсрϐ 9Φ !ōǊǳȊȊŜǎŜΣ [Φ [ǳŎƛŀƴƻΣ CΦ 5Ω!ƎƻǎǝƴƻΣ aΦ aΦ ¢ǊŀǿƛƴǎƪŀΣ CΦ tŀƴŜΣ ŀƴŘ tΦ ŘŜ CŀōǊƛǝƛǎΣ Ψ{!w{π
/ƻ±πн ό/h±L5πмфύ ŀƴŘ ŎƘǊƻƴƛŎ ƳȅŜƭƻƛŘ ƭŜǳƪŜƳƛŀ ό/a[ύΥ ! ŎŀǎŜ ǊŜǇƻǊǘ ŀƴŘ ǊŜǾƛŜǿ ƻŦ !.[ 
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ƪƛƴŀǎŜ ƛƴǾƻƭǾŜƳŜƴǘ ƛƴ ǾƛǊŀƭ ƛƴŦŜŎǝƻƴΩΣ aŜŘƛǘŜǊǊΦ WΦ IŜƳŀǘƻƭΦ LƴŦŜŎǘΦ 5ƛǎΦΣ ǾƻƭΦ мнΣ ƴƻΦ мΣ нлнлΣ 
ŘƻƛΥ млΦплупκƳƧƘƛŘΦнлнлΦломΦ 

ώмссϐ wΦ ·ƛŀƴƎ Ŝǘ ŀƭΦΣ ΨwŜŎŜƴǘ ŀŘǾŀƴŎŜǎ ƛƴ ŘŜǾŜƭƻǇƛƴƎ ǎƳŀƭƭπƳƻƭŜŎǳƭŜ ƛƴƘƛōƛǘƻǊǎ ŀƎŀƛƴǎǘ {!w{π
/ƻ±πнΩΣ !Ŏǘŀ tƘŀǊƳΦ {ƛƴΦ .Σ ǾƻƭΦ мнΣ ƴƻΦ пΣ ǇǇΦ мрфмςмсноΣ !ǇǊΦ нлннΣ ŘƻƛΥ 
млΦмлмсκƧΦŀǇǎōΦнлнмΦлсΦлмсΦ 

ώмстϐ aΦ /ŀǊŀŎŎƛƻƭƻ Ŝǘ ŀƭΦΣ Ψ9ŶŎŀŎȅ ŀƴŘ ŜũŜŎǘ ƻŦ ƛƴƘŀƭŜŘ ŀŘŜƴƻǎƛƴŜ ǘǊŜŀǘƳŜƴǘ ƛƴ ƘƻǎǇƛǘŀƭƛȊŜŘ 
/h±L5πмф ǇŀǝŜƴǘǎΩΣ CǊƻƴǘΦ LƳƳǳƴƻƭΦΣ ǾƻƭΦ мнΣ ǇΦ смолтлΣ aŀǊΦ нлнмΣ ŘƻƛΥ 
млΦооуфκŬƳƳǳΦнлнмΦсмолтлΦ 

ώмсуϐ /Φ CŀƭŎƻƴŜ Ŝǘ ŀƭΦΣ Ψ/ŀƴ ŀŘŜƴƻǎƛƴŜ ŬƎƘǘ /h±L5πмф ŀŎǳǘŜ ǊŜǎǇƛǊŀǘƻǊȅ ŘƛǎǘǊŜǎǎ ǎȅƴŘǊƻƳŜΚΩΣ WΦ 
/ƭƛƴΦ aŜŘΦΣ ǾƻƭΦ фΣ ƴƻΦ фΣ ǇΦ олпрΣ {ŜǇΦ нлнлΣ ŘƻƛΥ млΦоофлκƧŎƳфлфолпрΦ 

ώмсфϐ wΦ CΦ 5Φ CǊŜƛǘŀǎ ŀƴŘ aΦ {ŎƘŀǇƛǊŀΣ Ψ! ǎȅǎǘŜƳŀǝŎ ŀƴŀƭȅǎƛǎ ƻŦ ŀǘƻƳƛŎ ǇǊƻǘŜƛƴςƭƛƎŀƴŘ 
ƛƴǘŜǊŀŎǝƻƴǎ ƛƴ ǘƘŜ t5.ΩΣ aŜŘ/ƘŜƳ/ƻƳƳΣ ǾƻƭΦ уΣ ƴƻΦ млΣ ǇǇΦ мфтлςмфумΣ нлмтΣ ŘƻƛΥ 
млΦмлофκŎтƳŘллоумŀΦ 

ώмтлϐ WΦ ¢ŀƴ Ŝǘ ŀƭΦΣ ΨǇIπŘŜǇŜƴŘŜƴǘ ŎƻƴŦƻǊƳŀǝƻƴŀƭ ƅŜȄƛōƛƭƛǘȅ ƻŦ ǘƘŜ {!w{π/ƻ± Ƴŀƛƴ ǇǊƻǘŜƛƴŀǎŜ 
όaǇǊƻύ ŘƛƳŜǊΥ aƻƭŜŎǳƭŀǊ ŘȅƴŀƳƛŎǎ ǎƛƳǳƭŀǝƻƴǎ ŀƴŘ ƳǳƭǝǇƭŜ ·πǊŀȅ ǎǘǊǳŎǘǳǊŜ ŀƴŀƭȅǎŜǎΩΣ WΦ aƻƭΦ 
.ƛƻƭΦΣ ǾƻƭΦ орпΣ ƴƻΦ мΣ ǇǇΦ нрςплΣ bƻǾΦ нллрΣ ŘƻƛΥ млΦмлмсκƧΦƧƳōΦнллрΦлфΦлмнΦ 

ώмтмϐ YΦ !Φ {ǳƭŀƛƳŀƴ Ŝǘ ŀƭΦΣ Ψ!ǎŎƻǊōƛŎ ŀŎƛŘ ŀǎ ŀƴ ŀŘƧǳƴŎǝǾŜ ǘƘŜǊŀǇȅ ƛƴ ŎǊƛǝŎŀƭƭȅ ƛƭƭ ǇŀǝŜƴǘǎ ǿƛǘƘ 
/h±L5πмфΥ ! ǇǊƻǇŜƴǎƛǘȅ ǎŎƻǊŜ ƳŀǘŎƘŜŘ ǎǘǳŘȅΩΣ {ŎƛΦ wŜǇΦΣ ǾƻƭΦ ммΣ ƴƻΦ мΣ ǇΦ мтспуΣ 5ŜŎΦ нлнмΣ 
ŘƻƛΥ млΦмлоуκǎпмрфуπлнмπфстлоπȅΦ 

ώмтнϐ {Φ ¢ƘƻƳŀǎ Ŝǘ ŀƭΦΣ Ψ9ũŜŎǘ ƻŦ ƘƛƎƘπŘƻǎŜ ȊƛƴŎ ŀƴŘ ŀǎŎƻǊōƛŎ ŀŎƛŘ ǎǳǇǇƭŜƳŜƴǘŀǝƻƴ Ǿǎ ǳǎǳŀƭ 
ŎŀǊŜ ƻƴ ǎȅƳǇǘƻƳ ƭŜƴƎǘƘ ŀƴŘ ǊŜŘǳŎǝƻƴ ŀƳƻƴƎ ŀƳōǳƭŀǘƻǊȅ ǇŀǝŜƴǘǎ ǿƛǘƘ {!w{π/ƻ±πн 
ƛƴŦŜŎǝƻƴΥ ¢ƘŜ /h±L5 ! ǘƻ ½ ǊŀƴŘƻƳƛȊŜŘ ŎƭƛƴƛŎŀƭ ǘǊƛŀƭΩΣ W!a! bŜǘǿΦ hǇŜƴΣ ǾƻƭΦ пΣ ƴƻΦ нΣ CŜōΦ 
нлнмΣ ŘƻƛΥ млΦмллмκƧŀƳŀƴŜǘǿƻǊƪƻǇŜƴΦнлнмΦлосфΦ 

ώмтоϐ /Φ tƛǳōŜƭƭƛ Ŝǘ ŀƭΦΣ Ψ²ƛŘŜ wŜŀƭπ[ƛŦŜ 5ŀǘŀ {ǳǇǇƻǊǘ wŜŘǳŎŜŘ {ŜƴǎƛǝǾƛǘȅ ƻŦ !ƴǝƎŜƴ ¢Ŝǎǘǎ ŦƻǊ 
hƳƛŎǊƻƴ {!w{π/ƻ±πн LƴŦŜŎǝƻƴǎΩΣ ±ƛǊǳǎŜǎΣ ǾƻƭΦ мсΣ ƴƻΦ рΣ ǇΦ сртΣ aŀȅ нлнпΣ ŘƻƛΥ 
млΦоофлκ±мслрлсртκ{мΦ 

ώмтпϐ ²Φ IΦ hǊƎŀƴƛȊŀǝƻƴΣ Ψ²Ih /ƻǊƻƴŀǾƛǊǳǎ ό/h±L5πмфύ 5ŀǎƘōƻŀǊŘΩΦ нлноΦ ώhƴƭƛƴŜϐΦ !ǾŀƛƭŀōƭŜΥ 
ƘǧǇǎΥκκŘŀǘŀΦǿƘƻΦƛƴǘκŘŀǎƘōƻŀǊŘǎκŎƻǾƛŘмфκ 

ώмтрϐ .Φ WΦ ¢ǊƻƳōŜǊƎ Ŝǘ ŀƭΦΣ ΨwŀǇƛŘ {ŎŀƭƛƴƎ ¦Ǉ ƻŦ /ƻǾƛŘπмф 5ƛŀƎƴƻǎǝŎ ¢ŜǎǝƴƎ ƛƴ ǘƘŜ ¦ƴƛǘŜŘ {ǘŀǘŜǎ 
τ ¢ƘŜ bLI w!5Ȅ LƴƛǝŀǝǾŜΩΣ bŜǿ 9ƴƎƭŀƴŘ WƻǳǊƴŀƭ ƻŦ aŜŘƛŎƛƴŜΣ ǾƻƭΦ оуоΣ ƴƻΦ ммΣ ǇǇΦ млтмς
млттΣ {ŜǇΦ нлнлΣ ŘƻƛΥ млΦмлрсκb9Wa{wнлнннсоΦ 

ώмтсϐ {Φ CƻǳǊŀǝ Ŝǘ ŀƭΦΣ ΨtŜǊŦƻǊƳŀƴŎŜ ƻŦ ǎƛȄ ǊŀǇƛŘ ŘƛŀƎƴƻǎǝŎ ǘŜǎǘǎ ŦƻǊ {!w{π/ƻ±πн ŀƴǝƎŜƴ 
ŘŜǘŜŎǝƻƴ ŀƴŘ ƛƳǇƭƛŎŀǝƻƴǎ ŦƻǊ ǇǊŀŎǝŎŀƭ ǳǎŜΩΣ WƻǳǊƴŀƭ ƻŦ /ƭƛƴƛŎŀƭ ±ƛǊƻƭƻƎȅΣ ǾƻƭΦ мпнΣ {ŜǇΦ нлнмΣ 
ŘƻƛΥ млΦмлмсκWΦW/±ΦнлнмΦмлпфолΦ 

ώмттϐ ½Φ .ŀƛΣ ¸Φ /ŀƻΣ ²Φ [ƛǳΣ ŀƴŘ WΦ [ƛΣ Ψ¢ƘŜ ǎŀǊǎπŎƻǾπн ƴǳŎƭŜƻŎŀǇǎƛŘ ǇǊƻǘŜƛƴ ŀƴŘ ƛǘǎ ǊƻƭŜ ƛƴ ǾƛǊŀƭ 
ǎǘǊǳŎǘǳǊŜΣ ōƛƻƭƻƎƛŎŀƭ ŦǳƴŎǝƻƴǎΣ ŀƴŘ ŀ ǇƻǘŜƴǝŀƭ ǘŀǊƎŜǘ ŦƻǊ ŘǊǳƎ ƻǊ ǾŀŎŎƛƴŜ ƳƛǝƎŀǝƻƴΩΣ ±ƛǊǳǎŜǎΣ 
ǾƻƭΦ моΣ ƴƻΦ сΣ WǳƴΦ нлнмΣ ŘƻƛΥ млΦоофлκ±молсмммрΦ 

ώмтуϐ .Φ 5ƛŀƻ Ŝǘ ŀƭΦΣ Ψ!ŎŎǳǊŀŎȅ ƻŦ ŀ ƴǳŎƭŜƻŎŀǇǎƛŘ ǇǊƻǘŜƛƴ ŀƴǝƎŜƴ ǊŀǇƛŘ ǘŜǎǘ ƛƴ ǘƘŜ ŘƛŀƎƴƻǎƛǎ ƻŦ 
{!w{π/ƻ±πн ƛƴŦŜŎǝƻƴΩΣ /ƭƛƴƛŎŀƭ aƛŎǊƻōƛƻƭƻƎȅ ŀƴŘ LƴŦŜŎǝƻƴΣ ǾƻƭΦ нтΣ ƴƻΦ нΣ ǇΦ нуфΦŜмπнуфΦŜпΣ 
CŜōΦ нлнмΣ ŘƻƛΥ млΦмлмсκWΦ/aLΦнлнлΦлфΦлртΦ 

ώмтфϐ DΦ /Φ aŀƪ Ŝǘ ŀƭΦΣ Ψ9Ǿŀƭǳŀǝƻƴ ƻŦ ǊŀǇƛŘ ŀƴǝƎŜƴ ǘŜǎǘ ŦƻǊ ŘŜǘŜŎǝƻƴ ƻŦ {!w{π/ƻ±πн ǾƛǊǳǎΩΣ 
WƻǳǊƴŀƭ ƻŦ /ƭƛƴƛŎŀƭ ±ƛǊƻƭƻƎȅΣ ǾƻƭΦ мнфΣ !ǳƎΦ нлнлΣ ŘƻƛΥ млΦмлмсκWΦW/±ΦнлнлΦмлпрллΦ 

ώмулϐ [Φ tƻǊǘŜ Ŝǘ ŀƭΦΣ Ψ9Ǿŀƭǳŀǝƻƴ ƻŦ ŀ ƴƻǾŜƭ ŀƴǝƎŜƴπōŀǎŜŘ ǊŀǇƛŘ ŘŜǘŜŎǝƻƴ ǘŜǎǘ ŦƻǊ ǘƘŜ ŘƛŀƎƴƻǎƛǎ 
ƻŦ {!w{π/ƻ±πн ƛƴ ǊŜǎǇƛǊŀǘƻǊȅ ǎŀƳǇƭŜǎΩΣ LƴǘŜǊƴŀǝƻƴŀƭ WƻǳǊƴŀƭ ƻŦ LƴŦŜŎǝƻǳǎ 5ƛǎŜŀǎŜǎΣ ǾƻƭΦ ффΣ 
ǇǇΦ онуςоооΣ hŎǘΦ нлнлΣ ŘƻƛΥ млΦмлмсκWΦLWL5ΦнлнлΦлрΦлфуΦ 
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ώмумϐ ²Φ {ƻƴƎ Ŝǘ ŀƭΦΣ Ψ¢ƘŜ ǊƻƭŜ ƻŦ {!w{π/ƻ±πн b ǇǊƻǘŜƛƴ ƛƴ ŘƛŀƎƴƻǎƛǎ ŀƴŘ ǾŀŎŎƛƴŀǝƻƴ ƛƴ ǘƘŜ 
ŎƻƴǘŜȄǘ ƻŦ ŜƳŜǊƎƛƴƎ ǾŀǊƛŀƴǘǎΥ ǇǊŜǎŜƴǘ ǎǘŀǘǳǎ ŀƴŘ ǇǊƻǎǇŜŎǘǎΩΣ CǊƻƴǝŜǊǎ ƛƴ aƛŎǊƻōƛƻƭƻƎȅΣ ǾƻƭΦ 
мпΣ нлноΣ ŘƻƛΥ млΦооуфκCaL/.ΦнлноΦмнмтрстΦ 

ώмунϐ Ψ!ǎǎŜǎǎƳŜƴǘ ƻŦ ǘƘŜ CǳǊǘƘŜǊ {ǇǊŜŀŘ ŀƴŘ tƻǘŜƴǝŀƭ LƳǇŀŎǘ ƻŦ ǘƘŜ {!w{π/ƻ±πн hƳƛŎǊƻƴ 
±ŀǊƛŀƴǘ ƻŦ /ƻƴŎŜǊƴ ƛƴ ǘƘŜ 9¦κ99!Σ мфǘƘ ¦ǇŘŀǘŜΩΦ ώhƴƭƛƴŜϐΦ !ǾŀƛƭŀōƭŜΥ 
ƘǧǇǎΥκκǿǿǿΦŜŎŘŎΦŜǳǊƻǇŀΦŜǳκŜƴκǇǳōƭƛŎŀǝƻƴǎπŘŀǘŀκŎƻǾƛŘπмфπƻƳƛŎǊƻƴπǊƛǎƪπŀǎǎŜǎǎƳŜƴǘπ
ŦǳǊǘƘŜǊπŜƳŜǊƎŜƴŎŜπŀƴŘπǇƻǘŜƴǝŀƭπƛƳǇŀŎǘ 

ώмуоϐ bΦ LΦ ŦƻǊ /Φ 5ƛǎŜŀǎŜǎΣ Ψ¢ƘŜ 5ŀƛƭȅ /ƻǾƛŘπмф 9ũŜŎǝǾŜ wŜǇǊƻŘǳŎǝǾŜ bǳƳōŜǊ όwύ ƛƴ {ƻǳǘƘ 
!ŦǊƛŎŀΩΦ нлнмΦ ώhƴƭƛƴŜϐΦ !ǾŀƛƭŀōƭŜΥ ƘǧǇǎΥκκǿǿǿΦƴƛŎŘΦŀŎΦȊŀκǿǇπ
ŎƻƴǘŜƴǘκǳǇƭƻŀŘǎκнлнмκмнκ/h±L5πмфπ9ũŜŎǝǾŜπwŜǇǊƻŘǳŎǝǾŜπbǳƳōŜǊπƛƴπ{ƻǳǘƘπ!ŦǊƛŎŀπ
ǿŜŜƪπрмΦǇŘŦ 

ώмупϐ [Φ ²ŀƴƎ ŀƴŘ DΦ /ƘŜƴƎΣ Ψ{ŜǉǳŜƴŎŜ ŀƴŀƭȅǎƛǎ ƻŦ ǘƘŜ ŜƳŜǊƎƛƴƎ {!w{π/ƻ±πн ǾŀǊƛŀƴǘ hƳƛŎǊƻƴ 
ƛƴ {ƻǳǘƘ !ŦǊƛŎŀΩΣ WƻǳǊƴŀƭ ƻŦ aŜŘƛŎŀƭ ±ƛǊƻƭƻƎȅΣ ǾƻƭΦ фпΣ ƴƻΦ пΣ ǇǇΦ мтнуςмтооΣ !ǇǊΦ нлннΣ ŘƻƛΥ 
млΦмллнκWa±ΦнтрмсΦ 

ώмурϐ vΦ ¸ŀƴƎΣ !Φ !Φ {Φ {ȅŜŘΣ !Φ CŀƘƛǊŀΣ ŀƴŘ ¸Φ {ƘƛΣ Ψ{ǘǊǳŎǘǳǊŀƭ !ƴŀƭȅǎƛǎ ƻŦ ǘƘŜ {!w{π/ƻ±πн hƳƛŎǊƻƴ 
±ŀǊƛŀƴǘ tǊƻǘŜƛƴǎΩΣ wŜǎŜŀǊŎƘΣ ǾƻƭΦ нлнмΣ WŀƴΦ нлнмΣ ŘƻƛΥ млΦопмооκнлнмκфтсфрусΦ 

ώмусϐ 9Φ .ƻŜƘƳΣ LΦ YǊƻƴƛƎΣ wΦ !Φ bŜƘŜǊΣ LΦ 9ŎƪŜǊƭŜΣ tΦ ±ŜǧŜǊΣ ŀƴŘ [Φ YŀƛǎŜǊΣ ΨbƻǾŜƭ {!w{π/ƻ±πн 
ǾŀǊƛŀƴǘǎΥ ǘƘŜ ǇŀƴŘŜƳƛŎǎ ǿƛǘƘƛƴ ǘƘŜ ǇŀƴŘŜƳƛŎΩΣ /ƭƛƴƛŎŀƭ aƛŎǊƻōƛƻƭƻƎȅ ŀƴŘ LƴŦŜŎǝƻƴΣ ǾƻƭΦ нтΣ 
ƴƻΦ уΣ ǇǇΦ ммлфςмммтΣ !ǳƎΦ нлнмΣ ŘƻƛΥ млΦмлмсκWΦ/aLΦнлнмΦлрΦлннΦ 

ώмутϐ /Φ ǊƻƴƎ ²ǳΣ ²Φ ŎƘŀƻ ¸ƛƴΣ ¸Φ WƛŀƴƎΣ ŀƴŘ IΦ 9Φ ·ǳΣ Ψ{ǘǊǳŎǘǳǊŜ ƎŜƴƻƳƛŎǎ ƻŦ {!w{π/ƻ±πн ŀƴŘ ƛǘǎ 
hƳƛŎǊƻƴ ǾŀǊƛŀƴǘΥ ŘǊǳƎ ŘŜǎƛƎƴ ǘŜƳǇƭŀǘŜǎ ŦƻǊ /h±L5πмфΩΣ !Ŏǘŀ tƘŀǊƳŀŎƻƭƻƎƛŎŀ {ƛƴƛŎŀΣ ǾƻƭΦ поΣ 
ƴƻΦ мнΣ ǇǇΦ олнмςолооΣ 5ŜŎΦ нлннΣ ŘƻƛΥ млΦмлоуκ{пмплмπлнмπллурмπ²Φ 

ώмууϐ ±Φ aΦ CŜǊǊŞΣ bΦ tŜƛũŜǊπ{ƳŀŘƧŀΣ .Φ ±ƛǎǎŜŀǳȄΣ 5Φ 5ŜǎŎŀƳǇǎΣ WΦ DƘƻǎƴΣ ŀƴŘ /Φ /ƘŀǊǇŜƴǝŜǊΣ 
ΨhƳƛŎǊƻƴ {!w{π/ƻ±πн ǾŀǊƛŀƴǘΥ ²Ƙŀǘ ǿŜ ƪƴƻǿ ŀƴŘ ǿƘŀǘ ǿŜ ŘƻƴΩǘΩΣ !ƴŀŜǎǘƘŜǎƛŀ /ǊƛǝŎŀƭ /ŀǊŜ 
ŀƴŘ tŀƛƴ aŜŘƛŎƛƴŜΣ ǾƻƭΦ пмΣ ƴƻΦ мΣ CŜōΦ нлннΣ ŘƻƛΥ млΦмлмсκWΦ!//taΦнлнмΦмллффуΦ 

ώмуфϐ WΦ 5ŜŜǊŀƛƴ Ŝǘ ŀƭΦΣ Ψ!ǎǎŜǎǎƳŜƴǘ ƻŦ ǘƘŜ !ƴŀƭȅǝŎŀƭ {ŜƴǎƛǝǾƛǘȅ ƻŦ мл [ŀǘŜǊŀƭ Cƭƻǿ 5ŜǾƛŎŜǎ 
ŀƎŀƛƴǎǘ ǘƘŜ {!w{π/ƻ±πн hƳƛŎǊƻƴ ±ŀǊƛŀƴǘΩΣ WƻǳǊƴŀƭ ƻŦ /ƭƛƴƛŎŀƭ aƛŎǊƻōƛƻƭƻƎȅΣ ǾƻƭΦ слΣ ƴƻΦ нΣ CŜōΦ 
нлннΣ ŘƻƛΥ млΦммнуκW/aΦлнптфπнмΦ 

ώмфлϐ {Φ {ǘŀƴƭŜȅ Ŝǘ ŀƭΦΣ Ψ[ƛƳƛǘ ƻŦ 5ŜǘŜŎǝƻƴ ŦƻǊ wŀǇƛŘ !ƴǝƎŜƴ ¢ŜǎǝƴƎ ƻŦ ǘƘŜ {!w{π/ƻ±πн hƳƛŎǊƻƴ 
ŀƴŘ 5Ŝƭǘŀ ±ŀǊƛŀƴǘǎ ƻŦ /ƻƴŎŜǊƴ ¦ǎƛƴƎ [ƛǾŜπ±ƛǊǳǎ /ǳƭǘǳǊŜΩΣ WƻǳǊƴŀƭ ƻŦ /ƭƛƴƛŎŀƭ aƛŎǊƻōƛƻƭƻƎȅΣ ǾƻƭΦ 
слΣ ƴƻΦ рΣ aŀȅ нлннΣ ŘƻƛΥ млΦммнуκW/aΦллмплπннΦ 

ώмфмϐ !Φ wŀƻ Ŝǘ ŀƭΦΣ Ψ{ŜƴǎƛǝǾƛǘȅ ƻŦ ǊŀǇƛŘ ŀƴǝƎŜƴ ǘŜǎǘǎ ŀƎŀƛƴǎǘ {!w{π/ƻ±πн hƳƛŎǊƻƴ ŀƴŘ 5Ŝƭǘŀ 
ǾŀǊƛŀƴǘǎΩΣ WƻǳǊƴŀƭ ƻŦ /ƭƛƴƛŎŀƭ aƛŎǊƻōƛƻƭƻƎȅΣ ǾƻƭΦ смΣ ƴƻΦ млΣ hŎǘΦ нлноΣ ŘƻƛΥ 
млΦммнуκW/aΦллмоуπноΦ 

ώмфнϐ YΦ ²ƛŘȅŀǎŀǊƛ ŀƴŘ {Φ YƛƳΣ Ψ9ŶŎŀŎȅ ƻŦ ƴƻǾŜƭ {!w{π/ƻ±πн ǊŀǇƛŘ ŀƴǝƎŜƴ ǘŜǎǘǎ ƛƴ ǘƘŜ ŜǊŀ ƻŦ 
ƻƳƛŎǊƻƴ ƻǳǘōǊŜŀƪΩΣ t[ƻ{ hb9Σ ǾƻƭΦ муΣ ƴƻΦ у !ǳƎǳǎǘΣ !ǳƎΦ нлноΣ ŘƻƛΥ 
млΦмотмκWh¦wb![Φthb9ΦлнуфффлΦ 

ώмфоϐ !Φ hǎǘŜǊƳŀƴ Ŝǘ ŀƭΦΣ ΨLƳǇŀƛǊŜŘ ŘŜǘŜŎǝƻƴ ƻŦ ƻƳƛŎǊƻƴ ōȅ {!w{π/ƻ±πн ǊŀǇƛŘ ŀƴǝƎŜƴ ǘŜǎǘǎΩΣ 
aŜŘƛŎŀƭ aƛŎǊƻōƛƻƭƻƎȅ ŀƴŘ LƳƳǳƴƻƭƻƎȅΣ ǾƻƭΦ нммΣ ƴƻΦ нςоΣ ǇǇΦ млрςммтΣ WǳƴΦ нлннΣ ŘƻƛΥ 
млΦмллтκ{ллполπлннπллтолπ½Φ 

ώмфпϐ 9Φ {ŎƘǳƛǘ Ŝǘ ŀƭΦΣ Ψ5ƛŀƎƴƻǎǝŎ ŀŎŎǳǊŀŎȅ ƻŦ ŎƻǾƛŘπмф ǊŀǇƛŘ ŀƴǝƎŜƴ ǘŜǎǘǎ ǿƛǘƘ ǳƴǎǳǇŜǊǾƛǎŜŘ 
ǎŜƭŦπǎŀƳǇƭƛƴƎ ƛƴ ǇŜƻǇƭŜ ǿƛǘƘ ǎȅƳǇǘƻƳǎ ƛƴ ǘƘŜ ƻƳƛŎǊƻƴ ǇŜǊƛƻŘΥ /Ǌƻǎǎ ǎŜŎǝƻƴŀƭ ǎǘǳŘȅΩΣ ¢ƘŜ 
.aWΣ нлннΣ ŘƻƛΥ млΦммосκ.aWπнлннπлтмнмрΦ 

ώмфрϐ DΦ aŀǊŀƛǎ Ŝǘ ŀƭΦΣ ΨLƳǇǊƻǾŜŘ ƻǊŀƭ ŘŜǘŜŎǝƻƴ ƛǎ ŀ ŎƘŀǊŀŎǘŜǊƛǎǝŎ ƻŦ hƳƛŎǊƻƴ ƛƴŦŜŎǝƻƴ ŀƴŘ Ƙŀǎ 
ƛƳǇƭƛŎŀǝƻƴǎ ŦƻǊ ŎƭƛƴƛŎŀƭ ǎŀƳǇƭƛƴƎ ŀƴŘ ǝǎǎǳŜ ǘǊƻǇƛǎƳΩΣ WƻǳǊƴŀƭ ƻŦ /ƭƛƴƛŎŀƭ ±ƛǊƻƭƻƎȅΣ ǾƻƭΦ мрнΣ 
WǳƭΦ нлннΣ ŘƻƛΥ млΦмлмсκWΦW/±ΦнлннΦмлрмтлΦ 
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ώмфсϐ YΦ tΦ ¸Φ Iǳƛ Ŝǘ ŀƭΦΣ ΨwŜǇƭƛŎŀǝƻƴ ƻŦ {!w{π/ƻ±πн hƳƛŎǊƻƴ .!Φн ǾŀǊƛŀƴǘ ƛƴ ŜȄ ǾƛǾƻ ŎǳƭǘǳǊŜǎ ƻŦ 
ǘƘŜ ƘǳƳŀƴ ǳǇǇŜǊ ŀƴŘ ƭƻǿŜǊ ǊŜǎǇƛǊŀǘƻǊȅ ǘǊŀŎǘΩΣ Ŝ.ƛƻaŜŘƛŎƛƴŜΣ ǾƻƭΦ уоΣ {ŜǇΦ нлннΣ ŘƻƛΥ 
млΦмлмсκWΦ9.LhaΦнлннΦмлпнонΦ 

ώмфтϐ WΦ [ƛƴ Ŝǘ ŀƭΦΣ Ψ²ƘŜǊŜ ƛǎ hƳƛŎǊƻƴΚ /ƻƳǇŀǊƛǎƻƴ ƻŦ {!w{π/ƻ±πн w¢πt/w ŀƴŘ !ƴǝƎŜƴ ¢Ŝǎǘ 
{ŜƴǎƛǝǾƛǘȅ ŀǘ /ƻƳƳƻƴƭȅ {ŀƳǇƭŜŘ !ƴŀǘƻƳƛŎ {ƛǘŜǎ hǾŜǊ ǘƘŜ /ƻǳǊǎŜ ƻŦ 5ƛǎŜŀǎŜΦΩΣ ƳŜŘwȄƛǾ Υ ǘƘŜ 
ǇǊŜǇǊƛƴǘ ǎŜǊǾŜǊ ŦƻǊ ƘŜŀƭǘƘ ǎŎƛŜƴŎŜǎΣ CŜōΦ нлннΣ ŘƻƛΥ млΦммлмκнлннΦлнΦлуΦнннтлсурΦ 

ώмфуϐ tΦ aΦ .ƻǎǎǳȅǘ Ŝǘ ŀƭΦΣ Ψ{¢!w5 нлмрΥ !ƴ ǳǇŘŀǘŜŘ ƭƛǎǘ ƻŦ ŜǎǎŜƴǝŀƭ ƛǘŜƳǎ ŦƻǊ ǊŜǇƻǊǝƴƎ 
ŘƛŀƎƴƻǎǝŎ ŀŎŎǳǊŀŎȅ ǎǘǳŘƛŜǎΩΣ ¢ƘŜ .aWΣ ǾƻƭΦ ормΣ hŎǘΦ нлмрΣ ŘƻƛΥ млΦммосκ.aWΦIррнтΦ 

ώмффϐ WΦ WǳƳǇŜǊ Ŝǘ ŀƭΦΣ ΨIƛƎƘƭȅ ŀŎŎǳǊŀǘŜ ǇǊƻǘŜƛƴ ǎǘǊǳŎǘǳǊŜ ǇǊŜŘƛŎǝƻƴ ǿƛǘƘ !ƭǇƘŀCƻƭŘΩΣ bŀǘǳǊŜΣ 
ǾƻƭΦ рфсΣ ƴƻΦ тутоΣ ǇǇΦ руоςруфΣ !ǳƎΦ нлнмΣ ŘƻƛΥ млΦмлоуκ{пмрусπлнмπлоумфπнΦ 

ώнллϐ /Φ IΦ aΦ wƻŘǊƛƎǳŜǎΣ 5Φ 9Φ ±Φ tƛǊŜǎΣ ŀƴŘ 5Φ .Φ !ǎŎƘŜǊΣ Ψ5ȅƴŀaǳǘΥ tǊŜŘƛŎǝƴƎ ǘƘŜ ƛƳǇŀŎǘ ƻŦ 
Ƴǳǘŀǝƻƴǎ ƻƴ ǇǊƻǘŜƛƴ ŎƻƴŦƻǊƳŀǝƻƴΣ ƅŜȄƛōƛƭƛǘȅ ŀƴŘ ǎǘŀōƛƭƛǘȅΩΣ bǳŎƭŜƛŎ !ŎƛŘǎ wŜǎŜŀǊŎƘΣ ǾƻƭΦ псΣ 
ƴƻΦ ²мΣ ǇǇΦ ²орлς²оррΣ WǳƭΦ нлмуΣ ŘƻƛΥ млΦмлфоκb!wκDY¸оллΦ 

ώнлмϐ ¸Φ /ƘŜƴΣ IΦ [ǳΣ bΦ ½ƘŀƴƎΣ ½Φ ½ƘǳΣ {Φ ²ŀƴƎΣ ŀƴŘ aΦ [ƛΣ ΨtǊŜƳt{Υ tǊŜŘƛŎǝƴƎ ǘƘŜ ƛƳǇŀŎǘ ƻŦ 
ƳƛǎǎŜƴǎŜ Ƴǳǘŀǝƻƴǎ ƻƴ ǇǊƻǘŜƛƴ ǎǘŀōƛƭƛǘȅΩΣ t[ƻ{ /ƻƳǇǳǘŀǝƻƴŀƭ .ƛƻƭƻƎȅΣ ǾƻƭΦ мсΣ ƴƻΦ мн 
5ŜŎŜƳōŜǊΣ 5ŜŎΦ нлнлΣ ŘƻƛΥ млΦмотмκWh¦wb![Φt/.LΦмллурпоΦ 

ώнлнϐ w CƻǳƴŘŀǝƻƴ ŦƻǊ {ǘŀǝǎǝŎŀƭ /ƻƳǇǳǝƴƎΣ ΨwΥ ! [ŀƴƎǳŀƎŜ ŀƴŘ 9ƴǾƛǊƻƴƳŜƴǘ ŦƻǊ {ǘŀǝǎǝŎŀƭ 
/ƻƳǇǳǝƴƎΩΦ ±ƛŜƴƴŀΣ !ǳǎǘǊƛŀΣ нлннΦ ώhƴƭƛƴŜϐΦ !ǾŀƛƭŀōƭŜΥ ƘǧǇǎΥκκǿǿǿΦwπǇǊƻƧŜŎǘΦƻǊƎκ 

ώнлоϐ Ψ{ƻǊǾŜƎƭƛŀƴȊŀ LƴǘŜƎǊŀǘŀ /h±L5πмфΥ L tǊƛƴŎƛǇŀƭƛ 5ŀǝ bŀȊƛƻƴŀƭƛΩΦ ώhƴƭƛƴŜϐΦ !ǾŀƛƭŀōƭŜΥ 
ƘǧǇǎΥκκǿǿǿΦŜǇƛŎŜƴǘǊƻΦƛǎǎΦƛǘκŎƻǊƻƴŀǾƛǊǳǎκǎŀǊǎπŎƻǾπнπǎƻǊǾŜƎƭƛŀƴȊŀπŘŀǝ 

ώнлпϐ vΦ ¸ŜΣ {Φ [ǳΣ ŀƴŘ YΦ 5Φ /ƻǊōŜǧΣ Ψ{ǘǊǳŎǘǳǊŀƭ .ŀǎƛǎ ŦƻǊ {!w{π/ƻ±πн bǳŎƭŜƻŎŀǇǎƛŘ tǊƻǘŜƛƴ 
wŜŎƻƎƴƛǝƻƴ ōȅ {ƛƴƎƭŜπ5ƻƳŀƛƴ !ƴǝōƻŘƛŜǎΩΣ CǊƻƴǝŜǊǎ ƛƴ LƳƳǳƴƻƭƻƎȅΣ ǾƻƭΦ мнΣ WǳƭΦ нлнмΣ ŘƻƛΥ 
млΦооуфκCLaa¦ΦнлнмΦтмфлотΦ 

ώнлрϐ /Φ ²ǳ Ŝǘ ŀƭΦΣ Ψ/ƘŀǊŀŎǘŜǊƛȊŀǝƻƴ ƻŦ {!w{π/ƻ±πн ƴǳŎƭŜƻŎŀǇǎƛŘ ǇǊƻǘŜƛƴ ǊŜǾŜŀƭǎ ƳǳƭǝǇƭŜ 
ŦǳƴŎǝƻƴŀƭ ŎƻƴǎŜǉǳŜƴŎŜǎ ƻŦ ǘƘŜ /πǘŜǊƳƛƴŀƭ ŘƻƳŀƛƴΩΣ ƛ{ŎƛŜƴŎŜΣ ǾƻƭΦ нпΣ ƴƻΦ сΣ WǳƴΦ нлнмΣ ŘƻƛΥ 
млΦмлмсκWΦL{/LΦнлнмΦмлнсумΦ 

ώнлсϐ WΦ /ǳōǳƪ Ŝǘ ŀƭΦΣ Ψ¢ƘŜ {!w{π/ƻ±πн ƴǳŎƭŜƻŎŀǇǎƛŘ ǇǊƻǘŜƛƴ ƛǎ ŘȅƴŀƳƛŎΣ ŘƛǎƻǊŘŜǊŜŘΣ ŀƴŘ ǇƘŀǎŜ 
ǎŜǇŀǊŀǘŜǎ ǿƛǘƘ wb!ΩΣ bŀǘǳǊŜ /ƻƳƳǳƴƛŎŀǝƻƴǎΣ ǾƻƭΦ мнΣ ƴƻΦ мΣ 5ŜŎΦ нлнмΣ ŘƻƛΥ 
млΦмлоуκ{пмпстπлнмπнмфроπоΦ 

ώнлтϐ ¸Φ ½ƘƻǳΣ IΦ ½ƘƛΣ ŀƴŘ ¸Φ ¢ŜƴƎΣ Ψ¢ƘŜ ƻǳǘōǊŜŀƪ ƻŦ {!w{π/ƻ±πн hƳƛŎǊƻƴ ƭƛƴŜŀƎŜǎΣ ƛƳƳǳƴŜ 
ŜǎŎŀǇŜΣ ŀƴŘ ǾŀŎŎƛƴŜ ŜũŜŎǝǾƛǘȅΩΣ WƻǳǊƴŀƭ ƻŦ aŜŘƛŎŀƭ ±ƛǊƻƭƻƎȅΣ ǾƻƭΦ фрΣ ƴƻΦ мΣ WŀƴΦ нлноΣ ŘƻƛΥ 
млΦмллнκWa±ΦнумоуΦ 

ώнлуϐ !Φ {ƘŀǊƳŀΣ {Φ .ŀƭŘŀΣ aΦ !ǇǊŜƧŀΣ YΦ YŀǘŀǊƛŀΣ bΦ /ŀǇŀƭŀǎƘΣ ŀƴŘ tΦ {ƘŀǊƳŀΣ Ψ/h±L5πмф 
5ƛŀƎƴƻǎƛǎΥ /ǳǊǊŜƴǘ ŀƴŘ CǳǘǳǊŜ ¢ŜŎƘƴƛǉǳŜǎΩΣ LƴǘŜǊƴŀǝƻƴŀƭ WƻǳǊƴŀƭ ƻŦ .ƛƻƭƻƎƛŎŀƭ 
aŀŎǊƻƳƻƭŜŎǳƭŜǎΣ ǾƻƭΦ мфоΣ ǇǇΦ муорςмуппΣ 5ŜŎΦ нлнмΣ ŘƻƛΥ 
млΦмлмсκWΦLW.Lha!/ΦнлнмΦммΦлмсΦ 

ώнлфϐ !Φ LǎŀŀŎǎ Ŝǘ ŀƭΦΣ ΨbǳŎƭŜƻŎŀǇǎƛŘ {ǇŜŎƛŬŎ 5ƛŀƎƴƻǎǝŎǎ ŦƻǊ ǘƘŜ 5ŜǘŜŎǝƻƴ ƻŦ 5ƛǾŜǊƎŜƴǘ {!w{π
/ƻ±πн ±ŀǊƛŀƴǘǎΩΣ CǊƻƴǝŜǊǎ ƛƴ LƳƳǳƴƻƭƻƎȅΣ ǾƻƭΦ моΣ WǳƴΦ нлннΣ ŘƻƛΥ 
млΦооуфκCLaa¦ΦнлннΦфнснснΦ 

ώнмлϐ /Φ ¸Φ /Ƙǳ Ŝǘ ŀƭΦΣ ΨtŜǊŦƻǊƳŀƴŎŜ ƻŦ ǎŀƭƛǾŀ ŀƴŘ ƳƛŘπǘǳǊōƛƴŀǘŜ ǎǿŀōǎ ŦƻǊ ŘŜǘŜŎǝƻƴ ƻŦ ǘƘŜ ōŜǘŀ 
ǾŀǊƛŀƴǘ ƛƴ {ƻǳǘƘ !ŦǊƛŎŀΩΣ ¢ƘŜ [ŀƴŎŜǘ LƴŦŜŎǝƻǳǎ 5ƛǎŜŀǎŜǎΣ ǾƻƭΦ нмΣ ƴƻΦ млΣ ǇΦ морпΣ hŎǘΦ нлнмΣ 
ŘƻƛΥ млΦмлмсκ{мптоπолффόнмύллплрπфΦ 

ώнммϐ ¸ΦπtΦ ¢ǳ Ŝǘ ŀƭΦΣ Ψ{ǿŀōǎ /ƻƭƭŜŎǘŜŘ ōȅ tŀǝŜƴǘǎ ƻǊ IŜŀƭǘƘ /ŀǊŜ ²ƻǊƪŜǊǎ ŦƻǊ {!w{π/ƻ±πн 
¢ŜǎǝƴƎΩΣ bŜǿ 9ƴƎƭŀƴŘ WƻǳǊƴŀƭ ƻŦ aŜŘƛŎƛƴŜΣ ǾƻƭΦ оуоΣ ƴƻΦ рΣ ǇǇΦ пфпςпфсΣ WǳƭΦ нлнлΣ ŘƻƛΥ 
млΦмлрсκb9Wa/нлмсонмΦ 

ώнмнϐ wΦ tΦ ±ŜƴŜƪŀƳǇ Ŝǘ ŀƭΦΣ Ψ5ƛŀƎƴƻǎǝŎ ŀŎŎǳǊŀŎȅ ƻŦ {!w{π/ƻ±πн ǊŀǇƛŘ ŀƴǝƎŜƴ ǎŜƭŦπǘŜǎǘǎ ƛƴ 
ŀǎȅƳǇǘƻƳŀǝŎ ƛƴŘƛǾƛŘǳŀƭǎ ƛƴ ǘƘŜ ƻƳƛŎǊƻƴ ǇŜǊƛƻŘΥ ŀ ŎǊƻǎǎπǎŜŎǝƻƴŀƭ ǎǘǳŘȅΩΣ /ƭƛƴƛŎŀƭ 
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aƛŎǊƻōƛƻƭƻƎȅ ŀƴŘ LƴŦŜŎǝƻƴΣ ǾƻƭΦ нфΣ ƴƻΦ оΣ ǇΦ офмΦŜмπофмΦŜтΣ aŀǊΦ нлноΣ ŘƻƛΥ 
млΦмлмсκWΦ/aLΦнлннΦммΦллпΦ 

ώнмоϐ YΦ 5ƛǎƘƴƛŎŀ Ŝǘ ŀƭΦΣ ΨbƻǾŜƭ ƛƴǎƛƎƘǘǎ ƛƴǘƻ ǘƘŜ ǎƻƳŀǝŎ ǇǊƻǘŜƻƳŜ ƻŦ {ǘǊƻƴƎȅƭƻƛŘŜǎ ǎǘŜǊŎƻǊŀƭƛǎ 
ƛƴŦŜŎǝǾŜ ǘƘƛǊŘπǎǘŀƎŜ ƭŀǊǾŀŜΩΣ tŀǊŀǎƛǘŜǎ ŀƴŘ ±ŜŎǘƻǊǎΣ ǾƻƭΦ мсΣ ƴƻΦ мΣ ǇǇΦ мςмнΣ 5ŜŎΦ нлноΣ ŘƻƛΥ 
млΦммусκ{молтмπлноπлрстрπтκCLD¦w9{κпΦ 

ώнмпϐ ²ƻǊƭŘ IŜŀƭǘƘ hǊƎŀƴƛȊŀǝƻƴΣ Ψ9ƴŘƛƴƎ ǘƘŜ bŜƎƭŜŎǘ ǘƻ !ǧŀƛƴ ǘƘŜ {ǳǎǘŀƛƴŀōƭŜ 5ŜǾŜƭƻǇƳŜƴǘ 
DƻŀƭǎΥ ! wƻŀŘ aŀǇ ŦƻǊ bŜƎƭŜŎǘŜŘ ¢ǊƻǇƛŎŀƭ 5ƛǎŜŀǎŜǎ нлнмςнлолΩΦ нлнмΦ ώhƴƭƛƴŜϐΦ !ǾŀƛƭŀōƭŜΥ 
ƘǧǇǎΥκκǿǿǿΦǿƘƻΦƛƴǘκǇǳōƭƛŎŀǝƻƴǎκƛκƛǘŜƳκфтуфнпллмлорн 

ώнмрϐ CΦ {ŎƘŅǊ Ŝǘ ŀƭΦΣ Ψ{ǘǊƻƴƎȅƭƻƛŘŜǎ ǎǘŜǊŎƻǊŀƭƛǎΥ Ǝƭƻōŀƭ ŘƛǎǘǊƛōǳǝƻƴ ŀƴŘ Ǌƛǎƪ ŦŀŎǘƻǊǎΩΣ t[ƻ{ bŜƎƭ 
¢ǊƻǇ 5ƛǎΣ ǾƻƭΦ тΣ ƴƻΦ тΣ нлмоΣ ŘƻƛΥ млΦмотмκƧƻǳǊƴŀƭΦǇƴǘŘΦлллннууΦ 

ώнмсϐ !Φ /ƻƎƘƭŀƴ Ŝǘ ŀƭΦΣ Ψ/ƻƳǇŀǊŀǝǾŜ ƎŜƴƻƳƛŎǎ ƻŦ ǘƘŜ ƳŀƧƻǊ ǇŀǊŀǎƛǝŎ ǿƻǊƳǎΩΣ bŀǘ DŜƴŜǘΣ ǾƻƭΦ 
рмΣ ƴƻΦ мΣ ǇǇΦ мсоςмтпΣ WŀƴΦ нлмфΣ ŘƻƛΥ млΦмлоуκǎпмрууπлмуπлнснπмΦ 

ώнмтϐ ¢Φ .Φ bǳǘƳŀƴΣ ΨIǳƳŀƴ ƛƴŦŜŎǝƻƴ ǿƛǘƘ {ǘǊƻƴƎȅƭƻƛŘŜǎ ǎǘŜǊŎƻǊŀƭƛǎ ŀƴŘ ƻǘƘŜǊ ǊŜƭŀǘŜŘ 
{ǘǊƻƴƎȅƭƻƛŘŜǎ ǎǇŜŎƛŜǎΩΣ tŀǊŀǎƛǘƻƭƻƎȅΣ ǾƻƭΦ мппΣ ƴƻΦ оΣ ǇǇΦ нсоςнтоΣ aŀǊΦ нлмтΣ ŘƻƛΥ 
млΦмлмтκǎлломмунлмслллуопΦ 

ώнмуϐ CΦ ¢ŀƳŀǊƻȊȊƛΣ {Φ {Φ [ƻƴƎƻƴƛΣ /Φ aŀȊȊƛΣ 9Φ wƛȊȊƛΣ wΦ bƻƻǊŘƛƴΣ ŀƴŘ 5Φ .ǳƻƴŦǊŀǘŜΣ Ψ¢ƘŜ ŀŎŎǳǊŀŎȅ 
ƻŦ ŀ ǊŜŎƻƳōƛƴŀƴǘ ŀƴǝƎŜƴ ƛƳƳǳƴƻŎƘǊƻƳŀǘƻƎǊŀǇƘƛŎ ǘŜǎǘ ŦƻǊ ǘƘŜ ŘŜǘŜŎǝƻƴ ƻŦ {ǘǊƻƴƎȅƭƻƛŘŜǎ 
ǎǘŜǊŎƻǊŀƭƛǎ ƛƴŦŜŎǝƻƴ ƛƴ ƳƛƎǊŀƴǘǎ ŦǊƻƳ ǎǳōπ{ŀƘŀǊŀƴ !ŦǊƛŎŀΩΣ tŀǊŀǎƛǘ ±ŜŎǘƻǊǎΣ ǾƻƭΦ мрΣ ƴƻΦ мΣ ǇΦ 
мпнΣ 5ŜŎΦ нлннΣ ŘƻƛΥ млΦммусκǎмолтмπлннπлрнпфπȊΦ 

ώнмфϐ 5Φ .ǳƻƴŦǊŀǘŜ Ŝǘ ŀƭΦΣ ΨtǊŜǾŀƭŜƴŎŜ ƻŦ ǎǘǊƻƴƎȅƭƻƛŘƛŀǎƛǎ ƛƴ ŀ ŎƻƘƻǊǘ ƻŦ ƳƛƎǊŀƴǘǎ ƛƴ Lǘŀƭȅ ŀƴŘ 
ŀŎŎǳǊŀŎȅ ƻŦ ŀ ƴƻǾŜƭ 9[L{! ŀǎǎŀȅ ŦƻǊ {Φ ǎǘŜǊŎƻǊŀƭƛǎ ƛƴŦŜŎǝƻƴΣ ŀ ŎǊƻǎǎπǎŜŎǝƻƴŀƭ ǎǘǳŘȅΩΣ 
aƛŎǊƻƻǊƎŀƴƛǎƳǎΦΣ ǾƻƭΦ фΣ ƴƻΦ нΣ ǇΦ плмΣ CŜōΦ нлнмΣ ŘƻƛΥ млΦоофлκƳƛŎǊƻƻǊƎŀƴƛǎƳǎфлнлплмΦ 

ώннлϐ bΦ ²Φ !ƴŘŜǊǎƻƴ Ŝǘ ŀƭΦΣ Ψ/ƻƳǇŀǊƛǎƻƴ ƻŦ ǘƘǊŜŜ ƛƳƳǳƴƻŀǎǎŀȅǎ ŦƻǊ ŘŜǘŜŎǝƻƴ ƻŦ ŀƴǝōƻŘƛŜǎ 
ǘƻ {ǘǊƻƴƎȅƭƻƛŘŜǎ ǎǘŜǊŎƻǊŀƭƛǎΩΣ /ƭƛƴ ±ŀŎŎƛƴŜ LƳƳǳƴƻƭΣ ǾƻƭΦ нмΣ ƴƻΦ рΣ ǇǇΦ тонςтосΣ нлмпΣ ŘƻƛΥ 
млΦммнуκŎǾƛΦлллпмπмпΦ 

ώннмϐ ²Φ WΦ {ŜŀǊǎ ŀƴŘ ¢Φ .Φ bǳǘƳŀƴΣ Ψ{ǘǊƻƴƎȅ ŘŜǘŜŎǘΥ tǊŜƭƛƳƛƴŀǊȅ ǾŀƭƛŘŀǝƻƴ ƻŦ ŀ ǇǊƻǘƻǘȅǇŜ 
ǊŜŎƻƳōƛƴŀƴǘ {ǎπbL9κ{ǎπLw ōŀǎŜŘ 9[L{! ǘƻ ŘŜǘŜŎǘ {ǘǊƻƴƎȅƭƻƛŘŜǎ ǎǘŜǊŎƻǊŀƭƛǎ ƛƴŦŜŎǝƻƴΩΣ t[ƻ{ 
bŜƎƭ ¢ǊƻǇ 5ƛǎΣ ǾƻƭΦ мсΣ ƴƻΦ мΣ WŀƴΦ нлннΣ ŘƻƛΥ млΦмотмκƧƻǳǊƴŀƭΦǇƴǘŘΦллмлмнсΦ 

ώнннϐ CΦ ¢ŀƳŀǊƻȊȊƛ Ŝǘ ŀƭΦΣ Ψ5ƛŀƎƴƻǎǝŎ ŀŎŎǳǊŀŎȅ ƻŦ ŀ ƴƻǾŜƭ ŜƴȊȅƳŜπƭƛƴƪŜŘ ƛƳƳǳƴƻŀǎǎŀȅ ŦƻǊ ǘƘŜ 
ŘŜǘŜŎǝƻƴ ƻŦ LƎD ŀƴŘ LƎDп ŀƎŀƛƴǎǘ {ǘǊƻƴƎȅƭƻƛŘŜǎ ǎǘŜǊŎƻǊŀƭƛǎ ōŀǎŜŘ ƻƴ ǘƘŜ ǊŜŎƻƳōƛƴŀƴǘ 
ŀƴǝƎŜƴǎ bL9κ{ǎLwΩΣ tŀǊŀǎƛǘ ±ŜŎǘƻǊǎΣ ǾƻƭΦ мпΣ ƴƻΦ мΣ ǇΦ пмнΣ 5ŜŎΦ нлнмΣ ŘƻƛΥ млΦммусκǎмолтмπ
лнмπлпфмсπȄΦ 

ώнноϐ !Φ aŀǊŎƛƭƭŀ Ŝǘ ŀƭΦΣ ΨtǊƻǘŜƻƳƛŎ ŀƴŀƭȅǎƛǎ ƻŦ {ǘǊƻƴƎȅƭƻƛŘŜǎ ǎǘŜǊŎƻǊŀƭƛǎ [о ƭŀǊǾŀŜΩΣ tŀǊŀǎƛǘƻƭƻƎȅΣ 
ǾƻƭΦ мотΣ ƴƻΦ млΣ ǇǇΦ мрттςмруоΣ {ŜǇΦ нлмлΣ ŘƻƛΥ млΦмлмтκǎлломмунлмлллломпΦ 

ώннпϐ wΦ wƻŘǇŀƛ Ŝǘ ŀƭΦΣ ΨLŘŜƴǝŬŎŀǝƻƴ ƻŦ ŀƴǝƎŜƴƛŎ ǇǊƻǘŜƛƴǎ ƛƴ {ǘǊƻƴƎȅƭƻƛŘŜǎ ǎǘŜǊŎƻǊŀƭƛǎ ōȅ 
ǇǊƻǘŜƻƳƛŎ ŀƴŀƭȅǎƛǎΩΣ tŀǊŀǎƛǘƻƭ wŜǎΣ ǾƻƭΦ ммсΣ ƴƻΦ сΣ ǇǇΦ мсутςмсфоΣ WǳƴΦ нлмтΣ ŘƻƛΥ 
млΦмллтκǎллпосπлмтπрппоπфΦ 

ώннрϐ IΦ {ƻōƭƛƪ Ŝǘ ŀƭΦΣ Ψ[ƛŦŜ ŎȅŎƭŜ ǎǘŀƎŜπǊŜǎƻƭǾŜŘ ǇǊƻǘŜƻƳƛŎ ŀƴŀƭȅǎƛǎ ƻŦ ǘƘŜ ŜȄŎǊŜǘƻƳŜκǎŜŎǊŜǘƻƳŜ 
ŦǊƻƳ {ǘǊƻƴƎȅƭƻƛŘŜǎ ǊŀǩςƛŘŜƴǝŬŎŀǝƻƴ ƻŦ ǎǘŀƎŜπǎǇŜŎƛŬŎ ǇǊƻǘŜŀǎŜǎΩΣ aƻƭ /Ŝƭƭ tǊƻǘŜƻƳƛŎǎΣ ǾƻƭΦ 
млΣ ƴƻΦ мнΣ 5ŜŎΦ нлммΣ ŘƻƛΥ млΦмлтпκƳŎǇΦƳмммΦлмлмртΦ 

ώннсϐ tΦ 5Φ aΦ CƻƴǎŜŎŀ Ŝǘ ŀƭΦΣ Ψ{ƘƻǘƎǳƴ ǇǊƻǘŜƻƳƛŎǎ ƻŦ {ǘǊƻƴƎȅƭƻƛŘŜǎ ǾŜƴŜȊǳŜƭŜƴǎƛǎ ƛƴŦŜŎǝǾŜ 
ǘƘƛǊŘ ǎǘŀƎŜ ƭŀǊǾŀŜΥ LƴǎƛƎƘǘǎ ƛƴǘƻ ƘƻǎǘπǇŀǊŀǎƛǘŜ ƛƴǘŜǊŀŎǝƻƴ ŀƴŘ ƴƻǾŜƭ ǘŀǊƎŜǘǎ ŦƻǊ ŘƛŀƎƴƻǎǝŎǎΩΣ 
aƻƭ .ƛƻŎƘŜƳ tŀǊŀǎƛǘƻƭΣ ǾƻƭΦ норΣ WŀƴΦ нлнлΣ ŘƻƛΥ млΦмлмсκƧΦƳƻƭōƛƻǇŀǊŀΦнлмфΦмммнпфΦ 

ώннтϐ aΦ !Φ /ƻǊǊŀƭ Ŝǘ ŀƭΦΣ ΨtƻǘŜƴǝŀƭ ƛƳƳǳƴƻƭƻƎƛŎŀƭ ƳŀǊƪŜǊǎ ŦƻǊ ŘƛŀƎƴƻǎƛǎ ƻŦ ƘǳƳŀƴ 
ǎǘǊƻƴƎȅƭƻƛŘƛŀǎƛǎ ǳǎƛƴƎ ƘŜǘŜǊƻƭƻƎƻǳǎ ŀƴǝƎŜƴǎΩΣ tŀǊŀǎƛǘƻƭƻƎȅΣ ǾƻƭΦ мппΣ ƴƻΦ нΣ ǇǇΦ мнпςмолΣ CŜōΦ 
нлмтΣ ŘƻƛΥ млΦмлмтκǎлломмунлмсллмспрΦ 
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ώннуϐ ¸Φ aŀŜŘŀ Ŝǘ ŀƭΦΣ Ψ{ŜŎǊŜǘƻƳŜ ŀƴŀƭȅǎƛǎ ƻŦ {ǘǊƻƴƎȅƭƻƛŘŜǎ ǾŜƴŜȊǳŜƭŜƴǎƛǎ ǇŀǊŀǎƛǝŎ ǎǘŀƎŜǎ 
ǊŜǾŜŀƭǎ ǘƘŀǘ ǎƻƭǳōƭŜ ŀƴŘ ƛƴǎƻƭǳōƭŜ ǇǊƻǘŜƛƴǎ ŀǊŜ ƛƴǾƻƭǾŜŘ ƛƴ ƛǘǎ ǇŀǊŀǎƛǝǎƳΩΣ tŀǊŀǎƛǘ ±ŜŎǘƻǊǎΣ ǾƻƭΦ 
мнΣ ƴƻΦ мΣ ǇΦ нмΣ WŀƴΦ нлмфΣ ŘƻƛΥ млΦммусκǎмолтмπлмуπонссπȄΦ 

ώннфϐ WΦ .Φ [ƻƪΣ Ψ{ǘǊƻƴƎȅƭƻƛŘŜǎ ǎǘŜǊŎƻǊŀƭƛǎΥ ŀ ƳƻŘŜƭ ŦƻǊ ǘǊŀƴǎƭŀǝƻƴŀƭ ǊŜǎŜŀǊŎƘ ƻƴ ǇŀǊŀǎƛǝŎ 
ƴŜƳŀǘƻŘŜ ōƛƻƭƻƎȅΩΣ ²ƻǊƳ.ƻƻƪΦΣ ǇǇΦ мςмуΣ нллтΣ ŘƻƛΥ млΦмуфрκǿƻǊƳōƻƻƪΦмΦмопΦмΦ 

ώнолϐ ±Φ 5ƻȊƛƻ ŀƴŘ WΦ /Φ {ŀƴŎƘŜȊΣ ΨtǊƻŬƭƛƴƎ ǘƘŜ ǇǊƻǘŜƻƳƛŎ ƛƴƅŀƳƳŀǘƻǊȅ ǎǘŀǘŜ ƻŦ ƘǳƳŀƴ 
ŀǎǘǊƻŎȅǘŜǎ ǳǎƛƴƎ 5L! Ƴŀǎǎ ǎǇŜŎǘǊƻƳŜǘǊȅΩΣ W bŜǳǊƻƛƴƅŀƳƳŀǝƻƴΣ ǾƻƭΦ мрΣ ƴƻΦ мΣ ǇΦ оомΣ bƻǾΦ 
нлмуΣ ŘƻƛΥ млΦммусκǎмнфтпπлмуπмотмπсΦ 

ώномϐ WΦ .ǊŀƴŘƛ Ŝǘ ŀƭΦΣ Ψ9ȄǇƭƻǊƛƴƎ ǘƘŜ ǿƻǳƴŘ ƘŜŀƭƛƴƎΣ ŀƴǝπƛƴƅŀƳƳŀǘƻǊȅΣ ŀƴǝπǇŀǘƘƻƎŜƴƛŎ ŀƴŘ 
ǇǊƻǘŜƻƳƛŎ ŜũŜŎǘǎ ƻŦ ƭŀŎǝŎ ŀŎƛŘ ōŀŎǘŜǊƛŀ ƻƴ ƪŜǊŀǝƴƻŎȅǘŜǎΩΣ {Ŏƛ wŜǇΣ ǾƻƭΦ млΣ ƴƻΦ мΣ ǇΦ ммртнΣ 
5ŜŎΦ нлнлΣ ŘƻƛΥ млΦмлоуκǎпмрфуπлнлπсупуоπпΦ 

ώнонϐ {Φ aŀǊǝƴƻǩ Ŝǘ ŀƭΦΣ ΨIaD.м ƻǎǘŜƻπƳƻŘǳƭŀǘƻǊȅ ŀŎǝƻƴ ƻƴ ƻǎǘŜƻǎŀǊŎƻƳŀ {ŀh{πн ŎŜƭƭ ƭƛƴŜΥ 
ŀƴ ƛƴǘŜƎǊŀǘŜŘ ǎǘǳŘȅ ŦǊƻƳ ōƛƻŎƘŜƳƛŎŀƭ ŀƴŘ πƻƳƛŎǎ ŀǇǇǊƻŀŎƘŜǎΩΣ W /Ŝƭƭ .ƛƻŎƘŜƳΣ ǾƻƭΦ ммтΣ ǇǇΦ 
нррфςнрсфΣ bƻǾΦ нлмсΣ ŘƻƛΥ млΦмллнκƧŎōΦнррпфΦ 

ώнооϐ ¸Φ tŜǊŜȊπwƛǾŜǊƻƭ Ŝǘ ŀƭΦΣ Ψ¢ƘŜ twL59 ŘŀǘŀōŀǎŜ ŀƴŘ ǊŜƭŀǘŜŘ ǘƻƻƭǎ ŀƴŘ ǊŜǎƻǳǊŎŜǎ ƛƴ нлмфΥ 
LƳǇǊƻǾƛƴƎ ǎǳǇǇƻǊǘ ŦƻǊ ǉǳŀƴǝŬŎŀǝƻƴ ŘŀǘŀΩΣ bǳŎƭŜƛŎ !ŎƛŘǎ wŜǎΣ ǾƻƭΦ птΣ ƴƻΦ 5мΣ ǇǇΦ 5ппнς5прлΣ 
WŀƴΦ нлмфΣ ŘƻƛΥ млΦмлфоκƴŀǊκƎƪȅммлсΦ 

ώнопϐ {Φ aŎDƛƴƴƛǎ ŀƴŘ ¢Φ [Φ aŀŘŘŜƴΣ Ψ.ƭŀǎǘΥ ŀǘ ǘƘŜ ŎƻǊŜ ƻŦ ŀ ǇƻǿŜǊŦǳƭ ŀƴŘ ŘƛǾŜǊǎŜ ǎŜǘ ƻŦ 
ǎŜǉǳŜƴŎŜ ŀƴŀƭȅǎƛǎ ǘƻƻƭǎΩΣ bǳŎƭŜƛŎ !ŎƛŘǎ wŜǎΣ ǾƻƭΦ онΣ ƴƻΦ ²9. {9w±9w L{{ΦΣ ǇǇΦ ²нлπнрΣ WǳƭΦ 
нллпΣ ŘƻƛΥ млΦмлфоκƴŀǊκƎƪƘпорΦ 

ώнорϐ !Φ .ŀǘŜƳŀƴ Ŝǘ ŀƭΦΣ Ψ¦ƴƛǇǊƻǘΥ ǘƘŜ ǳƴƛǾŜǊǎŀƭ ǇǊƻǘŜƛƴ ƪƴƻǿƭŜŘƎŜōŀǎŜ ƛƴ нлнмΩΣ bǳŎƭŜƛŎ !ŎƛŘǎ 
wŜǎΣ ǾƻƭΦ пфΣ ƴƻΦ 5мΣ ǇǇΦ 5пулς5пуфΣ WŀƴΦ нлнмΣ ŘƻƛΥ млΦмлфоκƴŀǊκƎƪŀŀммллΦ 

ώносϐ aΦ !Φ IŀǊǊƛǎ Ŝǘ ŀƭΦΣ Ψ¢ƘŜ ƎŜƴŜ ƻƴǘƻƭƻƎȅ όDhύ ŘŀǘŀōŀǎŜ ŀƴŘ ƛƴŦƻǊƳŀǝŎǎ ǊŜǎƻǳǊŎŜΩΣ bǳŎƭŜƛŎ 
!ŎƛŘǎ wŜǎΣ ǾƻƭΦ онΣ ƴƻΦ 5!¢!.!{9 L{{ΦΣ ǇǇΦ 5нруπнсмΣ WŀƴΦ нллпΣ ŘƻƛΥ млΦмлфоκƴŀǊκƎƪƘлосΦ 

ώнотϐ 5Φ .ƛƴƴǎΣ 9Φ 5ƛƳƳŜǊΣ wΦ IǳƴǘƭŜȅΣ 5Φ .ŀǊǊŜƭƭΣ /Φ hΩ5ƻƴƻǾŀƴΣ ŀƴŘ wΦ !ǇǿŜƛƭŜǊΣ ΨvǳƛŎƪDƻΥ ŀ 
ǿŜōπōŀǎŜŘ ǘƻƻƭ ŦƻǊ ƎŜƴŜ ƻƴǘƻƭƻƎȅ ǎŜŀǊŎƘƛƴƎΩΣ .ƛƻƛƴŦƻǊƳŀǝŎǎΣ ǾƻƭΦ нрΣ ƴƻΦ ннΣ ǇǇΦ олпрςолпсΣ 
bƻǾΦ нллфΣ ŘƻƛΥ млΦмлфоκōƛƻƛƴŦƻǊƳŀǝŎǎκōǘǇросΦ 

ώноуϐ aΦ .ƭǳƳ Ŝǘ ŀƭΦΣ Ψ¢ƘŜ LƴǘŜǊtǊƻ ǇǊƻǘŜƛƴ ŦŀƳƛƭƛŜǎ ŀƴŘ ŘƻƳŀƛƴǎ ŘŀǘŀōŀǎŜΥ нл ȅŜŀǊǎ ƻƴΩΣ bǳŎƭŜƛŎ 
!ŎƛŘǎ wŜǎΣ ǾƻƭΦ пфΣ ƴƻΦ 5мΣ ǇǇΦ 5оппς5орпΣ WŀƴΦ нлнмΣ ŘƻƛΥ млΦмлфоκƴŀǊκƎƪŀŀфттΦ 

ώнофϐ bΦ ½ƻōŀȅŜǊΣ !Φ !Φ IƻǎǎŀƛƴΣ ŀƴŘ aΦ !Φ wŀƘƳŀƴΣ Ψ! ŎƻƳōƛƴŜŘ ǾƛŜǿ ƻŦ .πŎŜƭƭ ŜǇƛǘƻǇŜ ŦŜŀǘǳǊŜǎ 
ƛƴ ŀƴǝƎŜƴǎΩΣ .ƛƻƛƴŦƻǊƳŀǝƻƴΣ ǾƻƭΦ мрΣ ƴƻΦ тΣ ǇǇΦ ролςропΣ WǳƭΦ нлмфΣ ŘƻƛΥ 
млΦслнсκфтонлсоллмрролΦ 

ώнплϐ aΦ /Φ WŜǎǇŜǊǎŜƴΣ .Φ tŜǘŜǊǎΣ aΦ bƛŜƭǎŜƴΣ ŀƴŘ tΦ aŀǊŎŀǝƭƛΣ Ψ.ŜǇƛtǊŜŘπнΦлΥ ƛƳǇǊƻǾƛƴƎ 
ǎŜǉǳŜƴŎŜπōŀǎŜŘ .πŎŜƭƭ ŜǇƛǘƻǇŜ ǇǊŜŘƛŎǝƻƴ ǳǎƛƴƎ ŎƻƴŦƻǊƳŀǝƻƴŀƭ ŜǇƛǘƻǇŜǎΩΣ bǳŎƭŜƛŎ !ŎƛŘǎ wŜǎΣ 
ǾƻƭΦ прΣ ƴƻΦ ²мΣ ǇǇΦ ²нпς²нфΣ WǳƭΦ нлмтΣ ŘƻƛΥ млΦмлфоκƴŀǊκƎƪȄопсΦ 

ώнпмϐ ¢Φ /ƻƪŜƭŀŜǊΣ 5Φ tǳƭǘȊΣ [Φ aΦ IŀǊŘŜǊΣ WΦ {ŜǊǊŀπaǳǎŀŎƘΣ WΦ {ŀŜȊπwƻŘǊƛƎǳŜȊΣ ŀƴŘ !Φ ±ŀƭŜƴŎƛŀΣ 
Ψ.ƛƻ{ŜǊǾƛŎŜǎΥ ŀ ŎƻƳƳƻƴ tȅǘƘƻƴ ǇŀŎƪŀƎŜ ǘƻ ŀŎŎŜǎǎ ōƛƻƭƻƎƛŎŀƭ ǿŜō ǎŜǊǾƛŎŜǎ ǇǊƻƎǊŀƳƳŀǝŎŀƭƭȅΩΣ 
.ƛƻƛƴŦƻǊƳŀǝŎǎΣ ǾƻƭΦ нфΣ ƴƻΦ нпΣ ǇǇΦ онпмςонпнΣ 5ŜŎΦ нлмоΣ ŘƻƛΥ 
млΦмлфоκōƛƻƛƴŦƻǊƳŀǝŎǎκōǧрптΦ 

ώнпнϐ ±Φ [Φ IǳƴǘΣ LΦ WΦ ¢ǎŀƛΣ aΦ 9Φ {ŜƭƪƛǊƪΣ ŀƴŘ aΦ ±ƛƴŜȅΣ Ψ¢ƘŜ ƎŜƴƻƳŜ ƻŦ {ǘǊƻƴƎȅƭƻƛŘŜǎ ǎǇǇΦ ƎƛǾŜǎ 
ƛƴǎƛƎƘǘǎ ƛƴǘƻ ǇǊƻǘŜƛƴ ŦŀƳƛƭƛŜǎ ǿƛǘƘ ŀ ǇǳǘŀǝǾŜ ǊƻƭŜ ƛƴ ƴŜƳŀǘƻŘŜ ǇŀǊŀǎƛǝǎƳΩΣ tŀǊŀǎƛǘƻƭƻƎȅΣ ǾƻƭΦ 
мппΣ ƴƻΦ оΣ ǇǇΦ опоςоруΣ aŀǊΦ нлмтΣ ŘƻƛΥ млΦмлмтκǎлломмунлмсллмррпΦ 

ώнпоϐ WΦ 5Φ {ǘƻƭǘȊŦǳǎΣ {Φ aƛƴƻǘΣ aΦ .ŜǊǊƛƳŀƴΣ ¢Φ WΦ bƻƭŀƴΣ ŀƴŘ WΦ .Φ [ƻƪΣ Ψwb!ǎŜǉ ŀƴŀƭȅǎƛǎ ƻŦ ǘƘŜ 
ǇŀǊŀǎƛǝŎ ƴŜƳŀǘƻŘŜ {ǘǊƻƴƎȅƭƻƛŘŜǎ ǎǘŜǊŎƻǊŀƭƛǎ ǊŜǾŜŀƭǎ ŘƛǾŜǊƎŜƴǘ ǊŜƎǳƭŀǝƻƴ ƻŦ ŎŀƴƻƴƛŎŀƭ ŘŀǳŜǊ 
ǇŀǘƘǿŀȅǎΩΣ t[ƻ{ bŜƎƭ ¢ǊƻǇ 5ƛǎΣ ǾƻƭΦ сΣ ƴƻΦ млΣ hŎǘΦ нлмнΣ ŘƻƛΥ млΦмотмκƧƻǳǊƴŀƭΦǇƴǘŘΦлллмурпΦ 
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ώнппϐ [Φ ·ǳΣ WΦ ¸ŀƴƎΣ aΦ ·ǳΣ 5Φ {ƘŀƴΣ ½Φ ²ǳΣ ŀƴŘ 5Φ ¸ǳŀƴΣ Ψ{ǇŜŎƛŀǝƻƴ ŀƴŘ ŀŘŀǇǝǾŜ ŜǾƻƭǳǝƻƴ 
ǊŜǎƘŀǇŜ ŀƴǝƻȄƛŘŀƴǘ ŜƴȊȅƳŀǝŎ ǎȅǎǘŜƳ ŘƛǾŜǊǎƛǘȅ ŀŎǊƻǎǎ ǘƘŜ ǇƘȅƭǳƳ bŜƳŀǘƻŘŀΩΣ .a/ .ƛƻƭΣ ǾƻƭΦ 
муΣ ƴƻΦ мΣ ǇΦ мумΣ 5ŜŎΦ нлнлΣ ŘƻƛΥ млΦммусκǎмнфмрπлнлπллуфсπȊΦ 

ώнпрϐ YΦ IŜƴƪƭŜπ5ǸƘǊǎŜƴ ŀƴŘ !Φ YŀƳǇƪǀǧŜǊΣ Ψ!ƴǝƻȄƛŘŀƴǘ ŜƴȊȅƳŜ ŦŀƳƛƭƛŜǎ ƛƴ ǇŀǊŀǎƛǝŎ 
ƴŜƳŀǘƻŘŜǎΩΣ aƻƭ .ƛƻŎƘŜƳ tŀǊŀǎƛǘƻƭΣ ǾƻƭΦ ммпΣ ƴƻΦ нΣ ǇǇΦ мнфςмпнΣ нллмΣ ŘƻƛΥ млΦмлмсκǎлмссπ
сурмόлмύллнрнπоΦ 

ώнпсϐ !Φ aŀǊŎƛƭƭŀ Ŝǘ ŀƭΦΣ Ψ¢ƘŜ ǘǊŀƴǎŎǊƛǇǘƻƳŜ ŀƴŀƭȅǎƛǎ ƻŦ {ǘǊƻƴƎȅƭƻƛŘŜǎ ǎǘŜǊŎƻǊŀƭƛǎ [оƛ ƭŀǊǾŀŜ 
ǊŜǾŜŀƭǎ ǘŀǊƎŜǘǎ ŦƻǊ ƛƴǘŜǊǾŜƴǝƻƴ ƛƴ ŀ ƴŜƎƭŜŎǘŜŘ ŘƛǎŜŀǎŜΩΣ t[ƻ{ bŜƎƭ ¢ǊƻǇ 5ƛǎΣ ǾƻƭΦ сΣ ƴƻΦ нΣ CŜōΦ 
нлмнΣ ŘƻƛΥ млΦмотмκƧƻǳǊƴŀƭΦǇƴǘŘΦлллмрмоΦ 

ώнптϐ 9Φ tƻƳŀǊƛ Ŝǘ ŀƭΦΣ ΨLŘŜƴǝŬŎŀǝƻƴ ƻŦ Ƴƛwb!ǎ ƻŦ {ǘǊƻƴƎȅƭƻƛŘŜǎ ǎǘŜǊŎƻǊŀƭƛǎ [м ŀƴŘ ƛ[о ƭŀǊǾŀŜ 
ƛǎƻƭŀǘŜŘ ŦǊƻƳ ƘǳƳŀƴ ǎǘƻƻƭΩΣ {Ŏƛ wŜǇΣ ǾƻƭΦ мнΣ ƴƻΦ мΣ ǇΦ ффртΣ 5ŜŎΦ нлннΣ ŘƻƛΥ млΦмлоуκǎпмрфуπ
лннπмпмурπȅΦ 

ώнпуϐ wΦ ±ŀǊŀǘƘŀǊŀƧŀƭǳΣ ±Φ tŀǊŀƴŘŀƳŀƴΣ aΦ bŘŀƻΣ WΦ CΦ !ƴŘŜǊǎŜƴΣ ŀƴŘ CΦ !Φ bŜǾŀΣ Ψ{ǘǊƻƴƎȅƭƻƛŘŜǎ 
ǎǘŜǊŎƻǊŀƭƛǎ ŜȄŎǊŜǘƻǊȅκǎŜŎǊŜǘƻǊȅ ǇǊƻǘŜƛƴ ǎǘǊƻƴƎȅƭŀǎǘŀŎƛƴ ǎǇŜŎƛŬŎŀƭƭȅ ǊŜŎƻƎƴƛȊŜŘ ōȅ LƎ9 
ŀƴǝōƻŘƛŜǎ ƛƴ ƛƴŦŜŎǘŜŘ ƘǳƳŀƴ ǎŜǊŀΩΣ aƛŎǊƻōƛƻƭ LƳƳǳƴƻƭΣ ǾƻƭΦ ррΣ ƴƻΦ нΣ ǇǇΦ ммрςмннΣ CŜōΦ 
нлммΣ ŘƻƛΥ млΦммммκƧΦмопуπлпнмΦнлмлΦллнуфΦȄΦ 

ώнпфϐ YΦ 5ƻƴǎƪƻǿπ_¸ǎƻƴƛŜǿǎƪŀΣ aΦ aŀǊǳǎȊŜǿǎƪŀπ/ƘŜǊǳƛȅƻǘΣ ŀƴŘ aΦ {ǘŜŀǊΣ Ψ¢ƘŜ ƛƴǘŜǊŀŎǝƻƴ ƻŦ 
Ƙƻǎǘ ŀƴŘ ƴŜƳŀǘƻŘŜ ƎŀƭŜŎǝƴǎ ƛƴƅǳŜƴŎŜǎ ǘƘŜ ƻǳǘŎƻƳŜ ƻŦ ƎŀǎǘǊƻƛƴǘŜǎǝƴŀƭ ƴŜƳŀǘƻŘŜ 
ƛƴŦŜŎǝƻƴǎΩΣ tŀǊŀǎƛǘƻƭƻƎȅΣ ǾƻƭΦ мпуΣ ƴƻΦ сΣ ǇǇΦ спуςсрпΣ aŀȅ нлнмΣ ŘƻƛΥ 
млΦмлмтκǎлломмунлнмллллтȄΦ 

ώнрлϐ /Φ /ŀƴǘŀŎŜǎǎƛ ŀƴŘ wΦ .Φ DŀǎǎŜǊΣ Ψ{/tκ¢!t{ ǇǊƻǘŜƛƴǎ ƛƴ ƘŜƭƳƛƴǘƘǎςǿƘŜǊŜ ǘƻ ŦǊƻƳ ƴƻǿΚΩΣ 
aƻƭ /Ŝƭƭ tǊƻōŜǎΣ ǾƻƭΦ нсΣ ƴƻΦ мΣ ǇǇΦ рпςрфΣ CŜōΦ нлмнΣ ŘƻƛΥ млΦмлмсκƧΦƳŎǇΦнлммΦмлΦллмΦ 

ώнрмϐ YΦ tŀǿƱƻǿǎƪƛΣ Ψ¦ƴŎƘŀǊŀŎǘŜǊƛȊŜŘκƘȅǇƻǘƘŜǝŎŀƭ ǇǊƻǘŜƛƴǎ ƛƴ ōƛƻƳŜŘƛŎŀƭ άƻƳƛŎǎέ 
ŜȄǇŜǊƛƳŜƴǘǎΥ ƛǎ ƴƻǾŜƭǘȅ ōŜƛƴƎ ǎǿŜǇǘ ǳƴŘŜǊ ǘƘŜ ŎŀǊǇŜǘΚΩΣ .ǊƛŜŦ CǳƴŎǘ DŜƴƻƳƛŎ tǊƻǘŜƻƳƛŎΣ ǾƻƭΦ 
тΣ ƴƻΦ пΣ ǇǇΦ нуоςнфлΣ нллуΣ ŘƻƛΥ млΦмлфоκōŦƎǇκŜƭƴлооΦ 

ώнрнϐ ¸Φ {ŀǘƻΣ CΦ LƴƻǳŜΣ wΦ aŀǘǎǳȅŀƳŀΣ ŀƴŘ ¸Φ {ƘƛǊƻƳŀΣ ΨLƳƳǳƴƻōƭƻǘ ŀƴŀƭȅǎƛǎ ƻŦ ŀƴǝōƻŘƛŜǎ ƛƴ 
ƘǳƳŀƴ ǎǘǊƻƴƎȅƭƻƛŘƛŀǎƛǎΩΣ ¢Ǌŀƴǎ w {ƻŎ ¢ǊƻǇ aŜŘ IȅƎΣ ǾƻƭΦ упΣ ƴƻΦ оΣ ǇǇΦ плоςплсΣ мффлΣ ŘƻƛΥ 
млΦмлмсκллорπфнлоόфлύфлоотπŜΦ 

ώнроϐ bΦ {Φ !ǘƪƛƴǎΣ 5Φ WΦ /ƻƴǿŀȅΣ WΦ CΦ [ƛƴŘƻΣ WΦ ²Φ .ŀƛƭŜȅΣ ŀƴŘ 5Φ !Φ tΦ .ǳƴŘȅΣ Ψ[о ŀƴǝƎŜƴπǎǇŜŎƛŬŎ 
ŀƴǝōƻŘȅ ƛǎƻǘȅǇŜ ǊŜǎǇƻƴǎŜǎ ƛƴ ƘǳƳŀƴ ǎǘǊƻƴƎȅƭƻƛŘƛŀǎƛǎΥ ŎƻǊǊŜƭŀǝƻƴǎ ǿƛǘƘ ƭŀǊǾŀƭ ƻǳǘǇǳǘΩΣ 
tŀǊŀǎƛǘŜ LƳƳǳƴƻƭΣ ǾƻƭΦ нмΣ ƴƻΦ млΣ ǇǇΦ рмтςрнсΣ мфффΣ ŘƻƛΥ млΦмлпсκƧΦмосрπ
олнпΦмфффΦллнпуΦȄΦ 

ώнрпϐ 5Φ WΦ /ƻƴǿŀȅ Ŝǘ ŀƭΦΣ Ψ{ŜǊǳƳ LƎD ǊŜŀŎǝǾƛǘȅ ǿƛǘƘ пмπΣ омπΣ ŀƴŘ нуπƪ5ŀ ƭŀǊǾŀƭ ǇǊƻǘŜƛƴǎ ƻŦ 
{ǘǊƻƴƎȅƭƻƛŘŜǎ ǎǘŜǊŎƻǊŀƭƛǎ ƛƴ ƛƴŘƛǾƛŘǳŀƭǎ ǿƛǘƘ ǎǘǊƻƴƎȅƭƻƛŘƛŀǎƛǎΩΣ W LƴŦŜŎǘ 5ƛǎΣ ǾƻƭΦ мсуΣ ƴƻΦ оΣ ǇǇΦ 
тупςтутΣ мффоΣ ŘƻƛΥ млΦмлфоκƛƴŦŘƛǎκмсуΦоΦтупΦ 

ώнррϐ wΦ wƻŘǇŀƛ Ŝǘ ŀƭΦΣ Ψ{ǘǊƻƴƎȅƭƻƛŘŜǎ ǎǘŜǊŎƻǊŀƭƛǎ ŘƛŀƎƴƻǎǝŎ ǇƻƭȅǇŜǇǝŘŜǎ ŦƻǊ ƘǳƳŀƴ 
ǎǘǊƻƴƎȅƭƻƛŘƛŀǎƛǎ ŀƴŘ ǘƘŜƛǊ ǇǊƻǘŜƻƳƛŎ ŀƴŀƭȅǎƛǎΩΣ tŀǊŀǎƛǘƻƭ wŜǎΣ ǾƻƭΦ ммрΣ ƴƻΦ млΣ ǇǇΦ пллтςплмнΣ 
hŎǘΦ нлмсΣ ŘƻƛΥ млΦмллтκǎллпосπлмсπрмтлπтΦ 

ώнрсϐ !Φ tΦ {ǳŘǊŞΣ wΦ /Φ {ƛǉǳŜƛǊŀΣ aΦ DΦ aΦ .ŀǊǊŜǘƻΣ wΦ IΦ {Φ tŜǊŀƭǘŀΣ IΦ ²Φ aŀŎŜŘƻΣ ŀƴŘ WΦ aΦ 
tŜǊŀƭǘŀΣ ΨLŘŜƴǝŬŎŀǝƻƴ ƻŦ ŀ нсπƪ5ŀ ǇǊƻǘŜƛƴ ŦǊŀŎǝƻƴ ŀǎ ŀƴ ƛƳǇƻǊǘŀƴǘ ŀƴǝƎŜƴ ŦƻǊ ŀǇǇƭƛŎŀǝƻƴ 
ƛƴ ǘƘŜ ƛƳƳǳƴƻŘƛŀƎƴƻǎƛǎ ƻŦ ǎǘǊƻƴƎȅƭƻƛŘƛŀǎƛǎΩΣ tŀǊŀǎƛǘƻƭ wŜǎΣ ǾƻƭΦ млмΣ ƴƻΦ пΣ ǇǇΦ мммтςммноΣ 
{ŜǇΦ нллтΣ ŘƻƛΥ млΦмллтκǎллпосπллтπлрфсπсΦ 

ώнртϐ [Φ tƻǘƻŎƴŀƪƻǾŀΣ aΦ .ƘƛŘŜΣ ŀƴŘ [Φ .Φ tǳƭȊƻǾŀΣ Ψ!ƴ ƛƴǘǊƻŘǳŎǝƻƴ ǘƻ .πŎŜƭƭ ŜǇƛǘƻǇŜ ƳŀǇǇƛƴƎ 
ŀƴŘ ƛƴ ǎƛƭƛŎƻ ŜǇƛǘƻǇŜ ǇǊŜŘƛŎǝƻƴΩΣ W LƳƳǳƴƻƭ wŜǎΣ ǾƻƭΦ нлмсΣ ǇΦ стслуолΣ нлмсΣ ŘƻƛΥ 
млΦммррκнлмсκстслуолΦ 

ώнруϐ 5Φ 5ƛǘƎŜƴ Ŝǘ ŀƭΦΣ Ψ/ƻƳǇŀǊŀǝǾŜ ŎƘŀǊŀŎǘŜǊƛȊŀǝƻƴ ƻŦ ǘǿƻ ƎŀƭŜŎǝƴǎ ŜȄŎǊŜǘŜŘπǎŜŎǊŜǘŜŘ ŦǊƻƳ 
ƛƴǘŜǎǝƴŜπŘǿŜƭƭƛƴƎ ǇŀǊŀǎƛǝŎ ǾŜǊǎǳǎ ŦǊŜŜπƭƛǾƛƴƎ ŦŜƳŀƭŜǎ ƻŦ ǘƘŜ ǎƻƛƭπǘǊŀƴǎƳƛǧŜŘ ƴŜƳŀǘƻŘŜ 
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{ǘǊƻƴƎȅƭƻƛŘŜǎΩΣ aƻƭ .ƛƻŎƘŜƳ tŀǊŀǎƛǘƻƭΣ ǾƻƭΦ ннрΣ ǇǇΦ тоςуоΣ hŎǘΦ нлмуΣ ŘƻƛΥ 
млΦмлмсκƧΦƳƻƭōƛƻǇŀǊŀΦнлмуΦлуΦллуΦ 

ώнрфϐ aΦ IΦ ¸ǳƴǳǎΣ bΦ !ǊƛŬƴΣ 5Φ .ŀƭŀŎƘŀƴŘǊŀΣ bΦ {Φ !ƴǳŀǊΣ ŀƴŘ wΦ bƻƻǊŘƛƴΣ Ψ[ŀǘŜǊŀƭ ƅƻǿ ŘƛǇǎǝŎƪ 
ǘŜǎǘ ŦƻǊ ǎŜǊƻŘƛŀƎƴƻǎƛǎ ƻŦ ǎǘǊƻƴƎȅƭƻƛŘƛŀǎƛǎΩΣ !Ƴ W ¢ǊƻǇ aŜŘ IȅƎΣ ǾƻƭΦ млмΣ ƴƻΦ нΣ ǇǇΦ понςпорΣ 
нлмфΣ ŘƻƛΥ млΦпнсфκŀƧǘƳƘΦмфπллроΦ 

ώнслϐ 5Φ .ŀƭŀŎƘŀƴŘǊŀ Ŝǘ ŀƭΦΣ Ψ! ƴŜǿ ŀƴǝƎŜƴ ŘŜǘŜŎǝƻƴ 9[L{! ŦƻǊ ǘƘŜ ŘƛŀƎƴƻǎƛǎ ƻŦ ǎǘǊƻƴƎȅƭƻƛŘŜǎ 
ƛƴŦŜŎǝƻƴΩΣ !Ŏǘŀ ¢ǊƻǇΣ ǾƻƭΦ ннмΣ {ŜǇΦ нлнмΣ ŘƻƛΥ млΦмлмсκƧΦŀŎǘŀǘǊƻǇƛŎŀΦнлнмΦмлрфусΦ 

ώнсмϐ [Φ bΦ wŀǎŎƻŜΣ /Φ tǊƛŎŜΣ {Φ IΦ {ƘƛƴΣ LΦ aŎ!ǳƭƛũŜΣ WΦ ²Φ tǊƛŜǎǘΣ ŀƴŘ {Φ IŀƴŘŀƭƛΣ Ψ5ŜǾŜƭƻǇƳŜƴǘ 
ƻŦ {ǎπbL9πм ǊŜŎƻƳōƛƴŀƴǘ ŀƴǝƎŜƴ ōŀǎŜŘ ŀǎǎŀȅǎ ŦƻǊ ƛƳƳǳƴƻŘƛŀƎƴƻǎƛǎ ƻŦ ǎǘǊƻƴƎȅƭƻƛŘƛŀǎƛǎΩΣ t[ƻ{ 
bŜƎƭ ¢ǊƻǇ 5ƛǎΣ ǾƻƭΦ фΣ ƴƻΦ пΣ !ǇǊΦ нлмрΣ ŘƻƛΥ млΦмотмκƧƻǳǊƴŀƭΦǇƴǘŘΦлллосфпΦ 

ώнснϐ aΦ CΦ /ǳƭƳŀΣ Ψ{ǘǊƻƴƎȅƭƻƛŘŜǎ ǎǘŜǊŎƻǊŀƭƛǎ ǇǊƻǘŜƻƳŜΥ ! ǊŜǾŜǊǎŜ ŀǇǇǊƻŀŎƘ ǘƻ ǘƘŜ 
ƛŘŜƴǝŬŎŀǝƻƴ ƻŦ ǇƻǘŜƴǝŀƭ ƛƳƳǳƴƻƎŜƴƛŎ ŎŀƴŘƛŘŀǘŜǎΩΣ aƛŎǊƻō tŀǘƘƻƎΣ ǾƻƭΦ мрнΣ aŀǊΦ нлнмΣ 
ŘƻƛΥ млΦмлмсκƧΦƳƛŎǇŀǘƘΦнлнлΦмлпрпрΦ 

ώнсоϐ ¢Φ DΦ WŀƭŜǘŀ ŀƴŘ WΦ .Φ [ƻƪΣ Ψ!ŘǾŀƴŎŜǎ ƛƴ ǘƘŜ ƳƻƭŜŎǳƭŀǊ ŀƴŘ ŎŜƭƭǳƭŀǊ ōƛƻƭƻƎȅ ƻŦ {ǘǊƻƴƎȅƭƻƛŘŜǎ 
ǎǇǇΩΣ /ǳǊǊ ¢ǊƻǇ aŜŘ wŜǇΣ ǾƻƭΦ сΣ ƴƻΦ пΣ ǇǇΦ мсмςмтуΣ 5ŜŎΦ нлмфΣ ŘƻƛΥ млΦмллтκǎплптрπлмфπ
ллмусπȄΦ 

ώнспϐ DΦ .ŜƴȊΣ wΦ wƻƴŎŀƭƭƛΣ ŀƴŘ {Φ DǊƻǎǎΣ Ψ¦ǎŜ ƻŦ ƛǾŜǊƳŜŎǝƴ ƛƴ ŎŀǧƭŜΣ ǎƘŜŜǇΣ ƎƻŀǘǎΣ ŀƴŘ ǎǿƛƴŜΩΣ 
ƛƴ LǾŜǊƳŜŎǝƴ ŀƴŘ ŀōŀƳŜŎǝƴΣ {ǇǊƛƴƎŜǊΣ мфуфΣ ǇǇΦ нмрςннфΦ 

ώнсрϐ ¢Φ W bƻƭŀƴ ŀƴŘ WΦ . [ƻƪΣ ΨaŀŎǊƻŎȅŎƭƛŎ ƭŀŎǘƻƴŜǎ ƛƴ ǘƘŜ ǘǊŜŀǘƳŜƴǘ ŀƴŘ ŎƻƴǘǊƻƭ ƻŦ ǇŀǊŀǎƛǝǎƳ 
ƛƴ ǎƳŀƭƭ ŎƻƳǇŀƴƛƻƴ ŀƴƛƳŀƭǎΩΣ /ǳǊǊŜƴǘ ǇƘŀǊƳŀŎŜǳǝŎŀƭ ōƛƻǘŜŎƘƴƻƭƻƎȅΣ ǾƻƭΦ моΣ ƴƻΦ сΣ ǇǇΦ 
млтуςмлфпΣ нлмнΦ 

ώнссϐ 9Φ !Φ hǧŜǎŜƴ ŀƴŘ ²Φ /ŀƳǇōŜƭƭΣ ΨLǾŜǊƳŜŎǝƴ ƛƴ ƘǳƳŀƴ ƳŜŘƛŎƛƴŜΩΣ WƻǳǊƴŀƭ ƻŦ ŀƴǝƳƛŎǊƻōƛŀƭ 
ŎƘŜƳƻǘƘŜǊŀǇȅΣ ǾƻƭΦ опΣ ƴƻΦ нΣ ǇǇΦ мфрςнлоΣ мффпΦ 

ώнстϐ 9Φ !Φ hǧŜǎŜƴΣ .Φ 5ǳƪŜΣ aΦ YŀǊŀƳΣ ŀƴŘ YΦ .ŜƘōŜƘŀƴƛΣ Ψ{ǘǊŀǘŜƎƛŜǎ ŀƴŘ ǘƻƻƭǎ ŦƻǊ ǘƘŜ 
ŎƻƴǘǊƻƭκŜƭƛƳƛƴŀǝƻƴ ƻŦ ƭȅƳǇƘŀǝŎ ŬƭŀǊƛŀǎƛǎΦΩΣ .ǳƭƭŜǝƴ ƻŦ ǘƘŜ ǿƻǊƭŘ IŜŀƭǘƘ hǊƎŀƴƛȊŀǝƻƴΣ ǾƻƭΦ 
трΣ ƴƻΦ сΣ ǇΦ пфмΣ мффтΦ 

ώнсуϐ aΦ ¢ǳǊƴŜǊ ŀƴŘ WΦ {ŎƘŀŜũŜǊΣ ΨaƻŘŜ ƻŦ ŀŎǝƻƴ ƻŦ ƛǾŜǊƳŜŎǝƴΩΣ ƛƴ LǾŜǊƳŜŎǝƴ ŀƴŘ ŀōŀƳŜŎǝƴΣ 
{ǇǊƛƴƎŜǊΣ мфуфΣ ǇǇΦ тоςууΦ 

ώнсфϐ ¢Φ DΦ DŜŀǊȅ Ŝǘ ŀƭΦΣ ΨIŀŜƳƻƴŎƘǳǎ ŎƻƴǘƻǊǘǳǎΥ ƛǾŜǊƳŜŎǝƴπƛƴŘǳŎŜŘ ǇŀǊŀƭȅǎƛǎ ƻŦ ǘƘŜ ǇƘŀǊȅƴȄΩΣ 
9ȄǇŜǊƛƳŜƴǘŀƭ ǇŀǊŀǎƛǘƻƭƻƎȅΣ ǾƻƭΦ ттΣ ƴƻΦ мΣ ǇǇΦ ууςфсΣ мффоΦ 

ώнтлϐ {Φ .ƛŜƴŜǊǘ Ŝǘ ŀƭΦΣ Ψ¢ƘŜ {²L{{πah59[ wŜǇƻǎƛǘƻǊȅτƴŜǿ ŦŜŀǘǳǊŜǎ ŀƴŘ ŦǳƴŎǝƻƴŀƭƛǘȅΩΣ bǳŎƭŜƛŎ 
ŀŎƛŘǎ ǊŜǎŜŀǊŎƘΣ ǾƻƭΦ прΣ ƴƻΦ 5мΣ ǇǇΦ 5омоς5омфΣ нлмтΦ 

ώнтмϐ aΦ 9Φ .ǊŀƎƛƴŀΣ !Φ 5ŀƛƴŀΣ aΦ !Φ tŜǊŜȊΣ hΦ aƛŎƘƛŜƭƛƴΣ ŀƴŘ ±Φ ½ƻŜǘŜΣ Ψ¢ƘŜ {ǿƛǎǎ{ƛƳƛƭŀǊƛǘȅ нлнм 
ǿŜō ǘƻƻƭΥ ƴƻǾŜƭ ŎƘŜƳƛŎŀƭ ƭƛōǊŀǊƛŜǎ ŀƴŘ ŀŘŘƛǝƻƴŀƭ ƳŜǘƘƻŘǎ ŦƻǊ ŀƴ ŜƴƘŀƴŎŜŘ ƭƛƎŀƴŘπōŀǎŜŘ 
ǾƛǊǘǳŀƭ ǎŎǊŜŜƴƛƴƎ ŜȄǇŜǊƛŜƴŎŜΩΣ LƴǘŜǊƴŀǝƻƴŀƭ WƻǳǊƴŀƭ ƻŦ aƻƭŜŎǳƭŀǊ {ŎƛŜƴŎŜǎΣ ǾƻƭΦ ноΣ ƴƻΦ нΣ ǇΦ 
уммΣ нлннΦ 

ώнтнϐ ±Φ ½ƻŜǘŜΣ !Φ 5ŀƛƴŀΣ /Φ .ƻǾƛƎƴȅΣ ŀƴŘ hΦ aƛŎƘƛŜƭƛƴΣ Ψ{ǿƛǎǎ{ƛƳƛƭŀǊƛǘȅΥ ŀ ǿŜō ǘƻƻƭ ŦƻǊ ƭƻǿ ǘƻ 
ǳƭǘǊŀ ƘƛƎƘ ǘƘǊƻǳƎƘǇǳǘ ƭƛƎŀƴŘπōŀǎŜŘ ǾƛǊǘǳŀƭ ǎŎǊŜŜƴƛƴƎΩΦ !/{ tǳōƭƛŎŀǝƻƴǎΣ нлмсΦ 

ώнтоϐ 5Φ .ŀƧǳǎȊΣ !Φ włŎȊΣ ŀƴŘ YΦ IŞōŜǊƎŜǊΣ Ψ²Ƙȅ ƛǎ ¢ŀƴƛƳƻǘƻ ƛƴŘŜȄ ŀƴ ŀǇǇǊƻǇǊƛŀǘŜ ŎƘƻƛŎŜ ŦƻǊ 
ŬƴƎŜǊǇǊƛƴǘπōŀǎŜŘ ǎƛƳƛƭŀǊƛǘȅ ŎŀƭŎǳƭŀǝƻƴǎΚΩΣ WƻǳǊƴŀƭ ƻŦ ŎƘŜƳƛƴŦƻǊƳŀǝŎǎΣ ǾƻƭΦ тΣ ǇǇΦ мςмоΣ 
нлмрΦ 

ώнтпϐ 5Φ wΦ YƻŜǎΣ aΦ tΦ .ŀǳƳƎŀǊǘƴŜǊΣ ŀƴŘ /Φ WΦ /ŀƳŀŎƘƻΣ Ψ[Ŝǎǎƻƴǎ ƭŜŀǊƴŜŘ ƛƴ ŜƳǇƛǊƛŎŀƭ ǎŎƻǊƛƴƎ 
ǿƛǘƘ ǎƳƛƴŀ ŦǊƻƳ ǘƘŜ /{!w нлмм ōŜƴŎƘƳŀǊƪƛƴƎ ŜȄŜǊŎƛǎŜΩΣ WƻǳǊƴŀƭ ƻŦ ŎƘŜƳƛŎŀƭ ƛƴŦƻǊƳŀǝƻƴ 
ŀƴŘ ƳƻŘŜƭƛƴƎΣ ǾƻƭΦ роΣ ƴƻΦ уΣ ǇǇΦ муфоςмфлпΣ нлмоΦ 
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!ōōǊŜǾƛŀǝƻƴǎ 
3CLpro: 3C-like Protease 

ACE2: Angiotensin Converting Enzyme 2 

ADT: Antigen Diagnostic Tests 

ARDS: Acute Respiratory Distress Syndrome 

ASN: Asparagine 

ASP: Aspartic Acid 

BP: Biological Process 

CC: Cellular Component 

CTD: C-Terminal Domain 

ECDF: Empirical Cumulative Density Function 

ESP: Excretory-Secretory Product 

FDA: Food And Drug Administration 

GluCl: Glutammate gated chloride channel 

GO: Gene Ontology 

HNMT: Human Histamine N-Methyltransferase 

ICTV: International Committee On Taxonomy of Viruses 

IDRs: Intrinsically Disordered Regions 

iL3: Infective Filariform Larvae 

ILE: Isoleucine 

IQR: Interquartile Range 

IVM: Ivermectin 

KDE: Kernel Density Estimate 

L1: Rhabditiform Larva 

LCðMS/MS: Liquid Chromatography-tandem Mass Spectrometry 

LEU: Leucine 

mAbs: Monoclonal Antibodies  

MCA: Multiple Correspondence Analysis 

MD: Molecular Dynamics 

MERS-CoV: Middle East Respiratory Syndrome CoronaVirus 
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MF: Molecular Function 

Mpro: Main protease 

NTD: N-terminal Domain 

ORFs: Open Reading Frames 

PBS: Phosphate Buffered Saline 

PCA: Principal Component Analysis 

PDB: Protein Data Bank 

PHE: Phenylalanine 

PLIP: ProteinðLigand Interaction Profiler 

PLpro: Papain-Like Protease 

RBD: Receptor Binding Domain 

RBM: Receptor Binding Motif 

RDR: Recurrent Deletion Region 

RGYR: Radius of Gyration 

RIR1: Recurrent Insertion Region 1 

RMSD: Root Mean Square Deviation of Backbone Beads 

RMSF: Root Mean Square Fluctuations 

ROS: Reactive Oxygen Species 

RTC: Replication-Transcription Complex 

SARS-CoV: Severe Acute Respiratory Syndrome Coronavirus 

SD: Standard Deviations 

STH: Soil-Transmitted Helminth 

VOC: Variant of Concern 

VOI: Variant of Interest 
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{ǳǇǇƭŜƳŜƴǘŀǊȅ ƳŀǘŜǊƛŀƭǎ 

{ǳǇǇƭŜƳŜƴǘŀǊȅ ƳŀǘŜǊƛŀƭ /ƘŀǇǘŜǊ оΥ 9ƳŜǊƎŜƴŎŜ ƻŦ ŀ ǊŜŎǳǊǊŜƴǘ 

ƛƴǎŜǊǝƻƴ ƛƴ ǘƘŜ bπǘŜǊƳƛƴŀƭ ŘƻƳŀƛƴ ƻŦ ǘƘŜ {!w{π/ƻ±πн ǎǇƛƪŜ 

ƎƭȅŎƻǇǊƻǘŜƛƴ 

 

Supplementary Figure S3.1: Panel A: observed frequency of each amino acid in the 49 RIR1 insertions. 
Panel B: observed/expected ratios for each amino acid, calculated based under the assumption that no codon usage 
bias was present. Amino acids showing a ratio > 1 were over-represented compared with expectations, whereas those 
showing a ratio < 1 were under-represented. 
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Supplementary Figure S3.2: Panel A: RMSD plot of the three models of the SARS-CoV-2 spike protein 
(wild-type and A.2.5), as a function of simulated time. The systems reach equilibrium after 1.5 Ǫs. Panel B: variation 
of RGYR observed over time for the three models of the SARS-CoV-2 spike protein (wild-type and A.2.5) during 
the MD simulation. 

 

{ǳǇǇƭŜƳŜƴǘŀǊȅ ƳŀǘŜǊƛŀƭ /ƘŀǇǘŜǊ пΥ !ƴ ƛƴǘŜǊŀŎǝƻƴπōŀǎŜŘ ŘǊǳƎ 

ŘƛǎŎƻǾŜǊȅ ǎŎǊŜŜƴ ŜȄǇƭŀƛƴǎ ƪƴƻǿƴ {!w{π/ƻ±πн ƛƴƘƛōƛǘƻǊǎ ŀƴŘ 

ǇǊŜŘƛŎǘǎ ƴŜǿ ŎƻƳǇƻǳƴŘ ǎŎŀũƻƭŘǎ 
Supplementary Table S4.1: Link to online material 

 

https://static-content.springer.com/esm/art%3A10.1038%2Fs41598-023-35671-x/MediaObjects/41598_2023_35671_MOESM1_ESM.xlsx
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{ǳǇǇƭŜƳŜƴǘŀǊȅ ƳŀǘŜǊƛŀƭ /ƘŀǇǘŜǊ рΥ ²ƛŘŜ wŜŀƭπ[ƛŦŜ 5ŀǘŀ {ǳǇǇƻǊǘ 

wŜŘǳŎŜŘ {ŜƴǎƛǝǾƛǘȅ ƻŦ !ƴǝƎŜƴ ¢Ŝǎǘǎ ŦƻǊ hƳƛŎǊƻƴ {!w{π/ƻ±πн 

LƴŦŜŎǝƻƴǎ 

 

Supplementary Figure S5.1: Model of the full-length dimer N protein using AlphaFold2 

 

Supplementary Figure S5.2: Mutations mapped in the N monomer protein structure predicted by AlphaFold. 
The mutations are color-coded with blue representing those exclusive to the Delta variant, red representing those exclusive 
to the Omicron variant. 
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Supplementary Figure S5.3: CTD domain dimer of the N protein structure. Light pink: residues belonging to 
the dark blue chain (A). Light purple: residues belonging to the dark purple chain (B). CTD domain PDB ID: 6wzo. 

 

 

 

 

 

 

Supplementary Figure S5.4: Zoom in showing the S310 mutated into Cysteine (S310C) and re-evaluation of 
the interactions after the substitution. On the left side, interactions occur involving the residue positioned at Ser310 with 
Gln 260, Lys 261, and Arg 262. On the right, there is a representation of amino acid substitution. We observed only 
minor difference of one less bond between Arginine 262 and Cysteine. 
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Supplementary Figure S5.5: Mean Ct values and Standard Deviation for each SARS-CoV2 lineage detected 
in the nose (A) and in the mouth (B) based on days after symptoms onset. 

 

Mutant PDB id 
ǃǃG (kcal/mol ) 
DynaMut2 

ǃǃG (kcal/mol ) 
DynaMut 

ǃǃSvibENCoM (kcal.mol-1.K-1) 

P80R 6vyo 0,41 kcal/mol 1,460 kcal/mol -0.522 kcal.mol-1.K-1 

H300Y 6wzo 1,16 kcal/mol 0.895 kcal/mol -0,131 kcal.mol-1.K-1 

S310C 6wzo -0,43 kcal/mol -0.217 kcal/mol 0.113 kcal.mol-1.K-1 

D343G 6wzo -0,28 kcal/mol -0.958 kcal/mol 0.130 kcal.mol-1.K-1 

 

Supplementary Table S5.1: MǃǃG and ǃǃSvibENCoM calculations using DynaMut and DynaMut2 
webservers. The positive ǃǃG indicates increased stability, while negative ǃǃG indicates decreased stability. A 
negative ǃǃSVibENCoM implies an increase in protein rigidification, while a positive ǃǃSVibENCoM implies 
an increase in the flexibility of protein structure. 
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{ǳǇǇƭŜƳŜƴǘŀǊȅ ƳŀǘŜǊƛŀƭ /ƘŀǇǘŜǊ сΥ bƻǾŜƭ ƛƴǎƛƎƘǘǎ ƛƴǘƻ ǘƘŜ ǎƻƳŀǝŎ 

ǇǊƻǘŜƻƳŜ ƻŦ {ǘǊƻƴƎȅƭƻƛŘŜǎ ǎǘŜǊŎƻǊŀƭƛǎ ƛƴŦŜŎǝǾŜ ǘƘƛǊŘπǎǘŀƎŜ ƭŀǊǾŀŜ 

Supplementary Table S6.1: Annotated dataset. The dataset includes peptide list, protein identification, gene 
ontology annotation and InterPro annotation. Link to online material 

Supplementary Table S6.2: Proteins identified in the present study and already reported in the literature as: (i) 
associated with Strongyloides parasitism; (ii) part of iL3 proteome; (iii) potentially immunogenic. Link to online 
material 

Supplementary Table S6.3: Homology with Homo sapiens and other pathogens of clinical importance as 
potentially responsible for co-infections with S. stercoralis. Link to online material 

Supplementary Figures S6.1-S6.8: B-cell epitope prediction results. For each figure: A) FASTA sequence 
showing the results obtained with each tool (Chou &Fasman Beta-Turn Prediction; Emini Surface Accessibility 
Prediction; Kolaskar & Tongaonkar Antigenicity; Parker Hydrophilicity Prediction, BepiPred2.0; all available via 
http://tools.iedb.org/bcell/); all residues having a score above their threshold are highlighted in grey. The purple squares 
indicate the sequences highlighted as potentially immunogenic as reported in the methods section. B) Protein structures 
as predicted by AlphaFold showing the model confidence. C) Mapping of the potentially immunogenic epitopes on the 
protein structure. Figure S1. B-cell epitope prediction resultsfor the protein A0A0K0E6J0 - SCP domain-containing 
protein. 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

https://static-content.springer.com/esm/art%3A10.1186%2Fs13071-023-05675-7/MediaObjects/13071_2023_5675_MOESM1_ESM.xlsx
https://static-content.springer.com/esm/art%3A10.1186%2Fs13071-023-05675-7/MediaObjects/13071_2023_5675_MOESM2_ESM.xlsx
https://static-content.springer.com/esm/art%3A10.1186%2Fs13071-023-05675-7/MediaObjects/13071_2023_5675_MOESM2_ESM.xlsx
https://static-content.springer.com/esm/art%3A10.1186%2Fs13071-023-05675-7/MediaObjects/13071_2023_5675_MOESM3_ESM.xlsx
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Supplementary Figures S6.1: B-cell epitope prediction results for the protein A0A0K0E6J0 - SCP domain-
containing protein. 

 


