
                        

 

Diversity and Phylogeny of Niche 

Adapted Escherichia coli 

 

Gabriel Astorga 

100231272 

A thesis submitted for the degree of Doctor of Philosophy to the University of East 

Anglia 

 

University of East Anglia 

Quadram Institute Bioscience 

September 2025 

 

Word count: 48,676 words 

 

É This copy of the thesis has been supplied on condition that anyone who consults it is 

understood to recognise that its copyright rests with the author and that use of any 

information derived there-from must be in accordance with current UK Copyright Law. In 

addition, any quotation or extract must include full attribution. 



Ξ 
 

Abstract 

Escherichia coli is a diverse bacterial species found in the environment, on food 

and within the guts of humans and animals. It can be an opportunistic pathogen, 

cause foodborne illness, and carry antimicrobial resistance (AMR) determinants. 

However, the majority of E. coli are commensal, therefore it is important to 

distinguish the different types of E. coli which pose a greater health risk to humans 

and animals. Furthermore, understanding the environmental and host interfaces is 

important for investigating the dissemination and transmission of E. coli. 

Traditional typing approaches for investigating food contamination and between-

host transmission offer lower resolution than whole genome sequencing (WGS). 

The work within this thesis investigated the evolutionary history and diversity of E. 

coli on retail foods and within hosts co-habiting within the same household using 

WGS. To identify the optimal phylogenomic method for investigating different E. 

coli populations, five phylogenomic approaches were applied to a test dataset of 

515 genomes. Phylonium was chosen due to computational efficiency and 

robustness compared to the commonly utilised core gene phylogeny and applied 

to datasets investigated within this thesis. There were highly diverse E. coli 

isolated from five different food commodities in terms of sequence types and AMR 

determinants, including within individual samples. However, there were minimal 

putative extra-intestinal pathogenic E. coli identified, and more than half of isolates 

were pansusceptible. A household-based cross-sectional study established that 

there was limited E. coli co-occurrence between humans and their dogs. This 

research suggests that while retail foods as well as and co-habiting humans and 

animals are all potential sources of E. coli and AMR, the impact on human health 

requires further study. These outcomes were only possible through the high 

resolution offered by WGS. The results have implications for public health policy, 

particularly for food safety and One Health surveillance.  
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Humans constantly interact with their environment and other organisms. The 

health of humans, animals and their environments have an interdependent link 

which requires collaboration across disciplines to tackle global health issues 

(World Health Organization, 2025). The One Health approach is an integrated 

approach that balances and optimises the health of humans, animals and the 

environment by utilising different disciplines and communities to solve health 

challenges (World Health Organization, 2025). This One Health approach 

addresses health challenges that include but are not limited to: infectious disease 

and antimicrobial resistance (AMR). This thesis explores the diversity and 

phylogeny of Escherichia coli, which can be found in humans, animals and the 

environment. In this thesis, I will explore various phylogenomic methods for 

investigating the genomic diversity of the E. coli, apply the most suitable methods 

to study the E. coli present on extra-intestinal environments such as retail foods 

and the E. coli present within human and companion animal hosts, and explore the 

public health implications of these findings. 

1.1 Escherichia coli  

Escherichia coli is a bacterial species that belongs to the Pseudomonadota 

phylum, Gammaproteobacteria class, Enterobacteriaceae family, and Escherichia 

genus (Yu et al., 2021, Foster-Nyarko and Pallen, 2022). E. coli is characterised 

as Gram-negative (Saida et al., 1998) and rod-shaped, approximately 0.5Õm in 

diameter and 1.5Õm in length (Shiomi et al., 2009). The bacterium is a facultative 

anaerobe, meaning it can grow in both aerobic and anaerobic environments 

(Tenaillon et al., 2010). E. coli is a common commensal organism that can be 

found within the guts of humans and animals without causing immediate harm 

(Tenaillon et al., 2010).  

The primary environment where E. coli resides is suggested to be the guts of 

humans and animals, which can then be spread to secondary extra-intestinal 

environments such as water and soil (Kay and Fricker, 1997). As such, E. coli is 

commonly used as a microbiological indicator in defining standards for public 

health and environmental control (Kay and Fricker, 1997). Within the UK, E. coli is 

used as a faecal contamination indicator on foodstuffs (European Commission, 

2005) and for bathing water quality (Department for Environment Food and Rural 
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Affairs, 2025). As E. coli is typically found in faeces, the proposed route for 

transmission between hosts is through the faecal-oral route (Gangarosa, 1978). 

1.1.1 Human infection and disease 

In addition to commensal E. coli, the bacterium can be an opportunistic pathogen, 

where if the organism were to become present in a vulnerable extra-intestinal 

space within a vulnerable host, it may cause infection. Examples of this are 

bloodstream infections (UK Health Security Agency, 2025a) and urinary tract 

infections (Public Health England, 2007). Unlike commensal and opportunistic E. 

coli, pathogenic E. coli can result in disease within the host, particularly 

gastrointestinal disease. 

When food contaminated with certain pathogenic types of E. coli is consumed, it 

can cause gastrointestinal disease shortly thereafter. These pathogenic types of E. 

coli can be grouped into pathotypes (Geurtsen et al., 2022, Pokharel et al., 2023) 

and historical classifications have relied on clinical presentations in humans, which 

have in turn, led to imprecise terminology and estimates (Geurtsen et al., 2022). 

These pathotypes of E. coli are approximately classified into different groups: 

Intestinal pathogenic E. coli (InPEC)/diarrheagenic E. coli (DEC), and 

Extraintestinal Pathogenic E. coli (ExPEC) (Geurtsen et al., 2022, Pokharel et al., 

2023) (Table 1.1). A potential source of ExPEC is the host gut itself, as faecal 

samples from human hosts have been shown to harbour E. coli that can cause 

extraintestinal infection (Ludden et al., 2021, Nielsen et al., 2014). There is also 

the Shigella species, which are genetically similar to E. coli (Escobar-P§ramo et 

al., 2003). Despite genetic similarity, Shigella and E. coli are often separated for 

epidemiological and clinical classification purposes (Chattaway et al., 2017).  

Table 1.1: List of the 11 pathotypes of E. coli with clinical presentations 
(Adapted from (Geurtsen et al., 2022)) 

Niche Pathotype Clinical presentation 

Intestinal 
Enteropathogenic E. coli 

(EPEC) 

Diarrhoea, vomiting, fever, 

dehydration 
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Table 1.1: List of the 11 pathotypes of E. coli with clinical presentations 
(Adapted from (Geurtsen et al., 2022)) 

Niche Pathotype Clinical presentation 

Shiga toxin-producing E. coli 

(STEC); Verocytotoxin-

producing E. coli (VTEC); 

Enterohemorrhagic E. coli 

(EHEC) 

Mild to bloody diarrhoea, fever, 

abdominal cramping, vomiting, 

haemolytic uremic syndrome 

(HUS) 

Enterotoxigenic E. coli 

(ETEC) 
Mild to severe watery diarrhoea 

Enteroinvasive E. coli (EIEC) 
Profuse diarrhoea, fever, 

haemolytic uremic syndrome 

Enteroaggregative E. coli 

(EAEC) 

Watery diarrhoea, haemolytic 

uremic syndrome 

Diffuse adhering E. coli 

(DAEC) 
Watery diarrhoea 

Adherent-invasive E. coli 

(AIEC) 

Pathogenesis of inflammatory 

bowel disease 

Extraintestinal 

Uropathogenic E. coli (UPEC) Urinary tract infections 

Neonatal meningitis E. coli 

(NMEC) 
Fatal meningitis in newborns 

Avian pathogenic E. coli 

(APEC) 

Colibacillosis in poultry, porcine 

and bovine animals 

Sepsis-associated E. coli 

(SEPEC) 
Bacteraemia and sepsis 

 

Despite pathogenic E. coli comprising a minority of the wider population of E. coli, 

there is a bias towards focusing on these pathotypes due to the more immediate 
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clinical relevance and public safety aspect. As of March 26th, 2025, Enterobase, an 

online resource and database for enteric bacteria, contained 365,787 

Escherichia/Shigella genomes (Zhou et al., 2020). Although databases containing 

genomes may have incorrect or missing metadata, of these 365,787, 8,659 were 

designated as ñPathogenò or ñPathogenicò status, comprising less than 2.4% of the 

E. coli database. Furthermore, in PubMed, using the search terms [Escherichia 

coli] and [Whole genome sequencing] generated 3,145 results (National Center for 

Biotechnology Information (NCBI), 1988). When refining the search on PubMed to 

include [pathogen], this led to 50.0% (1,573 results) relating to pathogenic E. coli. 

Focussing primarily on pathogenic E. coli will lead to underestimating the diversity 

within the species. 

1.2 E. coli epidemiology, identification and typing 

Due to the potential for gastrointestinal disease, there was a historical necessity to 

identify and differentiate the more pathogenic types of E. coli, as well as identify 

how they were spreading so preventative measures could be implemented 

(Robins-Browne, 1987). In the 1950s, E. coli surface antigens were used to 

identify E. coli outbreak strains, with the method being termed serotyping 

(Kauffmann, 1947). This method consisted of using antisera containing antibodies 

to detect and characterise specific O- polysaccharide, H- flagellar and K- capsular 

antigens. Currently, there are 197 different E. coli O- antigen serotypes and 53 H- 

antigen serotypes (Liu et al., 2020). Serotyping is still used in E. coli outbreak 

investigations today, highlighting specific E. coli pathotypes (Chan et al., 2023). 

Serotyping has been a useful approach for studying outbreaks; however, this 

approach has lower discriminatory power compared to other methods as this only 

looks at a maximum of three surface antigens compared to molecular typing 

approaches which can discriminate at higher resolutions. 

1.2.1 Molecular typing approaches - multilocus sequence typing 

Typing E. coli has progressed from antigen phenotyping, to the use of enzymes 

(Whittam et al., 1983, Selander et al., 1986), ribosomal RNA genes (Martin et al., 

1996), and DNA fragment-based approaches (Gautom, 1997). Currently, 

multilocus sequence typing (MLST) is one of the most common E. coli typing 

approaches, performed by examining the sequence of multiple housekeeping 
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genes. This method can utilise various MLST schemes, for example, two-locus 

fumC and fimH (CH) typing, and four-locus (adk, purA, gyrB and recA) typing 

(Ahmed et al., 2016). One of the most common E. coli typing schemes is the 

Achtman seven gene scheme which originally used internal fragments from the 

adk (adenosine kinase), fumC (fumarse C), gyrB (DNA gyrase subunit B), icd 

(isocitrate dehydrogenase), mdh (malate dehydrogenase), purA (adenylosuccinate 

synthetase) and recA house-keeping genes for PCR amplification (Wirth et al., 

2006, Clermont et al., 2015). Internal fragments of each gene are used 

(approximately 450 ï 550 bp) and for each house-keeping gene, a single 

nucleotide polymorphism (SNP) within any of these gene would lead to a different 

allele, and therefore a different ST allocation (Wirth et al., 2006).  

The number of STs have increased over the years and a more recent 2021 paper 

analysing 10,667 genomes identified 1,155 unique STs (Abram et al., 2021). The 

first mention of an E. coli clonal complex was in a paper by Zhang et al., (2000) 

which described a clonal E. coli group based on the H serogroup (Zhang et al., 

2000). In 2001, clonal group A (cgA) was reported as a group of E. coli found in 

urinary tract infections with similar DNA fingerprints, virulence factor profiles, 

antimicrobial resistance, and O antigen groups (Manges et al., 2001). The first use 

of the current MLST based clonal complexes, however, was in a 2005 study by 

Tartof et al., which classified a group of uropathogenic and bacteraemic E. coli into 

a single ST69 complex (Tartof et al., 2005). Since then, 54 ST clonal complexes 

have been documented (Zhou et al., 2020). 

The combination of seven house-keeping neutral markers in MLST has limitations 

for differentiating E. coli at higher resolutions. It is also not uncommon for MLST 

classifications to be combined with other subtyping analyses, like serotyping or 

fimH typing, which is types fimH alleles (Roer et al., 2017). This has been useful in 

the case where the specific E. coli have needed sub-ST level differentiation for 

epidemiological tracking (Giufre et al., 2014). An example would be ST131, where 

different variations in the O and H antigens have been used to identify sub-

lineages that pose different levels of risk if there is an infection (Decano and 

Downing, 2019, Pitout et al., 2022). Overall, MLSTs have provided insight into E. 

coli diversity and population structures. With whole genome sequencing (WGS), 
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higher resolution insight into E. coli diversity can be obtained by sequencing the 

entire genome, rather than just specific genes. 

1.2.2 E. coli ï Genomics 

A genome comprises all an organismôs genetic information (Goldman and 

Landweber, 2016). Deoxyribonucleic acid (DNA) is comprised of four bases, which 

is ordered in an organised sequence (Watson and Crick, 1953). WGS is the 

process where the base order of the DNA sequence is called, and the data are 

collected, which can be analysed by downstream bioinformatic approaches 

(Heather and Chain, 2016). Furthermore, advancements in next generation and 

third generation sequencing can now generate large amounts of accurate genomic 

data rapidly, allowing whole populations of organisms to be analysed (Lu et al., 

2025). Currently WGS is the highest resolution typing approach (Figure 1.1). 

 

 

Figure 1.1: A non-exhaustive list of different typing approaches used classify 
E. coli. The arrow indicates increasing discriminatory power.  

 

E. coli has a single circular chromosome located within the central nucleoid region 

of the cell. The length of the E. coli genome is variable and when E. coli 

populations have been investigated (including Shigella as a subspecies of E. coli), 

the E. coli genome length has been found to range between 4.56 Mbp to 5.70 Mbp 

(Lukjancenko et al., 2010). The reason for this are large sections of DNA that can 

be present in one genome, which can be absent in another different genome, 

termed accessory segments or genes (Rode et al., 1999).  

The pangenome is the set of all genes in all the genomes of a group of organisms 

being investigated (Bosi et al., 2015) and is comprised of the core and accessory 
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genome (Rasko et al., 2008). E. coli has an open pangenome, where new genes 

are generally added when new E. coli genomes are included in the dataset 

(Touchon et al., 2009). Additional E. coli added to the collection are likely to have 

novel genes that are not present in the previous compared set (Rasko et al., 

2008). The core genome is defined as the set of conserved homologous genes 

found in a specified percentage of a given set of genomes (Rasko et al., 2008).  

The size of the core genome is dependent on the total number of investigated 

isolates and the specified percentage of isolates containing those homologous 

genes. Therefore the E. coli core genome can vary between studies, and what 

may be defined as present in all organisms in one dataset, may not necessarily be 

true for another E. coli collection. For example, a study looking at 53 E. coli 

genomes found that 11% of the genome was conserved, dropping down to 6% 

when Shigella genomes were included (Lukjancenko et al., 2010). In contrast, a 

study looking at 4,071 E. coli isolates found that 14% of the pangenome was 

comprised of core genes (Decano and Downing, 2019). This represents genes 

that are essential for species survival, central metabolism, replication, translation, 

and transcription (Medini et al., 2005, Rasko et al., 2008). 

1.2.3 E. coli mobile genetic elements 

The accessory genome refers to all the non-conserved genes in the pangenome 

(Segerman, 2012). The diversity of accessory genes in E. coli is due to gene gain 

from horizontal gene transfer (HGT) and gene loss, which is hypothesised to be 

driven by environmental adaptation (McInerney et al., 2017). HGT refers to the 

acquisition of external DNA from one organism to another, which is then 

incorporated into the recipient organism most often via the process of 

recombination (Lawrence and Retchless, 2009). Genes gained from HGT can be 

beneficial for utilising different substrates, gaining stress tolerance and facilitating 

energy efficient growth (Karcagi et al., 2016). Not all genes gained via HGT are 

beneficial to growth and adaptation, and therefore there may be a selective 

process for advantageous horizontally transferred genes and linked neutral genes 

(Vogan and Higgs, 2011). 

E. coli mobile genomic elements (MGEs) include transposons, phage and phage-

like structures, and plasmids (Jackson et al., 2011). Integrons are non-mobile 
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genetic elements that are linked to mobile genetic elements (MGEs) and can act 

as a vector for genes important for adaptation, such as AMR genes (Sabate and 

Prats, 2002, Domingues et al., 2012). Similarly, plasmids are extrachromosomal 

circular strands of DNA that can act as vectors for accessory genes, including 

AMR genes. 

1.2.4 Sentinel organism for antimicrobial resistance 

Antimicrobials are compounds that stop the growth or kill a range of 

microorganisms (UK Health Security Agency, 2024). Microorganisms can adapt to 

selection pressures like antimicrobials and develop mechanisms to resist the 

effects of these drugs (Christaki et al., 2020). Antimicrobial resistance (AMR) is a 

public health threat as it can make current treatments less effective, prolong the 

duration of infections (GOV UK, 2024). Furthermore, a delay in appropriate 

antimicrobial treatments can lead to increased mortality rate (Andersson et al., 

2019).  

AMR is one of the top global health threats, predicted to be associated with an 

estimated 4.95 million deaths, which include an estimated 1.27 million deaths 

attributed to AMR bacteria (Murray et al., 2022). In 2023, antibiotic-resistant 

infections within the UK have risen compared to 2019; E. coli was the greatest 

contributor, responsible for over 65% of antibiotic-resistant bacteraemia cases 

between 2019-2025 (UK Health Security Agency, 2024). In another study of 

14,548 E. coli bloodstream infection cases, AMR was associated with increased 

90-day mortality amongst patients (Daneman et al., 2023).  

Currently, a coordinated antimicrobial stewardship approach for promoting 

responsible selection, usage, dosage and duration of antimicrobials for optimal 

clinical outcomes is led by the World Health Organization (World Health 

Organization, 2023). An antimicrobial classification system called the óAWaRe 

(Access, Watch or Reserve)ô list created by the WHO was recently adopted by the 

UK Health Security Agency to support antimicrobial stewardship at the local and 

national level (UK Health Security Agency, 2025b). This list has helped inform UK 

government reports and is expanded on in section 1.4.1 of this thesis. Within 

these reports, E. coli is reported as it is a commonly used sentinel organism for 

AMR. 
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E. coli can acquire resistance to different antibiotics through different mechanisms 

(see Section 1.2.3). The health risk is amplified by the potential for multidrug 

resistance (MDR), which is proposed in Enterobacteriaceae to be an isolate that is 

resistant to at least one drug in at least three or more antimicrobial classes (Table 

1.2) (Magiorakos et al., 2012). Concerningly, E. coli can potentially become 

extensively drug resistant (XDR) (Guy et al., 2023), characterised by resistance to 

nearly all antibiotic categories. 

 

Table 1.2: A non-exhaustive list of antibiotics and the drug target 

Antibiotic Target 

Penicillin  

Cell wall synthesis 

Cephalosporins  

Carbapenems  

Monobactams  

Glycopeptides  

Phosphonic acids  

Polymyxins  Cell membrane 

Aminoglycosides  
30S ribosome 

Tetracyclines  

Oxazolidinones  

50S ribosome 

Streptogramins  

Macrolides  

Lincosamides  

Phenicols  

Quinolones/  DNA topoisomerase 
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Table 1.2: A non-exhaustive list of antibiotics and the drug target 

Antibiotic Target 

Fluoroquinolones 

Sulphonamides  

Folic acid synthesis 

inhibitors Trimethoprim 

Dihydrofolate 

reductase (DHFR) 

in folic acid 

synthesis inhibitor 

 

AMR risk is not just limited to pathogenic E. coli and opportunistic infections. 

Commensal E. coli within the guts of humans and animals have been identified as 

potential reservoirs for AMR. For example, AMR genes, MDR and putative 

plasmid-carriage of AMR have been identified in healthy humans (Tawfick et al., 

2022, Bailey et al., 2010). Commensal E. coli maintains an important role in the 

dissemination of AMR, as E. coli within the gut can spread AMR genes to other E. 

coli and other bacteria through mechanisms like HGT. 

1.2.5 E. coli population genomics 

Population genomics aims to understand the genomic variation across different 

populations of an organism by comparing their genomic information (Xu, 2006). 

Like other bacteria, E. coli reproduces by binary fission, an asexual process 

generating near genetically indistinguishable clones from their parent with the 

exception of random mutations (Zhi et al., 2019). It is proposed that genetic 

variation in a bacterial species like E. coli is due to established evolutionary 

mechanisms like genetic drift, gene flow, natural selection, and random mutations 

(Gordo et al., 2014). 

Early E. coli population structure studies suggested there was little evidence of 

frequent recombination and that the E. coli population structure consisted of 

independently evolving clones (Sears et al., 1950). As such, genetic variation 

within these E. coli clonal lineages were thought to be due to the accumulation of 

vertically transmitted mutations. However the genomic diversity between E. coli 

lineages is now identified to be caused more by recombination than accumulation 
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of vertical mutations (Walk et al., 2007). This is suggested by linkage 

disequilibrium, which is the association of alleles in dissimilar positions on a 

chromosome in a non-random fashion (Slatkin, 2008). Genetic elements acquired 

through HGT can be integrated into the bacterial genome through recombination, 

which would break associations between alleles. Recombination can be a potential 

barrier for investigating the evolutionary history of an organism. Areas of the 

genome acquired from HGT, and recombination may have different evolutionary 

histories, and when compared to the true species evolutionary history, may lead to 

incongruence when determining the evolutionary history. 

1.3 Phylogenomics 

Phylogeny aims to reconstruct the evolutionary history of a group of organisms 

based on shared characteristic traits like physical morphology, amino acids, or 

genetic sequence data (Lee and Palci, 2015, Schmidt, 1995, Lees et al., 2018b, 

Sakoparnig et al., 2021). The basis of phylogeny stems from homology, which is 

the similarity of a compared organism, object or concept often derived from a 

shared origin.  

Phylogenetics is the study of the evolutionary history of a group of organisms 

using the genetic information within organisms. Within phylogenetics, the term 

homologous genes or proteins are used, which are DNA or amino acid sequences 

from distinct lineages that have a common ancestor. These shared genes may 

arise in different lineages via two ways: a) speciation events, when a subset of a 

population become separated from other members of the original population and 

develop unique characteristics, creating orthologous genes (orthologs); b) gene 

duplication events, where genes are copied within the genome leading to multiple-

copy genes termed paralogs. Additionally, acquisition of similar genes can arise 

through HGT (Gevers et al., 2004). This process may allow previously external 

homologous genes, termed xenologs, to become integrated into the host genome 

or acquired through plasmids (Price et al., 2008).  

Phylogenomics builds on this concept and explores evolutionary and genetic 

relationships by using the whole genome and orthologous loci, models of evolution 

and statistical inference (Young and Gillung, 2020, Nascimento et al., 2017). 

Species phylogenies are typically denoted via a tree, where terminal ótipô nodes 
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represent the operational taxonomic units, and the internal nodes denote a 

theoretical ancestor. Lineages of an organism can be defined as descendants from 

this common theoretical ancestor and can be grouped into clades (Figure 1.2). 

Species trees can also be referred to as cladograms, where the species-ancestor 

relationship is shown, or dendrograms where the taxonomic relationship between 

isolates is highlighted and the phylogenetic relationship is hidden (Brower, 2016). 

Phylogenies are not restricted to just groups of organisms but can also be used to 

understand the evolution of genomes and families of genes. Due to the 

advancements in sequencing technologies and costs, whole genome scale data 

can now be used to evaluate the evolutionary history of a group of organisms. 

Phylogenomics builds on phylogenetics and utilises large portions of the genome 

or the whole genome, whereas phylogenetics analyses the sequences of single 

genes or a small number of genes or trait data (Delsuc et al., 2005).  

 

 

  

Figure 1.2: A theoretical species phylogenetic tree with the structure 
highlighted and explained: A) Tip (operational taxonomic unit (OTU)), B) 
Internal node (theoretical ancestor), C) Lineage (connection between 
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ancestor to the OTU), and D) Clade (a group of organisms that descend from 
a common ancestor) (Created with BioRender.com). 

1.3.1 E. coli phylogroups 

There is a broad repeatable phylogenetic population structure that has been 

identified for E. coli. The E. coli Reference Collection (ECOR) was created as a set 

of reference isolates from differing hosts and locations to start exploring this 

diversity (Ochman and Selander, 1984). The Clermont triplex PCR method, built 

on the ECOR set, was used to classify E. coli into phylogroups, which were 

subsequently developed in further studies to produce a final set of A, B1, B2, C, D, 

E, F and G phylogroups (Clermont et al., 2000, Clermont et al., 2013, Clermont et 

al., 2019). Specific E. coli lineages did not fall easily into these phylogroup 

categories but were still classified as E. coli - E. coli cryptic clades I-VI are 

lineages of E. coli that are taxonomically and phylogenetically distant from the 

other phylogroups but have the same typical biochemical markers (Walk et al., 

2009, Gangiredla et al., 2018). Cryptic clades III and IV have been classified as a 

separate species, Escherichia ruysiae (van der Putten et al., 2021), and cryptic 

clade V was reclassified as Escherichia marmotae (Liu et al., 2015). The E. coli 

phylogroups are a current way of phylogenetically classifying E. coli into grouped 

lineages. However, this current phylogenetic typing scheme is based on eight 

target genes, which do not take phenotypic characteristics or the accessory 

genome into account. 

These phylogroups have been useful for examining the evolutionary relationship 

between E. coli genomes. The results from a MASH-based analysis of 10,667 E. 

coli genomes were in line with previous results by Gonzalez-Alba et al., suggesting 

phylogroup D was most closely related to the estimated origin of E. coli, then the 

E, B1 and A phylogroups as another lineage that has differentiated, and finally the 

F, G and B2 lineages (Abram et al., 2021, Gonzalez-Alba et al., 2019). 

Furthermore, the variation in E. coli genome sizes is directly correlated with 

phylogroup classification, with the most recently diverged phylogroup F having the 

largest chromosomal size (Gonzalez-Alba et al., 2019). 

Broadly speaking, each phylogroup has been associated with distinct ecological 

niches, although there has been some overlap. E. coli from phylogroup A and B1 

are often associated with a commensal nature, being the predominant phylogroup 
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within healthy humans (Hazen et al., 2023, Duriez et al., 2001, Lescat et al., 

2013). Phylogroup B1 has also been found to be predominant in wild animals, 

livestock (Lescat et al., 2013, Coura et al., 2015, Muloi et al., 2022) and 

environmental aquatic samples (Ratajczak et al., 2010, Touchon et al., 2020). 

Phylogroups B2 and D have been associated with clinical infections and as 

extraintestinal pathogens (Russo and Johnson, 2000, Picard et al., 1999). 

Phylogroup E has been found within a range of human, bovine and avian hosts, 

and have been found to be genetically diverse (Clermont et al., 2021). Phylogroup 

F has been primarily associated with poultry and the extra intestinal pathogenic 

lineages have been termed Avian Pathogenic E. coli (APEC) (Zhuge et al., 2021). 

Phylogroup G has been designated an intermediate group of phylogroups F and 

B2, displaying similar extra intestinal virulence and associations with poultry as 

their host (Clermont et al., 2019). It was suggested by Gonzalez-Alba et al., that 

phylogroup-specific ecological adaptations may be due to the gain of metabolic 

flexibility for the E, B1 and A lineages, and loss of environmental-adaptive 

mechanisms in the F, G2 and B2 lineages (Gonzalez-Alba et al., 2019). 

E. coli from the same phylogroup and that have the same ST can often display 

different accessory genomes. For example, a 2016 study by McNally et al., found 

that ST131 can be further split into three phylogenetic clades, which could be 

further split by distinct clusters based on non-conserved accessory genes. These 

accessory genome clusters were found to have unique combinations of genes that 

circulate within subtypes of ST131 via HGT (McNally et al., 2016). 

E. coli population structures within specific niches can be shaped by host and 

environmental factors. These population structures may not be fully clonal and 

monophyletic but can still cluster by phylogroup (Tenaillon et al., 2010). The E. coli 

clonal group concept is not yet fully defined as phylogroups based on lineage 

differentiation still contain multiple lineages that show genetic variation. Population 

genetics studies have explored host-E. coli relationships (Duriez et al., 2001, Muloi 

et al., 2022), revealing that certain phylogroup and population structures are 

influenced by certain hosts, host interactions, geographical locations, and 

temperatures (Muloi et al., 2022). In a 2020 paper by Touchon et al., E. coli 

phylogroups were found to be associated with genome size and isolation sources. 

The isolation source was also found to influence the number of MGEs, suggesting 
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that the niche the E. coli are isolated from may influence genomic diversification 

(Touchon et al., 2020). 

1.4. Host origins and contamination sources 

The gut, where E. coli typically resides, presents as a highly competitive 

environment, with multiple microorganisms competing for the same nutrients 

(Biggs et al., 2017, Medlock et al., 2018). Generally, E. coli can access and utilise 

nutrients present in the mucus like iron and various sugars (Cohen et al., 1991, 

Leatham et al., 2005). However, specific lineages of the species can differ in 

metabolic capabilities, which is evident within in vivo mice models, when 

pathogenic E. coli O157:H7 was identified to utilise galactose, hexuronates, 

mannose, and ribose, whereas E. coli MG1655 was not (Fabich et al., 2008). 

Additionally, E. coli exist with other microbes and are able to work synergistically 

with differing E. coli lineages and other bacterial species to survive (e.g., forming 

biofilms) in laboratory settings (Reisner et al., 2006, Kaushik et al., 2025, Sung et 

al., 2025).  

1.4.1 E. coli in humans 

Early E. coli population studies within humans described how individual human 

hosts can harbour multiple different E. coli clones (Selander and Levin, 1980), and 

argued that the human gut contained transient and resident E. coli strains using 

lower resolution serotyping or electrophoresis approaches (Caugant et al., 1981, 

Sears and Brownlee, 1952). Caugant et al. also identified that the diversity of E. 

coli types within a host could drastically vary from human to human and argued in 

this early work that the genetic diversity is a consequence of the acquisition of 

evolutionary divergent E. coli. Evidence for this hypothesis was identified using 

higher resolution WGS approaches, where healthy humans harboured multiple 

different genotypes of E. coli; Foster-Nyarko et al. sequenced up to five E. coli 

colonies and identified an average 2.7 different genotypes within a host (Foster-

Nyarko et al., 2021). The presence of multiple different lineages of E. coli within a 

host is suggested to be more influenced by immigration events, whereas within-

host evolution only plays a minor role in the diversity observed (Foster-Nyarko et 

al., 2021).  
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Within healthy individuals, the rate at which different E. coli phylogroups are 

replaced can vary; in agreement with the idea that there are transient and resident 

lineages, whole genome analysis from a 20-year longitudinal gut study suggested 

that there are two rates of turnover ï rapid, whereby specific clones are present for 

a week, and slow, in which carriage can last several years (Condamine et al., 

2025). When categorised into phylogroups, Condamine et al., (2025) also 

identified that when phylogroup B2 was predominant, other phylogroups tended 

not to co-occur, and when phylogroup A was predominant, other phylogroups 

could co-exist. This is contrasted by other work by Morel-Journel et al., which 

indicates that if there are more diverse E. coli communities, the rates of new E. coli 

colonisation increase, regardless of the specific phylogroups present (Morel-

Journel et al., 2025). Morel-Journel et al. (2025) also suggested that longer 

phylogroup residence within the gut has a colonisation trade-off, whereby E. coli 

that are better at maintaining residence have weaker initial colonisation capacity 

compared to more transient lineages.  

The diversity observed within the human gut is suggested to originate from 

immigration events, whereby E. coli is introduced through other hosts and the 

environment (Dixit et al., 2018, Foster-Nyarko et al., 2021). As E. coli is typically a 

gastrointestinal bacterium, there are multiple proposed routes of exposure that can 

lead to potential transmission to humans: a) environmental transfer from faecal 

contamination on food and water (Kay and Fricker, 1997, Castro-Rosas et al., 

2012); b) transfer from other hosts like humans or animals (Garc²a et al., 2010, 

Johnson et al., 2016).  

1.4.2 E. coli in animals 

1.4.2.1 E. coli within companion animals 

A companion animal is defined in this thesis as any domesticated animal living 

permanently within a community and kept by humans for purposes such as 

companionship, work, or psychological support (Pongr§cz and Dobos, 2023). 

Companion pets are highlighted as one of many potential animal reservoirs for 

zoonotic disease by the UK government (Animal and Plant Health Agency, 2025). 

Companion animals are a part of many UK homes and in 2018, there was an 

estimated 11.1 million cats and 8.9 million dogs within UK households (Wensley et 

al., 2021). The shared environment and lifestyle of the owner can affect the daily 
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habits of the pet and what the companion pets are exposed to, and vice versa 

(Cunningham-Smith and Emery, 2020).  

Companion dogs and cats have been identified to harbour a range of different E. 

coli lineages on different parts of their body; E. coli isolated from the nasal, oral, 

rectal, abdomen and hindquarters of a group of 155 dogs and 121 cats could 

harbour AMR E. coli from different phylogenetic clades (Davis et al., 2011). Within 

healthy dog populations, phylogroups A, B1, B2, D, E and F have been recovered 

(Bourne et al., 2019, Schmidt et al., 2015). Current WGS studies evaluating E. coli 

populations in healthy dogs have generally focused on AMR E. coli (Saria et al., 

2025, Sealey et al., 2023, Boehmer et al., 2018). 

Specific sub-lineages of select STs have been investigated in more detail and 

assessed for host association; clades of ST73 have been found to be found 

specifically in companion pets and not humans (Kidsley et al., 2020a). This 

contrasts with ST131, which is consistently highlighted as present within humans, 

and can also be present within companion animals. Specific clades of ST131 pose 

different potential health risks in terms of ExPEC and AMR potential (Kidsley et al., 

2020b, Pomba et al., 2014, Timofte et al., 2014, Johnson et al., 2016). ST372 E. 

coli is identified as a dominant ExPEC lineage in dogs, argued to have sub-

lineages adapted to humans through the loss of the pdu propanediol utilization 

operon, suggested to be linked to differences in host species diet (Elankumuran et 

al., 2023). 

Work investigating E. coli within companion dogs has also focused on E. coli 

sharing within households between humans and dogs (Caugant et al., 1984, 

Johnson et al., 2001). Both healthy humans and healthy dogs can be colonised by 

E. coli, and it has been suggested that cohabitation and repeated exposure may 

promote E. coli sharing and long-term colonisation (Johnson et al., 2008, Johnson 

and Clabots, 2006). Low resolution typing approaches by Caugant et al. (1984) 

and Johnson et al. (2001), and a smaller study by Johnson and Clabots (2006) 

and Johnson et al. (2008) identified that co-occurrence happened within and 

between species within households. Johnson et al. (2008) further observed that 

the E. coli co-occurrence was more prevalent within households than between 

households.  
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In terms of indirect sources, Johnson et al. (2008) proposed the shared-food 

hypothesis, whereby both hosts are exposed to an external reservoir. Food 

represents an exposure route for both humans and animals. Previous work 

studying raw meat diets for pets strongly suggests that raw meat diets may 

introduce AMR E. coli to companion dogs, leading to differences between raw 

meat fed dogs and non-raw meat fed dogs (Groat et al., 2022, Schmidt et al., 

2015, Morgan et al., 2024). However, this would be fundamentally different for 

humans as meat consumed by people would usually be cooked (retail food 

contamination and exposure is expanded on in Section 1.4.5). Additionally, the 

environment (e.g., household surfaces) that the hosts interact with can also be a 

potential interface for exposure, which has been suggested to play a role in the 

dissemination of MDR E. coli (Leite-Martins et al., 2015). 

The domestic setting has been highlighted by Public Health England (PHE) in 

coordination with key UK government agencies and public health bodies, as a way 

zoonotic disease can arise (Public Health England, 2016). The collection of 

national surveillance data for livestock, wildlife and small animals can be 

improved: 

1) The APHA surveillance approach is based on submissions to Veterinary 

Investigation Centres and private surveillance providers contracted by the 

APHA. According to the Public Health Act 1984, notifiable diseases need to be 

reported (Public Health (Control of Disease) Act 1984 c.22, 1984). Bacteria are 

isolated from diagnostic submissions from diseased animals (i.e., clinical 

samples), and post-mortem samples, but not all samples are submitted to 

government laboratories for further analysis (Animal and Plant Health Agency, 

2025). 

2) ) The APHA does not provide a veterinary diagnostic testing  or post-mortem 

examination for companion animals outside of Salmonella, Yersinia 

enterocolitica, and general aerobic and anaerobic cultures (Animal and Plant 

Health Agency, 2024).  

There are currently no AMR surveillance systems in place for healthy dogs and 

cats in the UK (UK Health Security Agency and Veterinary Medicines Directorate, 

2023). However, as of July 2025, a four-year pilot study was announced by the 
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Veterinary Medicines Directorate (VMD) that will address gaps in clinical 

surveillance data in companion animals (Veterinary Medicines Directorate, 2025). 

Although sales data on veterinary antibiotics are collected and analysed 

(Veterinary Medicines Directorate, 2024), there is a need for comprehensive 

assessment of how this is reflected in AMR levels in companion animals. The 

potential for zoonotic sharing and health risks between dogs and humans have 

been well documented ï for example the detection of human-associated ST131 E. 

coli containing a blaCTX-M-15 gene that had conjugation capability (Timofte et al., 

2014). Companion dogs have also been identified as a reservoir for AMR E. coli; 

for example, in a study of 73 healthy companion dogs, 63.9% (n = 46 faecal 

samples) had at least one E. coli with AMR, and 30.6% (n = 22 faecal samples) 

had MDR E. coli (Schmidt et al., 2015). Interspecies sharing of AMR E. coli is a 

risk and has been identified in a small number of cases. A longitudinal study 

focusing on ESBL/AmpC-producing Enterobacterales within the UK and Portugal 

identified two instances of a blaCTX-M-15 (O8:H9-ST410) and a blaCTX-M-

55/CMY-2-producing (O11:H25-ST457) E. coli interspecies sharing (Menezes et 

al., 2023).  

By assessing the sharing and AMR risk using commensal E. coli within a 

household setting, a greater understanding of the risk that this multi-host 

opportunistic pathogen can present to both humans and pets can be achieved. 

WGS population studies assessing sharing and AMR are a promising tool for 

progressing understanding of the risks to both hosts.  

1.4.3 E. coli on retail foods 

According to the World Health Organisation Technical Advisory Group for Food 

Safety, contaminated food resulted in an estimated 600,000,000 global illnesses in 

2010 (World Health Organization, 2022, World Health Organization, 2015). In the 

United Kingdom, the Food Standards Agency reports an estimated 25% of the 

population suffer from an intestinal infectious disease annually (Tam et al., 2012). 

As evident by the number of foodborne illnesses, current approaches for 

assessing food safety can be further improved. Of the four most significant 

bacterial pathogens on food, the only bacteria where a specific subtype of a 

species is specified is E. coli because this subtype is known to cause life-

threatening gastrointestinal disease (GOV UK, 2021). Food act as a fomite - non-
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living vector that can aid in the dissemination of an infectious disease (Hamilton-

Miller, 2005).  

The food manufacturing process differs greatly between different meat products, 

different seafood products and different types of leafy vegetables. To produce raw 

chicken meats, chickens are stunned, killed, suspended in air, bled out, 

mechanically defeathered, and undergo multiple scalding, cutting and chilling 

processes (Rouger et al., 2017). The wide range of pork products on the market 

means that the manufacturing processes can differ, thus changing potential points 

of contamination or niche conditions that the bacteria have to overcome (Lebret 

and Ļandek-Potokar, 2022). Post slaughter, pig carcasses are suspended in the 

air, then cut into shoulder steaks, loins, sides, and legs (Keenan, 2016). The 

salmon fillet processing route also goes through a similar process, which includes 

stunning, bleeding, gutting, filleting, possible skinning, packaging and storage 

(Mßretrß et al., 2016) Prawns require different processing to retail meats and they 

are caught from either wild or aquaculture environments, frozen and packaged, 

ready for distribution or further de-shelling and/or cooking (Farmery et al., 2015). 

Stress to bacteria can be defined as a harmful condition that can negatively impact 

survival in a niche (Chung et al., 2006, Begley and Hill, 2015). The constant 

thermal, osmotic, chemical and biological stress that bacteria are exposed to on 

food suggests that the microorganisms that survive have acquired or developed 

mechanisms to overcome these events (Chung et al., 2006). These events 

influence the lineages present on food by acting as genetic bottlenecks, where 

there is a selection for certain genes and phenotypes that are advantageous to 

survival in the niche. The survival of E. coli on retail foods depends on the ability to 

survive in changing temperature, osmotic conditions, oxygen conditions, chemical 

disinfectants and low pH (Chung et al., 2006). Pathogenic lineages of E. coli have 

been found to survive these extreme conditions on food processing surfaces by 

expressing genes that allow successful attachment, biofilm formation (Ćlvarez-

Ord·¶ez et al., 2013) or existence in a viable but non culturable state (VBNC) 

(Dinu and Bach, 2011). 

The safe threshold for microbiological contamination on food is determined using 

enumeration methods (International Organization for Standardization, 2001, 
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International Organization for Standardization, 2015). Detecting the amount of E. 

coli using colony forming units (CFU) on food is common practice for assessing 

food safety (Food Standards Agency, 2023, Health Protection Agency, 2009). The 

presence of E. coli on retail foods can indicate poor food safety practices. For 

example, the presence of E. coli on food has been associated with cross-

contamination and ineffective cleaning measures (Holvoet et al., 2014, Jensen et 

al., 2015), and uncontrolled temperatures and time (Luo et al., 2010). The safe 

contamination thresholds depend on the food commodity and whether the food is 

designated ready-to-eat (RTE) or not an RTE food (European Commission, 2005). 

Enumeration does not take the genetic diversity of E. coli into account and 

different types of E. coli pose different immediate gastrointestinal risk (Geurtsen et 

al., 2022). For example, the infectious dose from an E. coli O157 outbreak was 

estimated to be between two to nine CFU, whereas an enterotoxigenic E. coli 

outbreak had an estimated ingestion dose was 25 ï 1000 CFU (Hara-Kudo and 

Takatori, 2011). Therefore, enumerating safe levels of E. coli contamination on 

food lacks the ability to distinguish between E. coli that may present a greater 

health risk to consumers. 

Population studies looking at commensal E. coli found on retail raw meat products 

observed a wide range of E. coli STs (Hayashi et al., 2018, Yamaji et al., 2018). 

There have been no studies on large populations of E. coli STs on prawns and 

salmon. Additionally, other seafood related studies have focused on typing specific 

lineages containing certain AMR genes of interest only (Ellis-Iversen et al., 2020, 

Roschanski et al., 2017). Therefore, the common E. coli STs on retail seafood and 

whether or not certain STs are associated with this specific food niche are 

currently unknown. A WGS population study investigating tetracycline-resistant E. 

coli on store-bought leafy green produce by Reid et al. classified 120 E. coli 

genomes into 21 STs with varied accessory genomes (Reid et al., 2020). These 

papers discuss the range of E. coli STs recovered, but do not explore whether 

these STs represent the whole population. Therefore, further work is needed to 

identify the variation in E. coli lineages within these different retail foods.  
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1.5 Aims and objectives 

Understanding the population structure and diversity of E. coli in different 

environments can help us understand how different lineages may be adapted 

across a range of compartments. This is also useful for a bacterium like E. coli, 

which can be pathogenic and/or spread AMR determinants. When investigating 

reservoirs of E. coli, we can look at not just the different types of E. coli present, 

but also the accessory genes which may facilitate adaptation or distinguish E. coli 

from different sources. 

Using WGS, this project aimed to address the knowledge gaps outlined throughout 

this chapter: 

Νь Assess alternative and optimal phylogenomic approaches that can be used 

to investigate the diversity of E. coli in future studies. 

o Approaches will consider other aspects of the genome outside of the 

core genes. 

o Will create alternative phylogenomic approaches considering 

individual gene histories. 

o Assess which approaches are appropriate for future use. 

Ξь Investigate the diversity and risk of E. coli on retail foods using a multi-

isolate non-AMR selective approach. 

o Identify whether or not current enumeration approaches are sufficient 

for food safety. 

o Identify and compare E. coli diversity within and between different 

food commodities, as well as within food samples. 

o Identify potential AMR risk represented by retail foods. 

Οь Investigate potential interspecies sharing between dogs and humans within 

and between the same household and therefore assessing risk to both 

hosts. 

o Identify the diversity of E. coli within dogs and humans, as well as 

putative sharing events within and between hosts. 
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o Identify any putative host-associated genomic signatures which can 

be further investigated for identify potential adaptive signatures. 

o Identify genes of concern, such as those conferring AMR, from E. 

coli isolated from humans and dogs.  

  



ΠΜ 
 

 

 

 

 

 

 

 

 

 

Chapter 2: Materials and Methods 

 

 

Chapter contributions: Sample collection, design, processing, and E. coli 

culturing and isolation for each specific dataset is specified in each chapter. Short 

read whole genome sequencing was performed by the Quadram core sequencing 

team. Bioinformatic quality control processes were taught by Bloomfield, S.J. R 

analyses were taught by Zamudio-Zea R., and de Oliviera Martins, L. Bioinformatic 

analyses was done by Astorga, G.  Work was discussed by Astorga, G., Mather, 

A.E., Singh, D., Wain, J., Bloomfield, S.J., and de Oliveira Martins, L. 
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2.1 E. coli datasets 

Two separate E. coli collections were used for this thesis: 

1) A collection of E. coli isolated from retail foods from Norwich, UK, of which a 

subset was used to compare different phylogenomic approaches. 

The design of the food survey and sample collection was done by Mather, 

A.E., Janecko, N., Bloomfield S.J., and Palau, R. The collection of the food 

samples, as well as growth, detection and isolation of the E. coli were done 

by Bloomfield S.J., and Palau, R. The data analysis, scripts and code were 

written by Astorga, G. with help from Zamudio, R., Bloomfield, S.J., and de 

Oliveira Martins, L. All the work was discussed with Astorga, G., Mather, 

A.E., Singh, D., Wain, J., Zamudio, R., Bloomfield, S.J., and de Oliveira 

Martins, L. The comparison of phylogenomic methods of E. coli from retail 

foods in Norfolk, United Kingdom was planned and developed by Astorga, 

G. and de Oliveira Martins, L. 

2) A collection of E. coli from human and companion dog faecal samples 

provided by a collaboration with the Royal Veterinary College. 

The design of original survey and sample collection was done by Menezes, 

J., Pomba, C., Frosini, S.M., and Loeffler, A., in collaboration between the 

University of Lisbon and the Royal Veterinary College. The study design, 

growth, detection and isolation of the E. coli were done by Astorga, G., and 

Frosini, S.M. All of the scripts, code, and bioinformatic analysis were written 

by Astorga, G and were discussed with Tiwari, S.K., and Savva, G., Mather, 

A.E., Bloomfield, S. J., and de Oliveira Martins, L. The genome wide 

association study was discussed by Astorga, G., Tiwari, S.K., and Savva, G. 

Astorga, G., Mather, A.E., Frosini, S.M., Singh, D., Wain, J., Bloomfield, 

S.J., Savva, G., Tiwari, S.K., and de Oliveira Martins, L. all discussed the 

work. 

2.1.1 Food sample collection 

E. coli positive samples were selected from a study described by Janecko and 

Zamudio et al. (Janecko et al., 2023) where a cross-sectional study was 

conducted in Norfolk, United Kingdom between May 2018 to November 2019 to 
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investigate pathogen contamination by Mather, A.E., Janecko, N., Bloomfield S.J., 

and Palau, R. The sampling focused on five food commodities that reflected highly 

consumed food products based on the Family Foods 2015 consumption data 

(Department for Environment Food and Rural Affairs, 2017). The five food 

commodities included raw chicken, raw pork, raw/cooked prawns, raw salmon, 

and pre-packaged leafy greens, resulting in 1,369 food samples (Janecko et al., 

2023). 

2.1.2 Microbiological detection, processing, and isolation 

Sample processing, preparation and E. coli microbiological detection were 

previously described in Janecko and Zamudio et al. by Mather, A.E., Janecko, N., 

Bloomfield S.J., and Palau, R. (Janecko et al., 2023). Samples were processed 

within 24h from purchase and approximately 100 g of each sample was 

transferred into stomacher bags, whilst maintaining a sterile chain. All samples 

were homogenised in 225 mL of buffered peptone water (BPW) (Southern Group 

Laboratory (SGL), Corby, UK) at 100 rpm for 30 s (Seward stomacher 400C 

laboratory blender, Worthing, UK), then incubated at 37 ÁC for 24h Ñ 3h. 

50mL of the incubated BPW was added to 50mL of E. coli enrichment broth double 

concentration (EC 2x) (ThermoFisher Diagnostics, Rochford, UK), and incubated 

at 42 ÁC for 24h Ñ 3h. Eosin methylene blue agar (EMB) (Sigma Aldrich, Haverhill, 

UK) was inoculated with 10ɛL loops of the incubated broth and incubated at 37 ÁC 

for 24h Ñ 3h; all subsequent agar plates were incubated for the same time and 

temperature. 

Up to four colonies were selected for further subculturing if they exhibited typical 

E. coli morphology (dark maroon colony). These colonies are hereafter termed 

isolates. Each isolate was subcultured on MacConkey agar (ThermoFisher 

Diagnostics, Rochford, UK) and finally subcultured onto tryptic soy agar (Trafalgar 

Scientific Ltd., Leicester, UK). Isolates were biochemically confirmed to be E. coli 

by a negative result using Simmon's citrate agar (Sigma Aldrich, Haverhill, UK) 

and a positive result using RemelÊ indole spot reagent test (Fisher Scientific, 

Loughborough, UK). A food sample was classified as E. coli positive if there was at 

least one isolate passed all biochemical tests. Each E. coli-positive sample had up 

https://www.sciencedirect.com/topics/agricultural-and-biological-sciences/eosin
https://www.sciencedirect.com/topics/agricultural-and-biological-sciences/methylene-blue
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to four E. coli colonies stored at ī70 ÁC in 1 mL of Brucella broth +17.5% glycerol 

(ThermoFisher Diagnostics, Rochford, UK). 

2.1.3 Food datasets included in the final collection of E. coli 

In the study from Janecko and Zamudio et al., 859 out of the 1,369 samples were 

E. coli positive (Janecko et al., 2023). Prior to the start of this project, E. coli 

isolates were selected for WGS according to the criteria outlined below. 

An initial collection of 516 E. coli isolates from 197 E. coli-positive samples were 

collected and sequenced before the start of this project by Mather, A.E., Janecko, 

N., Bloomfield S.J., and Palau, R. These 516 E. coli genomes were used for 

chapter 3 of this thesis. The samples were collected for four reasons: 

1) Chicken (n = 15/15 E. coli-positive samples), leafy greens (n = 7/15 E. coli-

positive samples), pork (n = 10/15 E. coli-positive samples), prawns (n = 6/9 E. 

coli-positive samples) and salmon (n = 2/9 E. coli-positive samples) samples were 

previously selected to confirm that the culture method was accurate for 

detecting E. coli. Up to a maximum of four isolates with different morphologies 

were taken from each E. coli positive sample. 

2) Chicken (n = 28/28 E. coli-positive samples), leafy greens (n = 18/24 E. coli-

positive samples), pork (n = 14/15 E. coli-positive samples), prawns (n = 3/18 E. 

coli-positive samples), and salmon (n = 5/24 E. coli-positive samples) samples 

were previously used to assess host DNA depletion methods for food 

metagenomes (Bloomfield et al., 2023b) and deposited in the Sequence Read 

Archive under project PRJNA1107692. Up to a maximum of four isolates with 

different morphologies were taken from each E. coli positive sample. 

3) Prawn samples (n = 57/175 E. coli-positive samples) were previously chosen to 

investigate E. coli contamination on prawns, where up to a maximum of two 

isolates were chosen for each E. coli positive sample. 

4) Chicken (n = 10 E. coli-positive samples), leafy greens (n = 8 E. coli-positive 

samples), pork (n = 4 E. coli-positive samples) and salmon (n = 10 E. coli-positive 

samples) samples were collected, where up to a maximum of two isolates were 

randomly chosen for each E. coli positive sample. 
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To explore the diversity of E. coli contaminating retail foods in chapter 4, Astorga, 

G. prioritised samples with four isolates for further sequencing. Bloomfield S.J., 

and Palau, R. undertook the culturing and growth of the E. coli, and the DNA 

extraction. Further detail for this dataset is described in chapter 4. 

2.2 Human and companion animal dataset 

To explore E. coli co-occurrence between humans and their companion dogs co-

habiting within the same household, faecal samples from human and animal hosts 

were obtained in collaboration with the Royal Veterinary College. Faecal sample 

collection and E. coli detection are described in section 5.3.1 and section 5.3.2. 

Further details for downstream bioinformatic analysis are stated in chapter 5. 

2.2.1 Human and companion dog sample collection 

Faecal samples were collected as part of an international longitudinal 

observational study at the Royal Veterinary College (RVC), Hertfordshire, UK. The 

design of original survey and sample collection was done by Menezes, J., Pomba, 

C., Frosini, S.M., and Loeffler, A., in collaboration between the University of Lisbon 

and the Royal Veterinary College. This study included UK households with at least 

one human and at least one companion dog living in close contact using 

convenience sampling. All human participants consented to the main goals of the 

study. An epidemiological questionnaire was completed by human members of 

each household (Menezes et al., 2023). Companion animalsô health was evaluated 

by veterinary professionals, which was also supplemented by behavioural data 

provided by the owner.  

An epidemiological questionnaire was completed by at least one of the human 

members of each household (Menezes et al., 2023), obtaining information 

regarding the home ownerôs age, general health, current and past medical issues, 

travel patterns, and the level of interaction with their companion dogs. Further 

information is stated in section 5.3.1. 

2.2.2 Sample collection and processing 

The study design for work within this thesis, growth, detection and isolation of the 

E. coli were done by Astorga, G., and Frosini, S.M. Faecal sample collection and 

processing is described in detail section 5.3.2.  
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2.3 Whole genome sequencing 

All presumptive E. coli isolates were stored in 17.5% glycerol stocks and frozen at 

-70ÜC were cultured onto tryptic soy agar (Trafalgar Scientific Ltd., Leicester, UK). 

E. coli isolates underwent DNA extraction and sequencing. Growth, culturing, and 

DNA extraction was performed by Astorga, G. From a pure culture, 2-3 E. coli 

colonies were inoculated into 400ɛL phosphate buffered saline (PBS) and loaded 

directly into the Maxwell cartridge. Individual E. coli isolate DNA was extracted 

using Promega Maxwell RSC Cultured Cell DNA kits (Promega, Southampton, 

UK) according to manufacturer instructions.  

Genomes underwent short read sequencing. Nextera Flex DNA libraries were 

formed using the Nextera XT library preparation kits (Illumina, San Diego, 

California, USA) and sequenced on an Illumina NextSeq system to create 150bp 

Illumina paired end reads by the Quadram sequencing team. Whole genome 

sequenced isolates are hereafter referred to as genomes (Figure 2.1). 
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Figure 2.1: Overview of the laboratory workflows for the A) E. coli detection and isolation on retail foods, and B) E. coli 
detection and isolation from human and companion dog faeces. E. coli collected from both workflows underwent a C) 
short read sequencing work (Created with BioRender.com). 
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2.4 Genome analysis 

Genomic analyses were performed on the High-Performance Computing (HPC) 

cluster at the Norwich Biosciences Institutes on the Quadram Institute Bioscience 

QIB-CLOUD Virtual Machine and Galaxy web platform (Afgan et al., 2016). 

Genomic analyses that were consistent across all chapters are outlined here in 

Chapter 2. Separate analyses unique to each chapter are defined in each 

respective chapter. The data analysis, scripts and code were written by Astorga, G. 

with guidance from Zamudio, R., and de Oliveira Martins, L., Bloomfield, S.J., 

Singh, D., Zamudio, R., Tiwari, S.K., Savva, G., and Mather, A.E. 

 

2.4.1 Quality control and assembly 

Paired raw read adapter sequences were trimmed using Trimmomatic v.0.33 using 

the LEADING:3 TRAILING:3 SLIDINGWINDOW:4:25 MINLEN:36 parameters 

(Bolger et al., 2014). Genomes were classified into presumptive species using 

Centrifuge v.1.0.3 (Kim et al., 2016), where trimmed raw reads were compared 

against a Centrifuge bacterial genome reference database downloaded on July 14, 

2022 . 

Trimmed reads were assembled using SPAdes v.3.1.1 (Bankevich et al., 2012). 

Assembly quality was analysed using QUAST v.4.6.3 (Gurevich et al., 2013) and 

by aligning the trimmed reads to the genome assemblies using the Burrows-

Wheeler aligner v.0.7.17 (Li and Durbin, 2009), and analysing the read depth and 

coverage using samtools v1.9 (Li et al., 2009) and bcftools v.18 by SAMtools (Li et 

al., 2009). Assembly quality was checked by CheckM v.1.0.11 (Parks et al., 2015), 

whereby assemblies with >50 duplicate marker genes were re-isolated and re-

sequenced. 

The average nucleotide identities of the genome assemblies were compared to E. 

coli K-12 substr. MG1655 (Blattner et al., 1997) (Genbank Accession assembly ID: 

GCA_000005845.2) using FastANI v.1.32 (Jain et al., 2018). E. coli genomes 

passed quality control if they were 4.4 Mbp ï 5.7. Mbp in length, had an average 

GC content between 42.6%-54.6% (Deneke et al., 2021), and had a mean read 

depth of their four largest contigs above 28. 
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2.4.2 E. coli phylogroup and sequence typing 

E. coli genome assemblies were classified into phylogroups using Clermontyping 

v.20.03 (Beghain et al., 2018), and into sequence types (STs) using MLST v.2.19.0 

(Seemann, 2022) with the E. coli pubMLST seven gene scheme (Seemann, 2022). 

Unclassified STs were further characterised into matching novel STs by identifying 

unique combinations of adk, fumC, gyrB, icd, mdh, purA, and recA profiles 

provided by the MLST output. 

2.4.3 Antimicrobial resistance determinants and virulence genes 

The presence of AMR genes, plasmid replicons and virulence genes were 

determined using ARIBA v.2.14.6 (Hunt et al., 2017) with default settings on the 

trimmed reads. ARIBA was used alongside the Resfinder (Bortolaia et al., 2020), 

PlasmidFinder (Carattoli and Hasman, 2020), and VFDB (virulence factor 

database) core (Chen et al., 2016) databases that were downloaded in May 2023 

(Figure 2.2). Point mutations associated with AMR were identified using 

PointFinder (Zankari et al., 2017). AMR genes and point mutations were 

collectively termed AMR determinants. 

The AMR determinants present were categorised into their antimicrobial classes 

and priority according to the World Health Organization scheme (World Health 

Organization, 2024). Putative multidrug-resistance (MDR) in this study was 

classified as the presence of AMR genes or point mutations conferring resistance 

to three or more different antimicrobial classes according to the WHO antimicrobial 

class list (World Health Organization, 2019, Catalano et al., 2022).  

E. coli isolates were characterised as extraintestinal pathogenic (ExPEC) lineages 

if two or more of the following virulence genes were present in the genome: 

papAH, papC, sfa/focDE, afa/draBC, iutA, and kpsMII (Johnson et al., 2003).  



ΠΦ 
 

 

Figure 2.2: Summary workflow of the short-read sequence quality control 
processes, typing and identification of antimicrobial resistance 
determinants, plasmid replicons and virulence genes. All versions of the 
tools and the dates when databases were downloaded are specified. 
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2.5 Data analysis, statistical analysis, and visualisation 

All statistical analyses and visualisation were performed in R v.4.1.3 in RStudio v. 

2021.09.1, and subsequent updated versions are stated in each chapter. All 

packages used are stated in each chapter. All statistics analysis was done by 

Astorga, G. with guidance from Zamudio, R., and de Oliveira Martins, L., 

Bloomfield, S.J., Singh, D., Zamudio, R., Tiwari, S.K., Savva, G., and Mather, A.E. 
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Chapter 3: Comparison of phylogenomic 

approaches on E. coli populations isolated 

from retail foods 

 

Chapter contributions: Design of the food survey and sample collection was 

done by Mather, A.E., Janecko, N., Bloomfield S.J., and Palau, R. Collection of the 

food samples, as well as growth, detection and isolation of the E. coli were done 

by Bloomfield S.J., and Palau, R. Comparison of phylogenomic methods of E. coli 

from retail foods in Norfolk, United Kingdom was planned and developed by 

Astorga, G. and de Oliveira Martins, L; Bioinformatics was taught and facilitated by 

de Oliveira Martins, L. and Zamudio, R; Scripts and code were written by Astorga, 

G. and de Oliveira Martins, L; Astorga, G., Mather, A.E., Singh, D., Wain, J., 

Zamudio, R., and de Oliveira Martins, L. all discussed the work. 

Publication: This chapter is in preparation for submission in Access Microbiology 

under the working title ñComparison of phylogenomic approaches on Escherichia 

coli isolated from retail foodsò  
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3.1 Introduction 

As described in chapter 1, phylogenetics is an umbrella term for the branch of 

research of the evolutionary history and genetic relationships among a group of 

organisms. The main goal of phylogenetics is to infer the most accurate 

evolutionary history (Wang et al., 2015). This can be done by comparing the 

physiological features (Semple and Steel, 2003) or comparison of a select few 

genes in the group of organisms, for instance. Phylogenomics is an area of 

phylogenetics which compares the whole genome or large parts of the genomes 

when inferring the evolutionary history. Phylogenomics is the sub-branch of 

phylogenetics that expands traditional phylogenetics by taking into account 

differing evolutionary mechanisms and large amounts of genomic information 

(Rodr²guez-Ezpeleta and Philippe, 2009).  

E. coli was initially thought to have a clonal structure (Tenaillon et al., 2010), but 

whole genome sequencing has shown E. coli to be a genetically diverse organism 

that can rearrange genetic material through recombination, and acquire new 

genetic material from other microorganisms through horizontal gene transfer 

(Guttman and Dykhuizen, 1994). The rate of recombination has been found to be 

higher than the rate of mutation in certain regions of the E. coli genome, which can 

make it difficult for inferring the phylogenetic tree (Arenas et al., 2008). 

Additionally, horizontal gene transfer is common in E. coli (Lawrence and Ochman, 

1998), and has been known to interfere with inferring the evolutionary relationship 

between isolates (Dykhuizen and Green, 1991).  

Phylogenomic approaches are required to obtain a more accurate understanding 

of the evolutionary relationships between different isolates of E. coli. 

Phylogenomic approaches have surpassed their phylogenetic predecessors, with 

previous work stating that they have become the gold standard (Steenwyk et al., 

2023). However, there are many phylogenomic approaches and there is currently 

no standard on which approach to take. Each approach utilises the genomes in 

different ways and makes different assumptions about the dataset.  

3.2 Phylogenomic methods 

In this chapter, five approaches were investigated. These were categorised into 

sequence-based phylogenomic approaches and whole genome feature-based 
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approaches (Figure 3.1). It is currently not clear how these approaches fare 

against the same dataset and whether there is one that is the most suitable for 

inferring which E. coli are from a specific source. 

 

 

Figure 3.1: Overview of the five phylogenomic methods used in this study, 
adapted from Delsuc et al. (2005) (Delsuc et al., 2005). Whole genome 
feature-based phylogenomic methods are split into the gene presence and 
absence approach, and the k-mer alignment free approaches: MASH (Ondov 
et al., 2016) and Phylonium (Klotzl and Haubold, 2020). Sequence-based 
phylogenomic methods are split into the Core gene alignment/Supermatrix 
and Supertree approaches. 

 

3.2.1 Whole genome feature-based approaches 

In this chapter, whole genome feature-based approaches are defined as 

approaches that utilise the whole genome via the presence and absence of genes, 

or nucleotide sequences at length ókô (k-mers) to infer the genetic similarity 

between genomes. 

The gene presence/absence approach uses the concept that more closely related 

genomes will share more genes. Orthologs are genes that come from an ancestor 

which have then evolved through speciation events. All the genes in a group of E. 
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coli are not necessarily conserved, and this collection of conserved and non-

conserved genes is termed the pangenome. The gene presence/absence 

approach uses the presence and absence of pangenome orthologous groups 

(POGs) to infer the genetic similarity between genomes. A binary 

presence/absence matrix is made using these POGs, which reflects how similar 

the genomes are (Page et al., 2015). 

Alignment-free approaches use k-mers, which are short nucleotide sequences at a 

fixed length ókô. These approaches are argued to be more robust to genome 

rearrangement and lateral gene flow (Zielezinski et al., 2017). There are several 

alignment free methods for genome comparison, which include word counts (Sims 

and Kim, 2011), average longest common k-mers (Ulitsky et al., 2006), chaos 

theory-based sequence representation (Almeida et al., 2001), and iterated maps 

(Almeida, 2013). These tools use variation between exact matching sequences 

and are converted into distance matrices without using sequence alignments. 

Both the gene presence/absence method and the alignment free approaches 

calculate the genetic similarity between genomes and create a distance matrix. 

There are different methods to construct a dendrogram from these matrices, 

including optimality-based methods and clustering algorithms. The optimality-

based methods compare different tree topologies and select the topology that 

seems to be the best fit, according to the least-squares or the minimum evolution 

criteria. There are also commonly used clustering algorithms, like the neighbour-

joining method or the unweighted pair group method with arithmetic mean 

(UPGMA) clustering method which assume a constant evolutionary rate and that 

all sequences were sampled at the same time (Yang, 2014). 

3.2.2 Sequence-based phylogenomic approaches 

Sequence-based phylogenomic approaches, as defined here, utilise, and compare 

aligned homologous sections of the genome at the nucleotide level from whole 

genome sequences. A common phylogenomic approach for inferring the genomic 

relationship between E. coli genomes is the core gene alignment approach. The 

core gene alignment approach compares homologous sites between concatenated 

sequence alignments. However, there are many ways to create these multiple 
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sequence alignments and currently no standard for the overall core gene 

alignment approach. 

E. coli is an example of an organism with an open pangenome, where new genes 

can generally be found when a new E. coli isolate is added to a dataset (Touchon 

et al., 2009). Genes that are defined as ñcoreò, are present in all genomes within a 

given set of genomes. The term ñcore geneò is not always the same in every study, 

as the term is sometimes used to refer to genes present in a select percentage of 

the population (Xia et al., 2022, Kaas et al., 2012). Additionally, the ñcore genesò 

defined in these studies refer to a computational definition of core genes, where 

these genes are selected from their respective datasets. These ñcomputational 

core genesò may not be the exact same as the biological core genes that are 

essential for all E. coli function and survival (Gerdes et al., 2003). In this chapter, 

when ñcore genesò are referred to, they reference the computationally selected 

core genes. 

One example of a core gene alignment approach is the ñcore gene alignmentò 

method. The ñcore genesò from each individual genome are selected and aligned 

to the other homologous genes from other genomes. This creates a gene 

alignment, where each row is the same gene from a different genome, and each 

column is a homologous site. These individual gene alignments can be merged to 

the other gene alignments, creating a matrix where each row is now an alignment 

of the core genes from individual genomes. The homologous sites in this final 

alignment are compared using a standard phylogenetic inference procedure like 

maximum likelihood (Shakya et al., 2020).  

The other sequence-based phylogenomic method is termed the Supertree 

approach (Daubin et al., 2001). A Supertree is constructed by first creating 

unrooted gene trees. These gene trees are used to create a species tree. One 

way this can be done is by dividing the gene trees into unrooted quartets, which 

are four-taxon trees. These quartets are used to construct a Supertree with the 

least amount of disagreement. Supertree methods have been used to reconstruct 

bacterial phylogenies (Daubin et al., 2001, Lang et al., 2013), eukaryotic species 

and viruses (Lang et al., 2013). It has been found with simulated data that 
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Supertree approaches are more reliable when dealing with moderate amounts of 

horizontal gene transfer (Lapierre et al., 2014). 

3.3 Aims and Objectives 

These phylogenomic methods differ by the number of steps to produce the final 

tree, the amount of time taken to produce this tree and the inference of the 

evolutionary relationship between isolates. As there is no standard phylogenomic 

approach, five different phylogenomic methods were evaluated against the same 

E. coli genomes isolated from different food products, comparing the inferred 

population structures and tree topologies produced. The main goal of this study 

was to identify which phylogenomic approach would produce an efficient result 

that would be the best suited for describing the population. The selected approach 

could then be applied to further analyses within this thesis. 

The hypothesis for this chapter was that different phylogenomic methods ((Roary - 

core gene alignment), gene presence and absence, alignment-free (MASH), 

alignment-free (Phylonium) and Supertree (ASTRAL-pro)) will generate different 

tree topologies and provide different insights into the relationships of the E. coli 

within this datasetôs population. 

The hypothesis will be explored by addressing the following questions:  

Νь will the core gene alignment, gene presence and absence approach, 

alignment free approaches and the Supertree approach show different 

population structures?  

Ξь Do the different approaches create different topologies based on the 

same population dataset?  

Οь Determine which approach would be the best suited for describing what 

types of E. coli are present from different sources. 
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3.4 Materials and methods 

3.4.1 Dataset of E. coli whole genome sequences 

The collection, quality control and phylogroup classification of the E. coli used in 

this chapter is described in chapter 2 of this thesis. The investigation into the 

diversity of E. coli on retail foods is described in Chapter 4. Briefly, the dataset for 

this chapter consists of E. coli collected from a food survey in Norfolk, United 

Kingdom described in Janecko, Zamudio et al. (Janecko et al., 2023). E. coli were 

isolated from five food sources (chicken, leafy greens, pork, prawn, and salmon). 

E. coli was cultured from chilled, frozen whole chicken or chicken pieces; fresh 

pre-packaged leafy greens and packaged whole salad greens; chilled or frozen 

pork muscle cuts, chilled or frozen (whole/shelled) prawns; and chilled or frozen 

salmon fillets or steaks. Up to four colonies (hereafter referred to as isolates) were 

selected from an individual food sample. The total of 516 E. coli isolates included 

those from chicken (n = 175), leafy greens (n = 88), pork (n = 84), prawns (n = 

129) and salmon (n = 40) (Table 3.1). Each isolate from the same sample was 

treated as an independent organism. 

 

Table 3.1: Total number of E. coli genomes in each sample in the food 

survey dataset, separated by food commodity. 

Commodity 

1 

genome 

in a 

sample 

2 

genomes 

in a 

sample 

3 

genomes 

in a 

sample 

4 

genomes 

in a 

sample 

Total 

number 

of 

genomes 

Chicken 9 1 8 35 175 

Leafy 

greens 
11 2 7 13 88 

Pork 6 2 6 14 83 
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Table 3.1: Total number of E. coli genomes in each sample in the food 

survey dataset, separated by food commodity. 

Commodity 

1 

genome 

in a 

sample 

2 

genomes 

in a 

sample 

3 

genomes 

in a 

sample 

4 

genomes 

in a 

sample 

Total 

number 

of 

genomes 

Prawn 17 41 2 6 129 

Salmon 5 5 3 4 40 

 

As cryptic clades of E. coli are known to produced elongated branch lengths in 

phylogenies, any classified cryptic clades were removed from phylogenetic 

analyses. One cryptic clade was present in this dataset was removed from the 

phylogenetic analyses. The remaining 515 E. coli isolates were analysed using 

five different phylogenetic approaches (Figure 3.2). 



ΡΦ 
 

 

Figure 3.2: Bioinformatic workflows of the five different phylogenomic 
approaches used in this chapter. 

 

3.4.2 Gene presence and absence 

A gene presence and absence tree using Roary v.3.12.0 (Page et al., 2015) was 

created with the -a -cd 95 -I 90 -p 32 -g 100000 -e -n parameters on the 515 E. coli 

isolates. Roary creates a binary matrix of present and absent genes. The Jaccard 

coefficient was used to calculate the values for the similarity matrix of present and 

absent genes between genomes. The resulting similarity matrix was then clustered 

by the UPGMA algorithm to create a dendrogram. A dendrogram was inferred 

using rapidNJ v.2.3.2 (Simonsen et al., 2008) with the -i pd -o t -x options (Figure 

3.3). 
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Figure 3.3: A simplified workflow showing how a dendrogram can be created 
from the presence and absence of genes. (A) The presence and absence 
matrix of genes, (B) the distance matrix, and (C) showing the dendrogram. 

 

3.4.3 Alignment-free approaches 

Zielezinski et al. (2019) compared 74 alignment-free approaches and concluded 

that MASH was one of the best performing software on simulated data, whilst 

Phylonium was tied first with Andi and co-phylog on real-world sequence data 

(Zielezinski et al., 2017). Phylonium was found to be the best performing software 

on E. coli datasets. Therefore, MASH and Phylonium were chosen as the 

approaches to take forward for comparison in this analysis. 

MASH v.2.0 (Ondov et al., 2016) estimates the evolutionary relationships using the 

MinHash algorithm to turn k-mers into smaller identifiable ñhashesò. Hashes are 

sorted and a subset of the top hashes are turned into a ñsketchò. These sketches 

are sorted by size and the smallest hash sketches (min-hashes) are compared 

between isolates using the Jaccard index to find the fraction of shared hashes 

(Katz et al., 2019). MASH v2.0 then created a distance matrix (Figure 3.4). 

Genetic distances between the 515 E. coli genomes were calculated using default 

parameters. Genetic distances are recorded as a pairwise distance matrix and 
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used to create a tree using a neighbour joining algorithm via MASHtree v.1.2.0 

(Katz et al., 2019) with the ïmindepth 0 parameter.  

 

 

Figure 3.4: A simplified workflow to estimate MASH (Ondov et al., 2016) 
distances between genomes and create a phylogenomic dendrogram. A) 
Genomes are split into k-mers at a set length specified by the parameters, 
transformed into hashes, sorted and then subset into a sketch. B) The k-mer 
presence and absence is used as input for a distance matrix, which is then 
turned into a dendrogram using the a neighbour-joining algorithm via 
MASHtree (Katz et al., 2019). 

 

Phylonium v.1.6 (Klotzl and Haubold, 2020) differs from MASH as Phylonium 

selects a reference genome from the dataset and find matching ñanchorò k-mers 

and uses these equidistant anchors to find and distinguish homologous regions. 

The SNPs are counted in these homologous regions and used to estimate the 

evolutionary relationship (Figure 3.5). Phylonium v.1.6 was used to estimate the 

distances between the 515 E. coli genomes using default parameters. Phylonium 

created a distance matrix in PHYLIP format and a dendrogram was estimated 

using rapidNJ v.2.3.2 (Simonsen et al., 2008) with the -i pd -o t -x options. 
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Figure 3.5: A simplified explanation of Phylonium. A) Whole genome 
sequences are used as inputs, where homologous regions are determined 
by finding equidistant k-mers termed ñanchorsò. B) SNPs are found within 
these regions. C) A distance matrix is calculated from the SNP regions and is 
used to create a phylogenomic tree (Created with BioRender.com). 
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3.4.4 Core gene alignment 

Pangenome analysis was performed using the annotated draft genomes and 

Roary v.3.12.0 (Page et al., 2015) using the -a -cd 95 -I 90 -p 32 -g 100000 -e -n 

parameters on the 515 E. coli isolates, without the cryptic clade. Core genes were 

defined as 90% sequence identity similarity for genes in 95% of the isolates. 

These genes were then aligned to create a core gene alignment (Figure 3.6). The 

whole core gene alignment was used to construct a maximum-likelihood 

phylogenetic tree under a Hasegawa, Kishino, and Yano (HKY) substitution model 

with the Gamma rate heterogeneity model using IQ-TREE v.1.6.10 with the -m 

HKY+G -nt AUTO parameters. 

 

 

Figure 3.6: A simplified description of Roary (Page et al., 2015) where genes 
present in 95% of bacterial isolates are selected, aligned and concatenated 
to create a core gene alignment. Homologous sites are subsequently 
compared to infer a phylogeny (Created with BioRender.com). 

 

3.4.5 Supertree 

Roary v.3.12.0 (Page et al., 2015) created intermediate alignment files of all the 

annotated gene sequences using the -z parameter. This includes both 
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homologous genes (genes that arise from speciation) and paralogous genes 

(genes that arise from gene duplication). Each separate alignment file was used to 

create an individual maximum-likelihood gene tree by using IQ-TREE v.1.6.10 

(Nguyen et al., 2015) with the -m HKY+G -nt AUTO parameters. Gene trees were 

selected for use if they had at least four tips on the tree. 

Gene tree statistics (i.e. edge length, nodes and tips) was evaluated using the 

ñstatsò option in gotree v.0.4.3 (Lemoine and Gascuel, 2021). ASTER v.1.3 was 

used to implement ASTRAL-Pro v. 1.4.1.1 (Zhang et al., 2020). ASTRAL-Pro was 

used to infer a species tree from gene trees created from both orthologs and 

paralogs. 

3.4.6 Tree visualisation 

All trees were visualised using R v.4.1.3 (R Core Team, 2022) in RStudio v. 

2021.09.1 (RStudio Team, 2020) using the ggtree v.3.2.1 (Yu, 2020), ape v.5.5 

(Paradis and Schliep, 2019), phytools v.1.0-1 (Revell, 2012), and ggnewscale 

v.0.4.5 (Campitelli, 2022) packages.  

3.4.7 Determining the standard approach for comparison 

The most commonly used phylogenomic approach to evaluate E. coli populations 

was investigated on PubMed. The term ñphylogeneticò was used as the umbrella 

term for the branch of research of the evolutionary history and genetic 

relationships among a group of organisms. On PubMed (date accessed 

07/08/2023), the terms (Escherichia coli) AND (whole genome) AND (sequencing) 

AND (phylogenetic) AND (population) were used as input and was further filtered 

for studies published from 2020 onwards. The most commonly used approach and 

software was chosen to be the standard approach for which all other approaches 

would be compared to (Appendix 1). 

3.4.8 Topology comparisons 

Bayesian analysis of population structure (BAPS) rhierBAPS v.1.1.3 R package 

(Tonkin-Hill et al., 2018, Cheng et al., 2013) was performed on the core gene 

alignment output from Roary using the max.depth = 2, n.pops = 103, quiet = 

TRUE, assignment.probs = TRUE, n.cores= 16 parameters. The n.pops value was 

calculated from the number of isolates divided by five (Tonkin-Hill et al., 2018). 
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The output produces two levels of population clusters according to their algorithm. 

To evaluate how well the level 2 core gene alignment BAPS clusters mapped onto 

the different phylogenies, the silhouette scores for the level 2 BAPS clusters were 

calculated for each tree. 

 The 3rd upper quartile and median silhouette score were calculated for each tree. 

The Robinson-Foulds distance (RF distance) evaluates the number of unique 

branches between two trees, which allows evaluation of the tree topology. The RF 

distance is found by calculating the number of partitions that are unique between 

two trees (i.e. Tree 1 and Tree 2) (Figure 3.7A). The partitions refer to when an 

internal edge is removed, creating separated tips on a tree (Figure 3.7B). This is 

defined by Steel and Penny (1993) (Steel and Penny, 1993) and Robinson and 

Foulds (1981) (Robinson and Foulds, 1981), as the number of partitions that are 

unique to the first tree (Tree 1) and the number of partitions unique to the second 

tree (Tree 2) (Figure 3.7C), divided by 2. 
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Figure 3.7: (A) Shows an example of two different trees with tips arbitrarily 
labelled A-E for reference.  (B) Indication of the notation used when an 
internal edge is removed, creating separated tips on a tree (partitions). (C) A 
summary of the comparison of partitions between the trees, where a single 
partition is unique to each tree. The sum of the number of partitions unique 
to the first tree and unique to the second tree, divided by two is the 
Robinson-Foulds distance.  

 

As the Supertree and the other phylogenomic tree methods use different scales, 

the branch lengths were made comparable by normalising the values (Equation 1). 
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The trees were normalised so that the sum of the branch lengths equals one. To 

do this, the edge lengths (■) were divided by the sum of all the edge lengths (В■) 

(Didelot and Wilson, 2015).  

For example, the core gene alignment edge lengths correspond to nucleotide 

changes over time, whilst the branch lengths of the Supertree are estimated by 

ASTRAL-Pro for both internal and terminal branches. Branch lengths for individual 

gene trees are in substitutions per site and the branch lengths for the Supertree 

are measured in coalescent units (Zhang et al., 2020, Zhang et al., 2018). Some 

metrics to determine similarity between tree topologies put weight on long branch 

lengths more heavily than others. This will cause the topology comparison metrics 

to evaluate them as extremely different, whereas, in reality, the phylogeny may be 

similar but in a different scale. Therefore, the branch lengths were normalised such 

that their proportional lengths could be compared. 

 

 Normalised branch length = 
■

В■
 Eq. 1 

 

The weighted Robinson-Foulds distance (wRF) is an extension of the RF distance 

as defined by Robinson and Foulds (1979) (Robinson and Foulds, 1979). The 

wRF distance takes the RF distance (the number of unique branches) and the 

branch lengths into account, where branch length refers to the number of 

mutations between sequences it connects. The wRF is calculated as the sum of 

the modulus of the branch lengths of all the matching partitions for the first tree 

minus the matching partitions for the second tree. In the case that the partition is 

unique for a tree, the missing branch length is set to 0 (Robinson and Foulds, 

1979). 

The Kuhner-Felsenstein measure (KF distance), also termed the branch score 

distance, focuses on the branch lengths of the tree and is determined by 

calculating the Euclidean distance. This is defined as the sum of the squares of 

the differences between branch lengths (Kuhner and Felsenstein, 1994). 

The topology of the trees is utilised implicitly by considering branch lengths of non-

existent splits as 0, as with the wRF distance. In more detail, the KF distance is 
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computed by taking all possible branches in the two trees into account (Kuhner 

and Felsenstein, 1994). Each partition in the first tree and the second tree has an 

associated branch length. The difference between the branch lengths is calculated 

for each matching partition. In the event of one tree not having a particular branch, 

the difference is between the branch length and 0. The sum of all the differences is 

calculated and squared, which is then square rooted to provide the branch score 

(Kuhner and Felsenstein, 1994).  
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3.5 Results 

When the cryptic clade was excluded from analysis, the E. coli pangenome for the 

515 E. coli dataset consisted of 40,921 genes, 7.3% (n = 2,991) of which were 

genes present in at least 95% of genomes (Figure 3.8). When this core gene 

alignment was compared to the reference genome E. coli K-12 substr. MG1655, 

the core gene alignment length (2,748,251 bp) represented 59.2% of the reference 

genome length (4,641,652 bp) (32) (Genbank Accession assembly ID: 

GCA_000005845.2). 

 

 

Figure 3.8: The number of core genes (present in 99% of the dataset), soft 
core genes (95%-99% of the dataset), shell genes (15% - 95% of the dataset), 
and cloud genes (15% of the dataset) in the 515 E. coli genomes analysed 
in this study using Roary v.3.12.0 (Page et al., 2015). 

 

3.5.1 Supertree statistics 

IQ-TREE took 37 days to complete all trees. Gene trees were used to infer the 

species tree using ASTRAL-Pro. The sum of the branch lengths for 22,008 single-

copy and multi-copy gene trees derived from 515 E. coli genomes with at least 

four tips were used to create the Supertree. The gene trees with at least four tips 

were found to have a range of tips between 4 ï 2613 (median = 14), and the range 
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of the log transformed sum branch lengths were between -5.82 ï 1.82 (median = -

1.17) (Figure 3.9). 

 

 

 

Figure 3.9: Dot plot showing the log of the sum of the branch lengths of each 
gene tree with at least four tips from the collection of genes of the 515 E. coli 
dataset on the Y axis and the 10,178 gene trees on the X axis. The sum of the 
branch lengths represents the amount of evolutionary information within 
one gene tree, where more evolutionary information equates to longer 
branch lengths and therefore a higher value for the sum of the branch 
lengths. 

 

3.5.2 Selection of the standard approach for comparison  

The research strategy for the most common methodology defined in the materials 

and methods identified 54 studies. Of which, 13 were excluded as eight studies 

investigated organisms other than E. coli, two were reviews, two focused on 

plasmids rather than the E. coli population, and one did not create a phylogenetic 

tree. Out of the 41 usable studies from this research strategy, the most commonly 

used approach and software was the core gene alignment core gene alignment 

approach using Roary (n = 15 studies) (Appendix 1). 
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3.5.3 Comparison of phylogenomic approaches 

Phylogroup analysis revealed that phylogroups B1 (39.2%, n = 202) and A (35.5%, 

n = 183) were the predominant phylogroups in the 515 genomes. Phylogroups G 

(5.6%, n = 29), B2 (5.4%, n = 28) E (4.5%, n = 23), D (3.7%, n = 19), C (3.1%, n = 

16) and F (2.9%, n = 15) were all found in lower proportions in the E. coli food 

survey dataset.  

From visual inspection, the core gene alignment method, gene presence and 

absence method, MASH method, Phylonium method and Supertree methods were 

all found to cluster genomes in the phylogroups that were previously defined in the 

ECOR collection (Figure 3.10).
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Figure 3.10: Phylogenetic trees representing 515 E. coli genomes from five 
different food types, clustered into 11 hierBAPS clusters derived from the 
core gene alignment ï A) core gene alignment tree, B) gene presence and 
absence tree, C) alignment free Phylonium-derived tree, D) alignment free 
MASH-derived tree and E) Supertree. Phylogenetic distances for each 
resulting phylogenies are given by the scale bar which refers to the mean 
number of nucleotide substitutions per site for trees A, C, and D. The gene 
presence and absence tree scale bar represents the number of gene 
differences between organisms. The Supertree branch lengths are in 
coalescent units. 

 

RhierBAPS used the core gene alignment to cluster the E. coli genomes into 11 

population clusters termed ñlevel 1ò. Differences in the structure of the tree were 

visually observed. The core gene alignment tree was compared with the gene 

presence and absence tree. There was a difference was in the gene presence and 

absence tree where two E. coli isolates (EC18LG-0211-3 and EC18PR-0143-1) 

were moved into different phylogroups. Phylogroup D-BAPS cluster 7 was also 

placed away from phylogroup G-BAPS cluster 5 in the gene presence and 

absence tree compared to the core gene alignment tree. It was also found that 

phylogroup A-BAPS cluster 2 was distributed across the whole phylogroup and 

spread across BAPS cluster 11 and 3 (Figure 3.11). 

The core gene alignment tree was also compared with the MASH tree. Phylogroup 

E-BAPS cluster 8 was moved next to phylogroup D-BAPS cluster 7 on the MASH 

tree. The topology of the tree indicates that this difference between the Supertree 

and MASH tree cannot be corrected by rotating the clades of the tree (Figure 

3.11).   
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Figure 3.11: Visual comparison of topological differences between the core gene alignment tree with the gene presence and 
absence tree and MASH tree representing 515 E. coli genomes from the food survey dataset. BAPS clusters are visualised 
as nodes on the end of the branch tips, and phylogroups are indicated by the colours on the matrix. 
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To quantify the differences of the BAPS clusters onto the different topologies, the 

level 2 BAPS clusters were ordered to match the sequence of genomes for each 

tree. Silhouette scores of the BAPS clusters according to the tree tip order were 

calculated. The 3rd upper quantile was used to describe the top 25% of the 

silhouette width scores for each phylogenomic approach and the median was used 

to describe 50% of the silhouette scores for each phylogenomic approach. The 

BAPs population clusters were the best described by the core gene alignment tree 

(3rd upper quartile = 0.909; median silhouette score = 0.690), Phylonium tree (3rd 

upper quartile = 0.853; median silhouette score = 0.627) and Supertree (3rd upper 

quartile = 0.816; median silhouette score = 0.573) (Figure 3.12, table 3.2).   
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Figure 3.12: Comparison of silhouette scores to evaluate the measure of how well the BAPS clusters describe the 
clustering across the different phylogenomic methods. 
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Table 3.2: The 3rd quantile and median of the silhouette width indicating 
the cut-off for the top 25% and 50% of the silhouette width scores for 
each phylogenomic approach. 

Phylogenomic 

approach 

3rd Quantile of the 

silhouette width scores 

Median silhouette 

width (ÑSE) 

Core gene alignment 0.909 0.690 (0.644-0.726) 

Phylonium 0.853 0.627 (0.550-0.678) 

Supertree 0.816 0.574 (0.511-0.630) 

MASH 0.644 0.391 (0.347-0.464) 

Gene presence and 

absence 
0.488 0.277 (0.243-0.333) 

 

3.5.4 Comparison of topologies 

The Robinson-Foulds distances (RF) between trees were compared to quantify 

the topological differences. The core gene alignment tree and the Phylonium tree 

were found to have the lowest RF distance (274 RF distance), indicating that the 

core gene alignment tree and Phylonium tree were the most similar. The gene 

presence and absence tree and the Supertree had the highest RF distance (586 

RF distance), indicating that the gene presence and absence tree and Supertree 

were the most dissimilar. 

The Supertree method was the most different according to RF values when 

compared to the other methods. The core gene alignment phylogeny had the 

lowest average RF value compared to all the other phylogenomic methods (Figure 

3.13A).  

The weighted Robinson-Foulds (wRF) distance and Kuhner-Felsenstein (KF) 

distance (branch score) were used to take the branch lengths into account. Both 

the wRF and the KF value/branch score consider the differences in branch 
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lengths. The Phylonium tree and the core gene alignment phylogeny had the 

lowest wRF value (0.331 wRF value). The Supertree method again showed the 

highest differences for wRF value compared to the other methods (Figure 3.13B). 

The KF distance showed similar trends to the RF and wRF, where Phylonium and 

the core gene alignment phylogeny had the lowest KF/branch score value (0.0174 

KF/branch score value). The Supertree method, again showed the highest 

differences for wRF value compared to the other methods (Figure 3.13C). 
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Figure 3.13: A) Comparison of the Robinson-Foulds distance (RF), B) weighted Robinson-Foulds (wRF) distance and C) 
Kuhner-Felsenstein (KF) distance/branch score between the five different phylogenomic methods using the normalised 
branch lengths from the core genome alignment (core), Phylonium, MASH, Gene presence and absence and Supertree 
phylogenies. 
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To summarise all previous results, the five phylogenomic approaches were 

compared to evaluate whether more than just the core genes were included in the 

analysis; whether phylogroups clustered as expected on the tree; how well the 

core gene alignment derived BAPS clusters mapped onto the tree; and to evaluate 

the similarity in topologies (Table 3.3). All methods except the core gene alignment 

method utilised genes other than those defined as core genes. All methods 

clustered the majority of the phylogroups on the trees as expected. The median 

silhouette score (ÑSE) was highest for the core gene alignment (0.690 score (SE = 

0.644-0.726)) and Phylonium trees (0.627 (SE = 0.550-0.678)). The approaches 

with the lowest median RF values was the core gene alignment (292 RF value), 

Phylonium (302 RF value) trees. The approach with the lowest median wRF and 

KF value was the Phylonium approach (wRF value = 0.550, KF value =0.0309).



ΥΡ 
 

 

Table 3.3: Comparison of phylogenomic methods 

Method 
Alignment 

method 

Accessory genes 

Included in 

analysis? 

Phylogroups 

clustering 

together on 

the tree? 

BAPs cluster median 

silhouette score 

(ÑSE) 

Mean RF 

value 

Mean wRF 

value 

Mean KF 

value 

MASH + 

MASHtree 

Alignment 

free 
Yes Yes 

0.391 

(0.347- 

0.464) 

306 0.607 0.0329 

Phylonium 

+ rapidNJ 

Alignment 

free 
Yes Yes 

0.627 

(0.550- 

0.678) 

302 0.550 0.0309 
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Table 3.3: Comparison of phylogenomic methods 

Method 
Alignment 

method 

Accessory genes 

Included in 

analysis? 

Phylogroups 

clustering 

together on 

the tree? 

BAPs cluster median 

silhouette score 

(ÑSE) 

Mean RF 

value 

Mean wRF 

value 

Mean KF 

value 

Gene 

presence 

and 

absence 

matrix + 

rapidNJ 

Alignment 

free 
Yes Yes 

0.277 

(0.243- 

0.333) 

376 0.799 0.0402 

Supertree 

(Roary + 

IQtree + 

Astral-Pro) 

Gene 

trees 

aligned + 

quartets 

Yes Yes 

 

0.574 

(0.511- 

0.630) 

382 0.944 0.0536 
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Table 3.3: Comparison of phylogenomic methods 

Method 
Alignment 

method 

Accessory genes 

Included in 

analysis? 

Phylogroups 

clustering 

together on 

the tree? 

BAPs cluster median 

silhouette score 

(ÑSE) 

Mean RF 

value 

Mean wRF 

value 

Mean KF 

value 

core gene 

alignment + 

IQtree 

Core gene 

alignment 
No Yes 

0.690 

(0.644- 

0.726) 

292 0.626 0.0340 
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3.6 Discussion 

This study hypothesised that the different phylogenomic methods - Core gene 

alignment, Gene presence and absence, MASH, Phylonium and Supertree - would 

produce different population structures of E. coli from the same dataset. The main 

aim of this chapter was to determine which phylogenomic method to take forward 

and apply to future chapters. Each phylogenomic method is a valid way of 

evaluating the E. coli population structure. No biological question was being 

answered in this chapter, but the use of various phylogenomic approaches can be 

justified depending on the biological question. 

The trees constructed from these phylogenomic approaches indicate an overall 

repeating phylogroup and topological structure that was recreated regardless of 

the approach. All methods correctly clustered the majority of genomes from the 

same phylogroups together, suggesting a level of credibility for use of all methods 

for determining the population structure of the E. coli in this dataset. However, the 

way these approaches use the same genomic information differs. This can lead to 

smaller changes in tree topology and in inference of the population structure. For 

example, there may be evidence of recombination and horizontal gene transfer 

occurring in this dataset, as evident by the elongated branch lengths in the MASH 

tree. Alternatively, this may just be due to the MASH software and MASHtree 

software failing to interpret the data, as the other methods did not pick this up. This 

elongation of the branches did not affect the overall phylogroup classification but 

does affect the inferred evolutionary history between neighbouring genomes.  

 

3.6.1 The Phylonium tree and the Supertree describe the core gene 

alignment BAPS clusters better than the MASH tree and Gene presence and 

absence tree. 

The silhouette scores were obtained from mapping the core gene alignment BAPS 

clusters onto the trees created from the five different approaches. This quantified 

how well the tree described the BAPS clusters and provided clear evidence of 

differences in how the populations were structured. The core gene alignment 

method was determined to be the most popular recent approach for investigating 
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E. coli populations. Therefore, it was used as the standard for comparison. It is 

therefore unsurprising that, as the BAPS clusters were based on the core gene 

alignment that is used as input for the tree inference, the core gene alignment 

approach would have the highest silhouette scores across all methods. However, it 

is surprising that the core gene alignment approach is not technically better than 

all the others, as the standard error for the median silhouette score of the 

Phylonium tree overlapped with the core gene alignment tree. 

Analysis revealed that the Phylonium tree and Supertree described the BAPS 

clusters better than the MASH tree and Gene presence and absence tree. This 

also coincides with the differences in the positions of the phylogroups and the 

order by which they branch. The phylogroup order in the core gene alignment tree, 

Supertree, and Phylonium trees are the same, whereas phylogroups F and D had 

changed positions in the Gene presence and absence tree, and we see 

phylogroups D and E change positions in the MASH tree. This indicates that the 

approach used can change how the evolutionary relationships are inferred 

downstream.  

It is evident that inference of phylogenetic relationships at the isolate level will 

differ. While the Phylonium and Supertree approaches both displayed the highest 

correspondence with the core gene alignment BAPS clusters and phylogroups, the 

Phylonium approach described the BAPS cluster better than the Supertree. The 

Phylonium and Supertree approaches may present as useful alternatives to the 

core gene alignment approach as they have the highest silhouette scores. 

However, this does rely on the assumption that the core gene alignment is the 

most appropriate approach to use as the standard for comparison.  

In any study and in this dataset, the true evolutionary history can never be found. 

This is because the contamination of E. coli on the food, the growth over time, and 

the evolution of the E. coli were never observed or measured. Additionally, there 

are a lack of studies investigating what the best practice is between core gene 

alignment-based approaches, Supertree-based approaches, or feature-based 

approaches (alignment-free and gene presence and absence approaches). The 

core gene alignment approach is the most commonly used current phylogenomic 

approach for investigating E. coli population genomics (Appendix 1), but there 
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have also been studies using alignment free approaches on E. coli datasets 

(Abram et al., 2021, Zielezinski et al., 2017). Additionally, the gene presence and 

absence approach has been used to explore the accessory genes within E. coli, 

usually in tandem with another phylogenomic approach (Hall et al., 2021, Mahazu 

et al., 2021). The supertree has been used in previous studies (Skippington and 

Ragan, 2012, Chen et al., 2018), but is not as commonplace as the other 

approaches. 

 

3.6.2 Horizontal gene transfer may explain the differences between trees. 

E. coli has been identified to have an open pangenome with varied accessory 

genes (Decano and Downing, 2019). In this dataset, 92.9% of genes were defined 

as non-conserved genes in the pangenome, some of which may have arisen from 

horizontal gene transfer. There has been disagreement on whether or not this 

horizontal gene transfer can obscure the phylogenetic relationship between 

genomes. It has been previously argued that the phylogenetic relationship 

between prokaryotes cannot be truly deciphered by a tree because of horizontal 

gene transfer (Doolittle, 1999). However, other studies contradict this by finding 

there is a strong phylogenetic signal in bacteria despite the horizontal gene 

transfer. For example, high levels of horizontal gene transfer above the normally 

observed range in E. coli start to affect the branch lengths on a core gene 

alignment tree (Touchon et al., 2009). Touchon et al., further argues that the 

horizontal gene transfer occurs in certain genome locations termed ñhotspotsò, 

which does not interfere greatly with the phylogenetic signal. 

The phylogroups remained relatively similar and there was minimal or no 

dispersion across the tree. Similarly, the BAPS clusters across the trees showed a 

consistent pattern across methods and clusters that were not spread across the 

trees. The amount of horizontal gene transfer in this dataset is unknown, but 

horizontal gene transfer is likely to have occurred as there are over 35,000 non-

conserved genes. Nonetheless, regardless of whether horizontal gene transfer is 

pervasive in this dataset or not, it did not greatly affect the recurring broad 

population structure found by all methods. The placement of individual E. coli 

isolates across the tree did differ according to the approach used, which may be 
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attributed to horizontal gene transfer. Alternatively, the differences in tree 

construction algorithms and evolutionary models for homologous sites may also be 

a factor that leads to differences across the various phylogenomic approaches in 

the placement of the E. coli isolates on the tree. 

 

3.6.3 Different tree inference approaches were used but still produced 

similar phylogenies. 

The five phylogenomic approaches used two different types of tree inference 

software. The whole genome feature-based approaches all produced a distance 

matrix which were used as inputs for a neighbour-joining software (Simonsen et 

al., 2008, Katz et al., 2019), and the sequence-based phylogenomic approaches 

both used the same maximum-likelihood software IQ-TREE (Nguyen et al., 2015).  

These tree inference approaches are fundamentally different. The neighbour-

joining approach is a hierarchical clustering algorithm which creates the tree by 

creating two clusters, joining the clusters together with the aim to minimise the 

total sum branch lengths (Nguyen et al., 2015). In contrast to this, the maximum-

likelihood approach infers the tree topology by using nucleotide substitution 

models, which are probabilistic models that describe changes between 

homologous sites, to calculate the most probable and statistically significant 

connection between organisms (Felsenstein, 1981). It has been argued that 

maximum-likelihood methods are superior to other distance-based methods, as 

the neighbour-joining approach assumes that the homologous sites evolve at the 

same rate (Hasegawa et al., 1991). Despite the Phylonium tree being created by a 

neighbour-joining algorithm, it produced a tree that had the most similar topology 

to the maximum-likelihood core gene alignment approach. This suggests that 

Phylonium is a good alternative approach, regardless of being ultimately a 

distance-based approach. 

3.6.4 The MASH approach and Gene presence and absence approach may 

not be the most reliable for inferring the evolutionary history of this dataset.  

The MASH method provides a measure of similarity between genomes by using k-

mers of whole genomes and consequently, can provide insight into the differences 

and similarities between genetic content. Within this study, it can be observed that 
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two genomes within Phylogroup A cluster 3 in the MASH tree displayed longer 

branches than the other methods. One explanation for this might be that these 

particular lineages experience accelerated molecular evolution, however, this 

would also then be observed in the other trees. Alternatively, this might be 

explained by an effect whereby MASH was found to be affected by random 

regions, leading to increases in distances within the tree (Rºhling et al., 2020). 

Additionally, It has been suggested that a MASH-based tree that is affected by 

horizontal gene transfer still offers a high general accuracy on simulated datasets 

(Zielezinski et al., 2017). 

The gene presence and absence tree will be affected by mobile genetic elements, 

like plasmids, and horizontal gene transfer. Genes that are acquired from 

horizontal gene transfer and are also not present in other genomes will cause the 

genomes to be inferred as more different and lead to longer branch lengths. This 

method provides an overview of the pangenome and has been argued to provide a 

better resolution of E. coli outbreak strains by taking the accessory genes into 

account (Kaas et al., 2012).  

The gene presence and absence method described the core gene alignment 

BAPS clusters the worst out of all the methods. This indicates that the E. coli that 

come from the same BAPS cluster do not necessarily have the same accessory 

genes present. However, the Gene presence and absence tree still recreated the 

phylogroup structure. This indicates that E. coli from the same phylogroups display 

similar enough gene content to cluster together. This finding is supported by 

previous work where the E. coli phylogroups display distinct enough protein 

families across the pangenome to segregate and group them (Abram et al., 2021). 

The Gene presence absence tree is not the most reliable for inferring whether 

genomes come from the same ancestor. This method provides a greater resolution 

at a pangenome level, but at the cost of lower resolution for inferring the 

evolutionary relationship between genomes. 
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3.6.5 Comparison of the Core gene alignment, Supertree and Phylonium 

methods 

Previous work has argued that the effect of horizontal gene transfer should not 

affect core genes and inference of the evolutionary history (Brochier et al., 2002, 

Daubin et al., 2003). Indeed, E. coli has been argued to accumulate more 

mutations through horizontal gene transfer than through vertical gene transfer 

(Walk et al., 2007) and it has also been argued that, despite this high level of gene 

transfer, the signal of the inferred phylogenetic history is still strong (Touchon et 

al., 2009).  

The Supertree considers the evolutionary history of each gene including the 

accessory genes. The Supertree takes horizontally acquired genes into account 

when inferring a species tree. The 22,008 gene tree tips ranged from 4 ï 2613 

single-copy and multiple copy genes (median = 14), suggesting that the average 

gene is present in a few genomes and was likely acquired though HGT. The sum 

of the branch lengths for 22,008 single-copy and multi-copy gene trees indicates 

the maximum amount of information that can be used for the Supertree. The range 

of the log-transformed sum branch lengths were between -5.82 ï 1.82 (median = -

1.17) also shows that the average gene tree contained minimal amounts of 

information for inferring the final species tree. 

The Supertree method is theoretically robust to changes created by horizontal 

gene transfer. Previous E. coli population studies have used the Supertree method 

(Chen et al., 2018) and have also been found to reconstruct the phylogroups 

(Skippington and Ragan, 2012), albeit on a smaller scale. The quartet-based 

phylogeny (Supertree method) has also be argued to depict a strong phylogenetic 

signal in prokaryotes, despite horizontal gene transfer (Avni and Snir, 2020).  

The effects of horizontal gene transfer on the core gene alignment tree and 

Supertree approach have been explored and previous work has shown that the 

core gene alignment approach is less likely to recover the correct tree topology 

when HGT affects more than 25% of the genes (Williams et al., 2011). It was also 

found in the same paper that the correct topology was still obtained when around 

45% of the genes underwent horizontal gene transfer using the Supertree method 
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(Williams et al., 2011). This is further supported by previous Supertree work using 

simulated data with more than minimal rates of horizontal gene transfer (Lapierre 

et al., 2014). In real datasets, the true rates of horizontal gene transfer are difficult 

to estimate, however in this dataset there is strong evidence showing that a large 

amount of the genes in the dataset were gained from horizontal gene transfer, 

meaning that the Supertree would likely be a better approach to use in theory. 

Practically, the core gene alignment method is a straightforward approach that is 

less computationally intensive and faster. The core gene alignment approach also 

provides an estimate of nucleotide substitutions between genomes and has easier 

to understand bootstrap values than the Supertree (Lang et al., 2013). The 

Supertree approach requires programming and creating scripts for individual 

steps, such as manual removal of certain labels on tips, and removal of gene trees 

with less than four tips. The Supertree approach also took 37 days to generate the 

gene trees from these 515 E. coli isolates. This would not be useful or appropriate 

in a disease outbreak scenario where a rapid response is needed, or in larger 

datasets with 1000 or more genomes. This approach is computationally intensive 

and slower than the other methods, which needs to be taken into account when 

choosing an approach for creating a phylogenomic tree. 

Phylonium trees, on the other hand, are created by approximating a multiple 

sequence alignment from exact k-mer matches. Phylonium detects exact k-mer 

sequences termed ñanchorsò between compared genomes and evaluates the 

number of nucleotide mismatches between anchors. Phylonium terms this as an 

ñapproximate multiple sequence alignmentò, which the software aims to make as 

large as possible (Klotzl and Haubold, 2020). This means that regions of the 

genome that extend past the strict 95% - 99% cutoff are included in analysis. 

Phylonium ignores non-homologous regions and is therefore theoretically robust 

against horizontal gene transfer. Additionally, this chapter did not directly measure 

the time taken for each approach, however, the Supertree and core gene 

alignment approaches had a greater number of intermediate steps to generate the 

final species tree than Phylonium. Phylonium is magnitudes faster than the 

Supertree and core gene alignment approach and even easier to use than the 

core gene alignment method. 
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In this chapter, Phylonium was one of the five methods used to evaluate the E. coli 

population in our dataset. To our knowledge, Phylonium has not yet been used to 

show the E. coli phylogenetic groups. It was therefore useful to see that this 

software did reconstruct the same population structure, as well as indicate the 

closest similarity to the core gene alignment. Additionally, the Phylonium tree had 

the lowest average RF, wRF and KF values when compared to all the other trees. 

This indicates that, at least for this dataset, Phylonium was the best alternative to 

creating the most similar tree out of these tested methods. Phylonium and the core 

gene alignment methods may create the most similar phylogenetic trees as both 

methods are based on the overall shared similarities between genomes (Table 

3.3). 

 

3.7 Conclusion 

This chapter aimed to address three questions: 

1) Will the Core gene alignment, Gene presence and absence approach, 

alignment free approaches and the Supertree approach show different population 

structures? 

All approaches showed at least some minor differences in the distribution of BAPS 

clusters along the tips of the trees. However, the alignment-free approaches both 

indicated the same population structure and were also found to be the second and 

third most similar to the other approaches. The phylogroups were all found to be 

consistent, indicating that all methods are valid for clustering genomes in their 

phylogenetic groups, as defined by previous literature. When mapping the core 

gene alignment BAPS clusters onto the other trees, Phylonium and the Supertree 

were found to describe the clusters well. The differences in silhouette scores 

indicate that the order of the isolates changes depending on the approach used 

and therefore could affect the inference of the evolutionary relationship between 

isolates in a population. 

2) Do the different approaches create different topologies based on the same 

population dataset? 
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As evident by the average RF, wRF and KF values, all methods created different 

topologies. This was also visually seen in the branch lengths and structure 

(Figures 3.6 and 3.7). When these RF, wRF and KF values were compared, the 

core gene alignment tree was the most similar to all other approaches. On the 

other hand, the Supertree method was the most dissimilar to all other 

approaches.  

3) Identify and justify which approach would be the best suited for describing what 

types of E. coli are present from different sources. 

The results from this chapter suggest that all approaches can infer the broader 

phylogenetic signal of E. coli in a population. There was no substantial difference 

in phylogenetic reconstruction of the other methods compared to the core gene 

alignment approach, however there are some advantages for using the other 

approaches. To reiterate, this is not necessarily the best choice, rather the most 

popular. This core gene alignment approach does not consider the accessory 

genes, meaning that information that may allude to how specific lineages survive 

on different sources is lost. The other methods can be more useful for inferring 

evolutionary processes like horizontal gene transfer which may be more useful for 

indicating how a species is more suited for a certain environment. Therefore, it 

would be best to opt for a method that takes more than a strict set of core genes 

into account when determining the phylogenetic similarity between genomes 

(Table 3.3).  

The Supertree and Phylonium approaches were the most similar to the core gene 

alignment method according to the BAPS clusters and silhouette scores. 

Phylonium created the tree that was the most like the core gene alignment tree 

and had the added benefit of taking more than just the core genes into account 

when constructing the tree. Additionally, Phylonium was found to be the most 

similar to all other methods, suggesting that Phylonium is a good middle ground 

for these five approaches (Table 3.3). 

Therefore, in the next chapters, Phylonium will be applied to different E. coli 

population datasets to explore the types of E. coli present in retail foods, dogs, and 

humans. 
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Chapter 4: Whole genome sequencing multi-

isolate approach for investigating E. coli 

diversity and contamination on retail foods 

from Norfolk, United Kingdom 

 

Chapter contributions: Design of the food survey and sample collection was 

done by Mather, A.E., Janecko, N., Bloomfield S.J., and Palau, R. Collection of the 

food samples, as well as growth, detection and isolation of the E. coli were done 

by Bloomfield S.J., and Palau, R. Data analysis, scripts and code were written by 

Astorga, G. with help from Zamudio, R., and de Oliveira Martins, L. Astorga, G., 

Mather, A.E., Singh, D., Wain, J., Zamudio, R., and de Oliveira Martins, L. all 

discussed the work. 

 

Publication: This chapter has been accepted for publication in Microbial 

Genomics under the title ñA multi-isolate genomic approach identifies diverse 

Escherichia coli contamination and antimicrobial resistance carriage on retail 

foodsò 
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4.1 Introduction 

Food safety is regulated in the UK by the Food Standards Agency (FSA) and the 

UK Health Security Agency (UKHSA). One of the FSA key aims is to safeguard the 

general public health by reducing the likelihood of foodborne illnesses (Food 

Standards Agency, 2024, Simonsen et al., 2008). Retail foods, when contaminated 

with an unsafe level of microorganisms (Janecko et al., 2023), can suggest a lack 

of safety precautions or hygienic practices during food manufacturing and 

production (Health Protection Agency, 2009). The consumption of contaminated, 

improperly cooked or improperly washed food items may lead to gastrointestinal 

disease (Food Standards Agency, 2024). 

Specific groups of microorganisms called indicator organisms are used to measure 

the amount of contamination on food. An example of a commonly used group of 

indicator organisms are coliform bacteria which are bacteria commonly found in 

soil, water, and the guts of humans and animals (Kay and Fricker, 1997). Coliform 

can include genera like Escherichia, Citrobacter, Enterobacter, and Klebsiella 

(Halkman and Halkman, 2014). However, using total coliform counts has been 

shown to lead to erroneous conclusions for food safety, as the presence of 

coliforms may be from environmental contamination and not necessarily faecal 

origin (Santos MI et al., 2012). Microbiological criteria for specific microorganisms 

were defined for food safety measures in 2005 and are periodically updated 

(European Commission, 2005). Food safety measures currently use total aerobic 

bacteria counts, total Enterobacteriaceae counts, or look for specific organisms 

like pathogenic lineages of E. coli (European Commission, 2005, Health Protection 

Agency, 2009). 

Typically, E. coli contamination is assessed by enumeration on food items via 

colony forming units (CFU) (UK Health Security Agency, 2023a) or most probable 

number (MPN) (International Organization for Standardization, 2015). Safe limits 

have been set for microbial contamination on meat carcasses, shellfish and 

vegetables in the UK (European Commission, 2005), but an estimated 2.4 million 

cases of foodborne illnesses were predicted to have occurred in the UK in 2018 
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(Holland and Mahmoudzadeh, 2020). In the event of an outbreak, the UK Health 

Security Agency (UKHSA) uses biochemical tests to identify E. coli, which can be 

further analysed using whole genome sequencing (WGS) (UK Health Security 

Agency, 2023b).  

Short read WGS has been used by the FSA and UKHSA to primarily focus on 

pathogenic lineages and antimicrobial resistant lineages (Dallman et al., 2013, 

Brouwer et al., 2023, Day et al., 2019). Additionally, studies that use WGS often do 

not make the number of sequenced E. coli per sample clear (Reid et al., 2020, 

Randall et al., 2021, Brouwer et al., 2023), often taking one isolate as a 

representative per sample (Aworh et al., 2024, Wang et al., 2024, Liu et al., 2024). 

As E. coli is known to be a genetically diverse organism (Geurtsen et al., 2022), 

the selection for specific types of E. coli or taking one E. coli per sample will likely 

underestimate the genetic diversity and risk to consumers. Additionally, different 

food commodities will have different associated risks, which have not yet been 

thoroughly compared and assessed (Reid et al., 2020, Randall et al., 2021, 

Brouwer et al., 2023, Aworh et al., 2024, Wang et al., 2024, Liu et al., 2024). 

4.2 Aims and Objectives 

This study aimed to investigate the genomic diversity of E. coli on raw meats, leafy 

greens and seafood, which addresses three questions:  

1) What types of E. coli contaminate retail foods in this collection of retail foods 

from Norfolk, United Kingdom?  

2) How diverse are the populations of E. coli within food commodities, and within a 

sample?  

3) What potential health risks do these contaminating E. coli present to 

consumers? 
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4.3 Materials and methods 

4.3.1 Sample collection and culturing 

A collection of 516 E. coli isolates were collected prior to this thesis and used for 

chapter 3. Additional E. coli positive samples where four isolates were taken per 

sample were selected for additional whole genome sequencing. 

As briefly described in chapter 2, E. coli positive samples were selected from a 

study described by Janecko and Zamudio et al. (Janecko et al., 2023). Janecko 

and Zamudio et al., conducted a cross-sectional study in Norfolk, United Kingdom 

between May 2018 to November 2019 to investigate pathogen contamination. The 

sampling focused on five food commodities that reflected highly consumed food 

products based on the Family Foods 2015 consumption data (Department for 

Environment Food and Rural Affairs, 2017). The five food commodities included 

raw chicken, raw pork, raw/cooked prawns, raw salmon, and pre-packaged leafy 

greens, resulting in 1,369 food samples (Janecko et al., 2023). 

Sample processing, preparation and E. coli microbiological detection were 

previously described in Janecko and Zamudio et al. (Janecko et al., 2023) and 

was stated in Chapter 2 of this thesis (See Section 2.1.2). 

The methods for isolation and biochemical confirmation were stated in Chapter 2 

of this thesis (See Section 2.1.2). Each E. coli-positive sample had up to four E. 

coli colonies stored at ī70 ÁC in 1 mL of Brucella broth +17.5% glycerol 

(ThermoFisher Diagnostics, Rochford, UK). 

4.3.2 Initial datasets and sample selection 

In the study from Janecko and Zamudio et al., 859 out of the 1,369 samples were 

E. coli positive (Janecko et al., 2023). Prior to the start of this project, 516 E. coli 

isolates from 197 samples were selected for WGS. 

The samples for before this project were collected by Janecko, N., Bloomfield S.J., 

and Palau, R., and Mather, A.E., for four reasons and are stated in Chapter 2 of 

this thesis (See Section 2.1.3). 

The diversity of E. coli contaminating retail foods was investigated and Astorga, G. 

prioritised samples with four isolates for further sequencing. In total, 401 E. coli 
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positive samples with up to four E. coli isolates per sample were used in this study. 

The 401 samples included 126 raw chicken samples, 115 raw pork samples, 75 

raw and cooked prawns, 52 raw leafy green samples and 33 raw salmon samples.  

4.3.3 Whole genome sequencing, quality control and assembly 

DNA extraction was described in chapter 2 (See Section 2.3). and additional DNA 

extractions for this chapter were performed by Bloomfield S.J., and Palau, R. 

Whole genome sequenced isolates are hereafter referred to as genomes. Quality 

control processes are described in chapter 2. The sequence data generated in this 

study are available in the Sequence Read Archive (SRA: PRJNA1177805 and 

SRA: PRJNA1107692) (Appendix 2). The data analysis, scripts and code were 

written by Astorga, G. with guidance from Zamudio, R., Bloomfield, S.J., de 

Oliveira Martins, L., Singh, D., Wain, J., and Mather, A.E. 

4.3.4 E. coli phylogroup, sequence typing, and phylogenetic analysis 

E. coli genome assemblies were classified into phylogroups and sequence types 

(STs) as stated in Section 2.4.2.  

Unclassified STs were further characterised into matching novel STs by identifying 

unique combinations of adk, fumC, gyrB, icd, mdh, purA, and recA profiles 

provided by the MLST output (Appendix 3). Phylonium v.1.6 (Klotzl and Haubold, 

2020) with default settings estimated the phylogenetic distances between the E. 

coli assemblies. The output from Phylonium v.1.6 was input into rapidNJ v.2.3.2 

(Simonsen et al., 2008) with the -i pd -o t -x options. 

The phylogenetic tree was visualised with R v.4.1.3 (R Core Team, 2022) in 

RStudio v. 2021.09.1 (RStudio Team, 2020) using the ggtree v.3.2.1 (Yu, 2020), 

ape v.5.5 (Paradis and Schliep, 2019), phytools v.1.0-1(Revell, 2012), and 

ggnewscale v.0.4.5 (Campitelli, 2022) packages. Plots were visualised using 

ggplot2 v. 3.3.5 (Wickham, 2016). Clades enriched for a food commodity were 

identified during phylogenetic inspection and were selected for further analysis.  

4.3.5 Pairwise SNP analysis 

Reference genomes were chosen using Referenceseeker v. 1.8.0 (Schwengers et 

al., 2020) and the bacteria RefSeq database (downloaded January 2024) (O'Leary 

et al., 2016) on the collection of E. coli grouped into their respective STs. The 
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reference that was chosen for the majority of the genomes (minimum > 50%) with 

the highest average nucleotide identity and highest conserved DNA was chosen 

as the reference for that ST. 

Reads from each ST of interest were aligned to their respective reference genome 

(ST10 reference (Genbank Accession assembly ID: GCA_900636145.1), ST101 

reference (Genbank Accession assembly ID: GCA_029318875.1), and ST117 

reference (Genbank Accession assembly ID: GCA_025369795.1)) using Snippy v. 

4.6.0 (Seemann, 2015). Gubbins v. 3.2.0 (Croucher et al., 2014) was used to 

remove SNPs attributed to putative recombination from the alignments. The 

pairwise SNP differences were calculated using SNPdist v.0.7 (Seemann et al., 

2021). The threshold to determine the epidemiologically linked STs within the 

same sample was five SNPs, as this is the UKHSA threshold for an outbreak of 

Shiga toxin-producing E. coli O157 (Mikhail et al., 2018). 

4.3.6 Diversity between food commodities 

The E. coli ST diversity (richness and inverse Simpson index) was estimated for 

each food commodity. The R package iNEXT v. 3.0.1 (Hsieh et al., 2016) rarefied 

and extrapolated the data to predict and compare diversity between food 

commodities. Richness (q =0), and inverse Simpson index (q = 2) were calculated 

using the "incidence_freq" datatype, with confidence intervals set to 95% and the 

number of bootstraps set to 500. 

4.3.7 Antimicrobial resistance genes, plasmid replicons and virulence genes 

The presence of AMR genes, plasmid replicons and virulence genes were 

determined using ARIBA v.2.14.6 (Hunt et al., 2017) with default settings on the 

trimmed reads. The Resfinder (Bortolaia et al., 2020), PlasmidFinder (Carattoli and 

Hasman, 2020), and VFDB (virulence factor database) core (Chen et al., 2015) 

databases were all downloaded in May 2023. Known point mutations associated 

with AMR were identified using PointFinder (Zankari et al., 2017) and the 

PointFinder database (downloaded in October 2024) (Zankari et al., 2017). 

The output of ARIBA v.2.14.6 (Hunt et al., 2017) with the Resfinder database 

(Bortolaia et al., 2020) (downloaded May 2023) provided a gene name and an 

NCBI accession code, which allowed tracking of the associated sequence in the 

repository. The output of PointFinder (Zankari et al., 2017) provided PubMed 



ΝΜΟ 
 

Identifiers for papers that described known point mutations that confer AMR. The 

drug class for AMR genes and point mutations were determined by using the 

associated paper and cross-referencing the AMR gene name in comprehensive 

antibiotic resistance database (CARD) (McArthur et al., 2013). The acquired AMR 

genes that may confer AMR and identified point mutations using the Resfinder and 

PointFinder database are collectively called AMR determinants. 

The AMR determinants were classified by importance according to the World 

Health Organization scheme for critically important antibiotics (World Health 

Organization, 2019). Potential Multidrug-resistance (MDR) in this study was 

classified as the presence of AMR genes conferring resistance to three or more 

different antimicrobial classes according to the WHO antimicrobial class list (World 

Health Organization, 2019, Catalano et al., 2022). AMR profiles were defined as 

the unique combination of AMR determinants for each genome, and expected 

phenotypes or intrinsic resistance within E. coli was not taken into account. 

Typical genetic markers for diarrheagenic E. coli were investigated 

(Enteropathogenic E. coli ï eae, bfp; Shiga-Toxin producing E. 

coli/Verocytotoxigenic E. coli ï stx1, stx2; Enterotoxigenic ï elt, estA/estB; 

Enteroinvasive E. coli ï pINV; Enteroaggregative ï pAA; Diffuse adhering E. coli ï 

Afa/Dr family; Adherent-invasive E. coli ï NA) (Geurtsen et al., 2022). E. coli was 

also characterised as extraintestinal pathogenic (ExPEC) lineages if two or more 

of the following virulence genes were present in the genome: papAH, papC, 

sfa/focDE, afa/draBC, iutA, and kpsMII (Johnson et al., 2003).  
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4.4 Results 

4.4.1 Food samples 

In this study, 401 food samples were collected from shops across Norfolk, United 

Kingdom. All chicken, all pork and all salmon samples were raw and all 52 leafy 

green samples were fresh. 

4.4.2 E. coli contamination on food 

A total of 1,067 E. coli isolates from chicken (n = 310 isolates), leafy greens (n = 

162 isolates), pork (n = 279 isolates), prawns (n = 206 isolates) and salmon (n = 

110 isolates) underwent whole genome sequencing and passed quality control 

(Table 4.1; Appendix 2). 

 

Table 4.1: Number of samples and number of isolates per sample across 

each food commodity purchased in Norfolk, UK between May 2018 and 

November 2019. 

Commodity 

Number 

of 

samples 

with 1 

isolate 

per 

sample 

Number 

of 

samples 

with 2 

isolates 

per 

sample 

Number 

of 

samples 

with 3 

isolates 

per 

sample 

Number 

of 

samples 

with 4 

isolates 

per 

sample 

Total 

number 

of 

samples 

Total 

number 

of 

isolates 

Chicken 22 59 10 35 126 310 

Leafy 

greens 
7 9 7 29 52 162 

Pork 16 63 7 29 115 279 

Prawn 5 39 1 30 75 206 

Salmon 2 7 2 22 33 110 
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Total 

samples 
52 177 27 145 401 1,067 

 

In silico MLST classification assigned the 1,067 E. coli genomes in this collection 

into 238 known STs and 54 unknown STs (Appendix 3). In this collection, the five 

most abundant STs comprised 19.5% of the genomes - ST10 (n = 69), ST117 (n = 

39), ST101 (n = 35), ST155 (n = 26), and ST216/ST5474 (n = 23) (Figure 4.1A). 

Chicken (n = 118 STs) and pork (n = 103 STs) samples had the highest number of 

unique STs, followed by prawns (n = 75 STs), then leafy greens (n = 68 STs) and 

salmon samples had the lowest number of unique STs (n = 22 STs). Additionally, 

73 STs were unique to chickens, 41 STs were unique to leafy greens, 55 STs were 

unique to pork, 47 STs were unique to prawn and 8 STs were unique to salmon. 

There were 35 defined clonal complexes, however, the 63.4% of the genomes (n = 

676) did not belong to a defined clonal complex. The most common clonal 

complexes were ST10 clonal complex (8.25%, n = 88), ST155 clonal complex 

(4.97%, n = 53), ST101 clonal complex (3.66%, n = 39), ST86 clonal complex 

(2.34%, n = 25), and ST23 clonal complex (2.06%, n = 22). Aside from ST155, the 

most prevalent STs were not present in all food commodities. ST10 was not found 

on salmon samples, ST117 was only found on chicken and pork samples, ST101 

was not found on leafy green and salmon samples, ST216 was not found on 

chicken and leafy green samples and ST5474 was only found on salmon and pork 

samples (Figure 4.1B). 
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Figure 4.1: Stacked bar plot indicating (A) the number of E. coli genomes 
found for the most prevalent STs and (B) for the most prevalent clonal 
complexes in this dataset, categorised by food commodity. 

4.4.3 Diversity estimates across commodities 

The estimated ST richness appeared similar across all commodities except 

salmon, which had a smaller number of observed and estimated STs compared 

with the other commodities. The Simpsonôs diversity of leafy greens was higher 

than the other commodities, reflecting a more even ST distribution when compared 

to the other food commodities. Of the 68 distinct STs observed in 52 samples of 

leafy greens, only nine STs were observed in two different samples and one in 

three samples. However, in both pork and chicken there were STs that were 

common to many more samples, for example ST10 (n = 20) and ST101 (n = 14) 

being found in many of the 115 pork samples, and ST117 (n = 29) and ST10 (n= 

18) seen in many of the 126 chicken samples (Figure 4.2). 
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Figure 4.2: A) The rarefaction curves and the extrapolated diversity indices for the sequence types (STs) on each 
commodity with bootstrapped 95% confidence intervals. Points represent the observed number of distinct STs, and the 
number of samples collected. Solid lines are rarefaction curves, and dotted lines represent extrapolations. Shaded areas 
are 95% confidence intervals based on bootstrapped standard errors. B) The asymptotic diversity indices (dots with 95% 
confidence intervals, along with the observed diversity [triangles] for each commodity) coloured by food commodity.
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4.4.4 E. coli sequence type diversity within samples 

In this dataset, 48.1% of samples (n = 193 samples) had two or more STs, and 

13.7% (n = 55) of samples were contaminated with three or more STs. Salmon 

samples were the only food commodity observed to be contaminated with a 

maximum of two STs (Figure 4.3). 

 

 

Figure 4.3: Boxplots of the number of sequence types (STs) in each of the 
401 retail chicken, pork, prawns, salmon, and leafy greens samples. The Y 
axis shows the number of STs when up to four E. coli isolates in each 
sample were sequenced. Each red dot represents a sample. The box shows 
the interquartile range of the number of STs in each sample. 

 

The three most abundant STs were ST10 (n = 73 genomes), ST117 (n = 41 

genomes) and ST101 (n = 38 genomes). There were 34 samples which were 

contaminated with at least two ST10s (n = 18 samples), ST117s (n = 8 samples), 

or ST101s (n = 8 samples). There were 77 pairwise ST comparisons within the 

same sample from these three STs. In 22 cases, the SNP diferences between 

genomes within the same sample and ST exceeded five SNPs, with a maximum of 

845 pairwise non-recombinant single nucleotide polymorphisms (SNPs) from two 

ST10 genomes from the same sample (Figure 4.4). Salmon was the only food 
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commodity without multiple contaminating ST10s, ST101s, or ST117s on the same 

sample. 

 

Figure 4.4: Comparisons of the within-sample within-sequence type (ST) 
single nucleotide polymorphism (SNP) differences across ST10, ST101 and 
ST117 within the collection of 1,067 E. coli genomes isolated from retail 
chicken, pork, prawns, salmon, and leafy greens. Within-sample within-ST 
comparisons are coloured by the food commodity from which they were 
isolated. The five SNP threshold for epidemiologically linked E. coli, as 
stated by the United Kingdom Health Security Agency (UKHSA) Shiga toxin-
producing E. coli O157 (Mikhail et al., 2018), is indicated by the red dotted 
line. 

 

4.4.5 E. coli plasmid replicons, virulence genes and antimicrobial resistance 

genes 

In this dataset, 63 unique plasmid replicon types were identified, with the three 

most frequent belonging to the IncF incompatibility type. The median number of 

different plasmid replicons in each genome was 2 (range = 0-9). 

The most frequent plasmid replicon was IncFIB_AP001918 which was found in 

417 genomes (n samples = 204). Of these 204 samples with IncFIB_AP001918-

harbouring E. coli,136 samples also harboured AMR determinants. The three most 

frequent AMR determinants that co-occurred with IncFIB_AP001918 were 
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blaTEM-1b (n genomes = 133; n samples = 79), tet(A) (n genomes = 126; n 

samples = 79), and sul2 (n genomes = 115; n samples = 77).  

IncFIB_AP001918 was observed in E. coli from all food commodities but was most 

frequently observed in 113/126 chicken samples. This was followed by pork (n 

samples = 55/115 samples), Leafy greens (n samples = 15/52), prawns (n samples 

= 17/75) and salmon (n samples = 4/33). 

No typical intestinal pathogen (InPEC) genetic markers stx1, stx2, eae, elt, 

estA/estB, bfp, or Afa/Dr family were found in this dataset. The ExPEC virulence 

factor scheme identified 26 putative ExPEC across 10 chicken samples (genomes 

= 13) and seven pork samples (genomes = 13). Putative ExPEC belonged to eight 

known and two unknown STs; ST117 had the highest number of genomes 

classified as putative ExPEC (n samples = 7, genomes = 10). 

In this dataset, 58.3% genomes (n genomes = 622; n samples =261) had no AMR 

determinants detected. There were 176 samples where all E. coli genomes had no 

AMR determinants identified. At least one AMR determinant was found in 66.1% of 

E. coli genomes from chicken, 47.0% of genomes from pork, 31.6% genomes on 

prawns, 18.2% genomes on salmon and 14.8% of genomes on leafy greens. The 

AMR determinants were classified into 13 different antimicrobial drug classes, 

which included eight critically important antimicrobial drug classes and five highly 

important drug classes (Table 4.2; 4.3; Appendix 4, 5, 6).  

Within this dataset, resistance determinants associated with conferring resistance 

to highest priority critically important antimicrobials included mcr-1 (colistin), 

blaCTX-M-27, blaCTX-M-55, blaCMY-2, and genes conferring resistance to 

fluoroquinolones. The AMR determinants blaCTX-M-27, blaCTX-M-55, blaCMY-2 

suggest possible resistance to 3rd-generation cephalosporins and other beta-

lactam subclasses. 
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Table 4.2: The total sample counts and proportions of the collection of 401 

samples consisting of 1,067 E. coli genomes isolated from retail chicken, 

pork, prawns, salmon, and leafy greens carrying antimicrobial resistance 

(AMR) determinants. The AMR determinants are characterised into 

antimicrobial classes. Clinical importance was determined using the World 

Health Organization prioritisation categorisation. 

Antimicrobial 

resistance classes 

Number of samples 

with antimicrobial 

resistance 

determinants 

World Health Organization 

prioritisation categorisation of 

clinically important 

antimicrobials 

Polymyxins (Colistin) 2 (0.499%) 

Highest Priority Critically 

Important 

Cephalosporins (3rd, 4th-

generation)  
9 (2.24%) 

Phosphonic acid 

derivatives (Fosfomycin) 
11 (2.74%) 

Beta lactams 141 (35.2%) 

Critically important 

Aminoglycoside 141 (35.2%) 

Quinolone 83 (20.7%) 

Macrolide 9 (2.24%) 

Oxazolidinone 5 (1.25%) 

Anamycins (Rifamycin) 1 (0.249%) 

Tetracycline 146 (36.4%) 

Highly important 

 

Sulphonamide 133 (33.2%) 

Trimethoprim 120 (29.9%) 

Chloramphenicol 46 (11.5%) 

Lincosamide 18 (4.49%) 
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Table 4.3: The Distribution of antimicrobial resistance genes across 
the collection of 401 samples consisting of 1,067 E. coli genomes 
isolated from retail chicken, pork, prawns, salmon, and leafy greens 
carrying antimicrobial resistance (AMR) determinants. 

AMR gene Number of genomes 
Percent of genomes 
within whole dataset 

tet(A) 202 18.9 

blaTEM-1B 187 17.5 

sul2 165 15.5 

aph(6)-Id 127 11.9 

aph(3ô)-Ib 119 11.2 

aadA1 112 10.5 

dfrA1 94 8.81 

tet(B) 65 6.09 

sul1 48 4.50 

sul3 37 3.47 

dfrA14 35 3.28 

floR 31 2.91 

qnrS1 30 2.81 

cmlA1 27 2.53 

aadA2b 25 2.34 

dfrA17 22 2.06 

dfrA5 22 2.06 

blaTEM-1C 20 1.87 

blaTEM-1D 20 1.87 

aadA5 19 1.78 

lnuF 18 1.69 

catA1 17 1.59 
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Table 4.3: The Distribution of antimicrobial resistance genes across 
the collection of 401 samples consisting of 1,067 E. coli genomes 
isolated from retail chicken, pork, prawns, salmon, and leafy greens 
carrying antimicrobial resistance (AMR) determinants. 

AMR gene Number of genomes 
Percent of genomes 
within whole dataset 

dfrA12 14 1.31 

fosA7 13 1.22 

aph(3ô)-Ia 12 1.12 

aph(3ô)-IId 11 1.03 

qnrB19 10 0.937 

lnuG 8 0.750 

aadA2 7 0.656 

blaCMY-2 7 0.656 

blaTEM-1A 7 0.656 

tet(M) 7 0.656 

blaTEM-220 5 0.469 

blaCARB-2 4 0.375 

blaOXA-10 4 0.375 

mphA 4 0.375 

aadA22 3 0.281 

dfrA15 3 0.281 

dfrA16 3 0.281 

mcr-1 3 0.281 

qnrS4 3 0.281 

ARR02 2 0.187 

aadA17 2 0.187 

aadA24 2 0.187 
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Table 4.3: The Distribution of antimicrobial resistance genes across 
the collection of 401 samples consisting of 1,067 E. coli genomes 
isolated from retail chicken, pork, prawns, salmon, and leafy greens 
carrying antimicrobial resistance (AMR) determinants. 

AMR gene Number of genomes 
Percent of genomes 
within whole dataset 

blaTEM-30 2 0.187 

catA2 2 0.187 

catB3 2 0.187 

dfrA36 2 0.187 

dfrB4 2 0.187 

aac(3)-IV 1 0.0937 

aac(3)-VIa 1 0.0937 

aadA8b 1 0.0937 

aph(4)-Ia 1 0.0937 

blaCTX-M-27 1 0.0937 

blaCTX-M-55 1 0.0937 

blaLAP-2 1 0.0937 

blaOXA-1 1 0.0937 

blaTEM-40 1 0.0937 

blaTEM-99 1 0.0937 

dfrA7 1 0.0937 

dfrA8 1 0.0937 

dfrB1 1 0.0937 

erm(42) 1 0.0937 

mef(B) 1 0.0937 

mph(B) 1 0.0937 

qnrB7 1 0.0937 
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Table 4.3: The Distribution of antimicrobial resistance genes across 
the collection of 401 samples consisting of 1,067 E. coli genomes 
isolated from retail chicken, pork, prawns, salmon, and leafy greens 
carrying antimicrobial resistance (AMR) determinants. 

AMR gene Number of genomes 
Percent of genomes 
within whole dataset 

qnrS13 1 0.0937 

tet(C) 1 0.0937 

 

In this study, 158 E. coli positive samples (39.4%) were contaminated with 

potential MDR E. coli. Samples containing at least one MDR genome were found 

across all food commodities, and were observed in 60.3% of chicken samples, 

35.7% of pork samples, 22.7% of prawn samples, 6.06% of salmon samples, and 

5.77% of leafy green samples. The proportion of samples containing MDR isolates 

was significantly different between food commodities (ὢ = 72.5, d.f. = 4, p = 6.66 

x 10-15). 

E. coli from chicken meat in this study contained AMR determinants which 

potentially confer resistance to 12 drug classes and one gene (erm(42)) that may 

confer resistance to multiple classes. E. coli isolated from salmon samples 

contained AMR determinants to 10 drug classes; pork samples had AMR 

determinants to nine drug classes; leafy greens and prawns had AMR 

determinants to eight drug classes (Figure 4.5A). Additionally, when up to four 

isolates per sample were sequenced, up to four different AMR genotypic 

combinations were often found (Figure 4.5B).  

AMR determinants encoding resistance for colistin and 3rd-generation 

cephalosporins within this dataset were identified across multiple food 

commodities. Amongst 3rd-generation cephalosporins, blaTEM-30 was identified in 

two putative MDR E. coli from two separate chicken samples. Moreover, blaTEM-

40 was identified in one E. coli isolated from a chicken sample where no other 

AMR determinants were identified. The blaCMY-2 AMR determinant was identified 

in two putative MDR E. coli genomes from two separate prawn samples. The 

blaCMY-2 determinant was also found in five E. coli genomes from two separate 

leafy green samples, where no other AMR determinant co-occurred (Table 4.3).  
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The blaCTX-M AMR determinant was identified in two putative MDR E. coli 

genomes from a chicken and prawn sample. The mcr-1 AMR determinant was 

identified in three putative MDR E. coli from two chicken samples (Table 4.3). 
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Table 4.4: The AMR genotypes for E. coli genomes carrying AMR 
determinants encoding resistance for colistin and 3rd-generation 
cephalosporins from the collection of 401 samples consisting of 1,067 E. 
coli genomes isolated from retail chicken, pork, prawns, salmon, and leafy 
greens. 

Colistin and 3rd -generation 
cephalosporins AMR 

determinant 
AMR genotype 

blaTEM-30 

aadA1, blaTEM_30, dfrA1, floR, sul1, sul2, 
tet_A 

aadA1, blaTEM_30, dfrA1, floR, sul1, sul2, 
tet_A 

blaTEM-40 blaTEM_40 

blaCMY-2 

aadA1, aadA2b, blaCMY_2, blaTEM_1B, 
cmlA1, dfrA12, mef_B, sul3, tet_B 

aadA1, aadA2b, blaCMY_2, blaTEM_1B, 
cmlA1, dfrA12, mef_B, sul3, tet_B 

blaCMY_2 

blaCTX-M 

blaCTX_M_55, blaTEM_1B, mph_A, 
qnrS13, tet_A 

aadA1, aph_3____Ib, aph_6__Id, 
blaCTX_M_27, dfrA1, floR, sul1, sul2, tet_A, 

tet_B, 

mcr-1 

aph_3____Ib, aph_6__Id, blaTEM_1B, 
mcr_1, sul2 

aph_3____Ib, aph_6__Id, blaTEM_1B, 
mcr_1, sul2, 

aph_3____Ib, aph_6__Id, blaTEM_1B, 
mcr_1, sul2, 
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Figure 4.5: The antimicrobial resistance determinants conferring potential 
antimicrobial resistance (AMR) found within the collection of 1,067 E. coli 
genomes isolated from a total 401 retail chicken, pork, prawns, salmon, and 
leafy green samples. A) The proportion of samples for each food commodity 
containing at least one AMR determinant within each food commodity. AMR 
determinants classed into antimicrobial resistance drug class. B) Boxplots 
of the 1,067 E. coli, showing the number of unique combinations of AMR 
determinants (termed AMR profiles) recovered in all 401 food samples when 
up to four E. coli genomes were sequenced, separated by food commodity. 
Each dot is one sample. 
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4.4.6 Phylogeny of E. coli contaminating retail foods 

The E. coli phylogenetic tree was divided into phylogroups A, B1, B2, C, D, E, F 

and G. E. coli genomes classified into phylogroups B1 (40.9%) and A (34.0%) 

comprised the majority of the collection. Phylogroups A, B1, B2, and D contained 

E. coli from all food commodities. Between 0-14 unique AMR genes and point 

mutations were identified within individual genomes across the whole dataset. The 

26 presumptive ExPEC were identified across six phylogroups (Figure 4.6). 
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Figure 4.6: Phylonium midpoint rooted phylogenetic tree the collection of 1067 E. coli genomes isolated from retail 
chicken, pork, prawns, salmon, and leafy greens with a tree scale estimating 0.003 nucleotide substitutions per site. 
Tree tips are labelled red if they are putative ExPEC. The commodity (inner ring), phylogroup (middle ring), and the total 
number of AMR genes and point mutations are mapped onto the tree (outer ring).   
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Two clades were examined due to the enrichment of isolates originating from 

chicken and salmon commodities on the phylogeny. Within the phylogeny, 53 

genomes from 39 samples were classified as phylogroup G. The genomes in 

phylogroup G were classified into 10 unique STs. The majority of phylogroup G was 

comprised of E. coli isolated from chicken (n genomes from chicken = 44/53; n 

chicken samples = 34/39) and majority of genomes were classified as ST117 (n 

genomes classified as ST117 = 41/53). Majority of the food samples ST117 

contaminated was chicken meat (n ST117 genomes = 37/41). The number of AMR 

determinants in each genome from phylogroup G ranged from 0-8 and 28 samples 

had E. coli with at least one AMR determinant (Figure 4.7). A different subclade 

within phylogroup B1 comprised entirely of E. coli isolated from salmon (n genomes 

= 19; n samples = 7). All the genomes in this clade were all classified as ST5474. 

These genomes had no AMR determinants detected. 
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Figure 4.7: A clade of the Phylonium midpoint rooted phylogenetic tree 
comprising of primarily E. coli genomes from chicken meat samples from 
phylogroup G, highlighting a subset of genomes from the collection of 1,067 E. 
coli isolated from retail chicken, pork, prawns, salmon, and leafy greens. The 
tree scale is estimated to be 0.003 nucleotide substitutions per site. Tree tips 
are labelled red if they are putative extra-intestinal pathogenic E. coli (ExPEC). 
The commodity (left column) and sequence type (right column) are labelled. 
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4.5 Discussion: 

WGS of multiple isolates per sample revealed that heterogenous populations of E. 

coli contaminate retail food samples from different food commodities. These 

results indicate that the sampling up to four E. coli even within a sample can have 

different STs across the phylogeny, and different accessory genes. This has 

implications for food safety as E. coli enumeration are one of the standard 

approaches for identifying unsafe levels of faecal contamination in the UK 

(International Organization for Standardization, 2015). When E. coli enumeration is 

used alone, it does not show the different contaminating types of E. coli. By 

investigating the diversity of E. coli on food and within individual food samples, 

more information is available for assessing the risk of current and new potential 

threats to the consumer.  

4.5.1 There are limited WGS E. coli ST diversity studies focusing on the E. 

coli population within a sample 

In this study, the 1,067 E. coli isolates were classed into 238 different known and 

54 unknown STs. Similar studies in the United States investigating raw chicken, 

turkey and pork classified 117 E. coli into 81 known STs (Aworh et al., 2024), and 

another retail meat survey in China assigned 330 E. coli isolates into 146 different 

known STs and 20 novel STs (Wang et al., 2024). Generally, our study is in line 

with previous work, which show retail meats are contaminated by large number of 

unique STs. Despite similarities with how meat samples were collected and how E. 

coli was cultured from meat samples between this study and these two previous 

studies, the work in this chapter took up to four isolates, whereas the other studies 

only took one isolate forward for whole genome sequencing (Aworh et al., 2024, 

Wang et al., 2024). This means that the within-sample ST diversity could not be 

explored within these previous retail meat studies and that the number of STs 

found within this study are not necessarily comparable, as there is a higher chance 

of missing out a rarer ST. The study in China also used the core genome MLST 

(cgMLST) approach, which uses hundreds of gene loci and a predefined allele 

scheme to assign numbers for each locus. Due to the differences between 

schemes used, there cannot be direct comparison between cgMLST and 

traditional MLST typing schemes since novel allele numbers are not synced. 
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Regarding leafy greens, this work found a higher ST richness across the study 

population (68 STs in 162 isolates) compared to a German study evaluating 

tetracycline-resistant E. coli from leafy vegetables (28 STs in 120 isolates) (Reid et 

al., 2020). Additionally, the three most abundant STs by Reid et al., were not found 

to contaminate any leafy greens in this study. The difference in number of STs 

found may be because Reid et al., were specifically investigating tetracycline-

resistant E. coli, whereas our work did not. Moreover, the disagreement in STs 

between studies may also be due to the differences in farm locations, processing 

procedures and the potential contamination sources associated with both (i.e. 

soils, manure usage, farmers/factory workers). 

A limited number of E. coli whole-genome surveys have been done on seafoods. A 

tetracycline-resistance survey on a range of seafoods from China found that nine 

E. coli isolates were classed into eight known STs and one unclassified ST (Liu et 

al., 2024). Another survey on retail fish in Tunisia found that six isolates were 

classed as four different STs (Sola et al., 2022). There are a lack of studies looking 

specifically at E. coli contamination on salmon and prawns. Therefore, comparison 

of these general seafood studies to this dataset is limited, especially as there are 

major differences between the geographical regions, types of markets, seafood, 

and total number of E. coli sequenced. ST58 and ST10 were found in both this 

study and the Chinese study but have both been described as generalists 

(McKinnon et al., 2018, Manges and Johnson, 2012). The lack of general 

surveillance on leafy greens and seafood highlights this research as key to setting 

a baseline for future risk assessment and surveillance studies across these food 

commodities. However, further WGS surveillance is required to investigate 

whether there are patterns of sequence type contamination across different retail 

food commodities. 

4.5.2 Taking multiple isolates per sample reveal different sequence types 

When up to four isolates were taken per sample, these isolates could be classified 

into four different STs. A similar study in the US, subtyped five E. coli colonies per 

sample using Enterobacterial Repetitive Intergenic Consensus Polymerase Chain 

Reaction (ERIC2-PCR) and found that up to five distinct genotypes could 

contaminate chicken and pork (Yamaji et al., 2018). ERIC2 does not provide the 

same resolution as whole genome sequencing, but is still a useful approach for 
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investigating the different types of E. coli that contaminate food (Alsultan and 

Elhadi, 2022). Another study previously used repetitive element palindromic (REP) 

PCR screening found that up to nine E. coli REP-types could be recovered from a 

single meat sample (Vangchhia et al., 2018). 

In this study, salmon had a maximum of two STs recovered per sample. Salmon 

was previously found to have a lower prevalence of E. coli than the other food 

commodities (Janecko et al., 2023), suggesting that there may be factors affecting 

the ability of E. coli to persist on salmon. This could include a lower likelihood of 

recovery of E. coli from salmon using the method described here, or fewer 

opportunities for E. coli contamination during the salmon processing chain. 

Salmon muscle has been suggested to be sterile, but exposure to the water 

environment (Austin, 2006) and the food manufacturing process (Mßretrß et al., 

2016) can lead to bacterial contamination. These studies and our work suggest 

that taking four isolates is insufficient for capturing the full range of E. coli STs 

contaminating retail foods, with salmon as the exception. 

4.5.3 There is within-sample within-ST SNP variation 

In this study, several samples had E. coli classified as the same ST on the same 

sample with a pairwise non-recombinant SNP difference greater than five SNPs. 

Previous work investigating ST131 (Forde et al., 2019), and ST117 (Xia et al., 

2022) indicate that E. coli from a single ST are not all clonal, and a theoretical 

ancestor can accumulate SNPs and lead to different lineages within the same ST. 

Within-ST SNP variation in E. coli has been observed in human and environmental 

studies previously (Sonda et al., 2018, Vingino et al., 2021, Hazen et al., 2023) 

and variation within STs found within the same samples has also been observed in 

non-typhoidal Salmonella, Yersinia enterocolitica, and Pseudomonas aeruginosa 

from retail foods in the UK (Bloomfield et al., 2023a, Palau et al., 2024, Bloomfield 

et al., 2024). As within-sample within-ST SNP variation is evident for the top three 

most abundant STs, it is likely that there are other STs in this collection that will 

differ by greater than five SNPs. 

The food commodities in this study have different growth and rearing timelines. 

According to the Department of Environment, Food and Rural Affairs, the age of 

slaughter for indoor-system chickens is roughly 35 days (Royal Society for the 
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Prevention of Cruelty to Animals, 2022); extensive-indoor or barn-reared chickens 

is a minimum of 56 days or a minimum of 81 days for free-range chickens 

(Department for Environment Food and Rural Affairs, 2024). Pigs take longer to 

rear than chickens and are slaughtered when they reach market body weight, 

which is around 175 days (López-Vergé et al., 2018). According to the 

Commonwealth Scientific and Industrial Research Organisation (CSIRO), farmed 

prawns are harvested around five to seven months of growth (Commonwealth 

Scientific and Industrial Research Organisation, 2019), while leafy greens (Jasper 

et al., 2021) are estimated to have individual growing timelines. Food 

manufacturing processes vary between commodities and also depend on the cuts 

of meat/end product, but for all commodities, these individual processes take less 

than a day (GOV UK, 2009, British Meat Processors Association, 2022, Leschen, 

2005, Jasper et al., 2021). From packaging to distribution, the Food Standards 

Agencyôs Advisory Committee on the Microbiological Safety of Food state that 

vacuum packed foods should have a shelf life of ten days (Advisory Committee on 

the Microbiological Safety of Food, 2020). E. coli ST131 was estimated to 

accumulate around 6.50 x 10-7 substitutions per site per year, which equates to 2.7 

SNPs per year per genome (White et al., 2024) The SNP differences observed 

within this dataset suggests they could not accumulate this difference in this time. 

The presence of diverse E. coli may occur from multiple cross-contamination 

points throughout the food processing chain, for example conveyor belts and 

weighing units for leafy greens (Holvoet et al., 2012), or machinery and equipment 

in meat processing facilities (Zwirzitz et al., 2020). Additionally, a single cross-

contamination event from the food manufacturing process could introduce multiple 

lineages of E. coli. For example, a study in Japan identified different STs 

contaminating the same location in a food factory (Nakamura et al., 2021). 

Microbial contamination can occur at any point along the food chain, including at 

production, processing or during food retail and distribution; as the sampling for 

this study was only performed at retail level, there is not enough information to 

determine when the retail foods were contaminated and by which source (Rouger 

et al., 2017, Ludden et al., 2019). Initial contamination may have also occurred 

from the original animal host, contaminating the food processing chain and leading 

to the variety of STs observed contaminating the end product. This has been 



ΝΞΥ 
 

observed for E. coli O157, where E. coli from the slaughtered cattle survived the 

food processing chain and led to an outbreak (Wilson et al., 2018). Leafy 

vegetables have an alternative initial contamination pathway, where soil and 

manure could be the source of the contamination (Islam et al., 2004). 

However, this approach comparing genomes to a reference and comparing SNP 

differences has limitations. This is a stringent reference-based approach that will 

likely underestimate the number of SNPs between genomes. As genomes classed 

as the same ST are not necessarily clonal and can be comprised of different 

lineages that have diverged from a theoretical ancestor, using one reference is 

likely to introduce some bias due to the genetic variability within STs (Decano and 

Downing, 2019). However, it is still a useful estimation for observing low and high 

SNP differences in E. coli and demonstrates an even higher level of potential 

contamination and risk.  

4.5.4 No diarrheagenic E. coli were found, but presumptive ExPEC were 

identified 

Within this dataset, there is likely a low risk of consumers being exposed to 

diarrheagenic E. coli as no stx1, stx2, eae, bfp, let, estA/estB, nor the Afa/Dr family 

virulence genes were present. However, defining diarrheagenic E. coli based on 

virulence genes is challenging as clinical presentation of these infections can vary, 

which is evident by asymptomatic hosts that can harbour diarrheagenic E. coli with 

virulence genes associated with pathogenicity (Jesser et al., 2023). Further 

complications for defining diarrheagenic E. coli arise because of the presence of 

pathotype hybrids (Kislichkina et al., 2022). An example of which had both the 

aggregative adhesive phenotype and virulence genes indicative of 

enteroaggregative E. coli, as well as the genes indicative of Shiga-toxin-producing 

E. coli (Bielaszewska et al., 2011).  

A set virulence gene scheme by Johnson et al., (Johnson et al., 2003) defined 26 

genomes in this dataset as presumptive ExPEC. Contaminated retail foods have 

been suggested to be a reservoir for ExPEC (Yamaji et al., 2018), but it is unlikely 

to be a frequent direct transmission route (Day et al., 2019). Additionally, the 

absence of detectable putative ExPEC on leafy greens, salmon and prawns does 

not exclude them as potential vehicles for pathogenic lineages; leafy greens can 
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be a vehicle for pathogenic E. coli (Mikhail et al., 2018), and may present a 

potentially greater risk than the other food commodities as leafy greens are 

typically eaten raw.  

4.5.5 E. coli contaminating food can have different AMR profiles 

This study identified AMR determinants that could potentially confer antimicrobial 

resistance to seven critically important clinical antimicrobials (World Health 

Organization, 2019, Catalano et al., 2022), revealing E. coli positive samples with 

beta-lactam resistance genes (36.2%) and aminoglycoside resistance genes 

(35.2%) present. Extended spectrum beta-lactamase producing E. coli have been 

commonly reported in retail foods and have been suggested that E. coli in general 

are reservoirs for ESBL dissemination (Day et al., 2019). Colistin resistance genes 

(mcr-1) were also found in two genomes, which is concerning as this is a last-

resort treatment for multi-drug resistant Gram-negative pathogens that can 

potentially be shared with other bacteria (Mohapatra et al., 2021). This risk is also 

elevated by potential MDR E. coli, which were identified in 33.4% of samples 

within this dataset. AMR genes can be mobile and have been shown to spread 

between different E. coli phylogroups, and across species to Salmonella 

Typhimurium in vitro and within in vivo mice models (Benz et al., 2021). The 

potential spread of these genes to other bacteria and other colonising E. coli on 

food means the threat is not limited to just which E. coli can successfully colonise 

and cause disease, but also the E. coli that harbour mobile genes of interest. 

Previous work investigating microbial communities estimated that retail foods can 

be contaminated with varying concentrations of AMR (Bloomfield et al., 2023b). 

This is important as in vitro gut model studies have identified that consumption of 

high bacterial loads with AMR genes can survive the digestive process and 

multiply (Buberg et al., 2023), as well as spread AMR determinants (Lambrecht et 

al., 2019). Although the bacterial load on retail foods will likely be less than the in 

vitro studies overall, and certain foods like raw meats and seafood will be cooked 

which will reduce overall bacterial load and AMR exposure. This risk is also food 

commodity dependent, as leafy greens may not be cooked before eating and will 

therefore pose a different overall health risk. 
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Multiple AMR profiles within a sample highlight the need to take multiple isolates 

as one isolate from each sample underestimates the risk to the consumer. 

Potential multidrug resistant E. coli was identified in 33.4% of the E. coli positive 

samples collected, of which chicken samples had the highest proportion of 

samples containing potentially MDR E. coli across the five commodities. Raw 

chicken meat are a potential reservoir for MDR E. coli and according to the FSA, 

poultry, specifically chicken and turkey, were the first priority for AMR surveillance 

in 2023 (Nicholls et al., 2023). Our study highlights that MDR E. coli can 

contaminate all these food commodities, which may have been excluded if there 

was a selection criterion for a specific resistance to an antibiotic drug class. It 

should be noted that the presence of these genes do not mean they will be 

phenotypically expressed ï for example the presence of tet(A) and tet(B) genes 

had poor agreement with actual display of tetracycline resistance from E. coli 

isolates in clinical settings (Hussain et al., 2014). Although phenotypes are 

required to confirm expression of AMR and MDR, genotypic data remains a useful 

indicator of AMR genes exposed to the consumer, which can help inform public 

health officials with proactively reducing AMR on food. 

The co-occurrence of the IncFIB plasmid replicons with AMR determinants 

warrants further investigation into whether plasmids carrying AMR determinants 

are present within the E. coli in this dataset. The predominance of IncFIB replicons 

within E. coli isolated from chicken samples aligns with previous work which 

identified IncFIB as the predominant plasmid replicon in E. coli from poultry and 

retail poultry meat (Johnson Timothy et al., 2007). IncF plasmids are the most 

abundant amongst E. coli and are known to be linked with ɓ-lactamases, tet 

and sul genes. As there is a metabolic cost associated with plasmid maintenance, 

the predominance in the poultry commodity suggests that there may be sufficient 

positive selection pressures to maintain the plasmids. This highlights retail chicken 

meats as an important route of E. coli dissemination mobile genetic elements with 

IncFIB and AMR determinants (Pitout and Chen, 2023). 
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4.5.6 E. coli genomes from different commodities are intermixed across the 

phylogeny, with limited exceptions 

Broadly across the phylogeny, the E. coli genomes from different food 

commodities are intermixed, with some exceptions. The ST117 and ST5474 

clades were chosen due to the enrichment of E. coli from the chicken and salmon 

food commodities within the phylogeny. The enrichment of these specific E. coli 

was investigated to determine whether or not there was a link with population 

structure. Phylogroup G was identified to have E. coli genomes from primarily 

chicken meat cluster together. The majority of E. coli were classified as ST117, 

which is a globally distributed potential ExPEC lineage associated with poultry and 

has been highlighted to consistently contaminate chicken meats (Xia et al., 2022, 

Ronco et al., 2017). The variability of AMR determinants within these ST117 

genomes in this study and their potential as putative ExPEC highlights these E. 

coli genomes as clones of concern, especially when exposed to a consumer.  

A salmon specific clade in phylogroup B1 was also identified on the phylogeny but 

did not contain any AMR determinants. The presence of E. coli on farmed fish is 

suggested to be influenced by the environmental factors like water temperature 

and pH (El Badawy et al., 2025) and for wild caught fish, the fishing vessel can be 

another point of contamination introducing different lineages of E. coli (Rosen and 

Levin, 1970). This clade was comprised of ST5474 and limited research has 

identified this ST on hospital flies (Heiden et al., 2020) and in diarrheal stool 

samples (Begum Yasmin et al., 2018). There may be clinical implications of this 

ST, but it is unknown if this lineage will pose a health threat to consumers. 

Whilst the E. coli genomes were broadly assigned to expected phylogroups, the 

phylogeny showed some interspersion of genomes from different phylogroups 

within neighbouring clades. This interspersion may reflect methodological 

limitations rather than true phylogenetic signal. The phylogroup typing software 

relies on four genes and is sensitive to assembly fragmentation which can 

therefore affect the phylogroup assignment (Beghain et al., 2018). This may result 

in E. coli genomes being classified as an inconsistent phylogroup within a clade 

within the phylogeny. Alternatively, this may also be due to interference by mobile 
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genetic elements, as horizontal transfer events have previously been argued to 

affect phylogroup assignment (Beghain et al., 2018).   

4.5.7 The culturing process may limit growth of all types of E. coli 

This study focused on culturing the general population of E. coli without a strict 

focus on pathogenic and antimicrobial resistant lineages. The culturing process 

used in this study is standard for culturing E. coli on meats, but the initial 42-

degree incubation temperature could potentially select for certain E. coli lineages 

that can tolerate this temperature. For example, similar methodologies using the 

ISO 16649-1:2018(en) method to enumerate beta-glucuronidase-positive E. coli 

actively selects against pathogenic E. coli O157:H- types and other pathogenic 

lineages at 44 degrees (International Organization for Standardization, 2015). 

Naturalised E. coli from the environment have been grown at lower 30ï37-degree 

temperatures in previous surveys (Devane, 2019, Moinet et al., 2021, Ishii et al., 

2006), but have not determined the heat tolerances of these lineages. Regardless, 

previous work indicates this approach is useful for investigating faecal coliforms, 

which grow well at 44.5 degrees (Korajkic and Harwood, 2016), meaning E. coli 

from non-environmental host sources contaminating these foods are likely to thrive 

from this methodology.  

4.6 Conclusions 

The variation in virulence and AMR genes in combination with the range of diverse 

lineages on the phylogenetic tree suggests that consumers are potentially 

exposed to a variety of E. coli lineages with different levels of risk. Despite defined 

satisfactory CFU and MPN levels on food (UK Health Security Agency, 2023a), the 

number of cells required to cause infection is relative to the lineage of E. coli 

(Kothary and Babu, 2001). To develop the current safety policies, WGS multi-

isolate approach for surveillance is needed to monitor public health risks. Further 

work needs to assess contamination at the retail level across an international 

scale and across multiple time points as food importation and globalisation occur. 

A One Health approach that considers animals, the food processing environment 

and humans that interacts within these environments, is essential for 

understanding the diversity of E. coli contamination. 
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To our knowledge, this is the most comprehensive multi-isolate WGS study of E. 

coli contamination on retail foods. This chapter found that there are a diverse 

population of E. coli contaminating samples that are not revealed with current 

enumeration methods. This provides an incomplete assessment of risk. WGS 

multi-isolate approaches are therefore necessary to identify AMR and health risks 

contaminating retail foods. 

As this chapter indicates, the contamination observed on food is comprised of a 

heterogeneous population of E. coli which is likely an indicator of multiple 

contamination points or the introduction of multiple E. coli lineages at one point. 

Due to the nature of this dataset, it is not possible to definitively say the original 

host of the E. coli, when they were contaminated and how they have adapted to 

survive and thrive on retail foods. As this environment presents with too many 

external factors which may influence the population, the next chapter will focus on 

E. coli directly isolated from hosts.  
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Chapter 5: Evaluating inter-species E. coli co-

occurrence within humans and companion 

dogs cohabiting in dog-owning households 
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Publication: This chapter is being prepared for publication under the title ñWhole 

genome comparative analysis shows limited Escherichia coli co-occurrence within 

co-habiting humans and dogsò for BMC Genomics.
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5.1 Introduction: 

E. coli is a common gut coloniser and the human gut has been suggested to 

harbour a mixture of different types of residential and transient E. coli (Foster-

Nyarko and Pallen, 2022, Sears et al., 1950). One route of exposure may be from 

the environment, such as food as discussed in chapter 4. However, humans can 

also be exposed to E. coli from sources like companion animals, which may 

harbour E. coli and can then be shared through close contact (Muloi et al., 2022). 

This may also be true for the reverse, as there is potential for human-associated 

E. coli lineages to appear in companion animals (Pomba et al., 2009, Ewers et al., 

2010). 

The most popular companion animal in the UK was the domesticated dog 

(Anderson et al., 2023), Canis lupus familiaris. In the UK there is estimated to be 

13.5 million dogs kept as pets, with 36% of households having a dog (UK Pet 

Food, 2024). The proximity within households and repeated contact may promote 

E. coli sharing and long-term colonisation as indicated by macro-restriction PFGE 

analysis (Johnson et al., 2008, Johnson and Clabots, 2006).  

Humans and companion dogs can be asymptomatic carriers of similar E. coli as 

determined by identical macro-restriction PFGE results, AMR phenotypes and 

genotypes (Naziri et al., 2016, Stenske et al., 2009). Higher resolution WGS 

studies have further identified similar E. coli present in humans and companion 

dogs with AMR genes of concern like extended-spectrum beta-lactamase genes 

(Menezes et al., 2023, Menezes et al., 2022, van den Bunt et al., 2020, Cozma et 

al., 2022). MLST and phylogeographic investigative approaches have also inferred 

transmission between human and canine hosts (Naziri et al., 2022, Johnson et al., 

2022).  

Identification of bacterial transmission (indicating direction) and the lesser used 

term sharing (unknown directionality) between hosts requires longitudinal data and 

thorough epidemiological data. For cross-sectional studies, potential transmission 

or sharing cannot be definitively determined, but previous work using macro-

restriction PFGE identified co-occurrence between humans and dogs (Harada et 

al., 2012, Stenske et al., 2009, Naziri et al., 2016). 
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Lower resolution macro-restriction PFGE approaches have identified genetically 

similar E. coli between humans and dogs within households, but these methods 

are not as discriminatory as WGS. Whilst studies have utilised WGS to investigate 

E. coli co-carriage in humans and dogs, there has been a focus on selecting for 

AMR phenotypes (Menezes et al., 2023, van den Bunt et al., 2020, Cozma et al., 

2022). This selective approach limits the observations on E. coli diversity and 

possible co-occurrence between hosts. Additionally, WGS can help assess the risk 

of both humans and companion animals as a source of E. coli with AMR. 

5.2 Aims and objectives 

The objectives for this chapter were to: 

i) Investigate if putative clonal E. coli co-occur within different hosts in this 

dataset. 

ii) Use comparative genomics to identify similarities and differences within E. 

coli isolated from different hosts. 

iii) Identify AMR determinants and extra-intestinal pathogenic status indicating 

virulence factors within the dataset. 

iv) Assess the risk to humans and dogs from potential sharing of E. coli 
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5.3 Materials and methods 

5.3.1 Human and companion dog study population 

Faecal samples were collected following signed, informed consent prior to 

enrolment as part of a previous longitudinal study at the Royal Veterinary College 

(RVC), Hertfordshire, UK in collaboration with the Centre for Interdisciplinary 

Research in Animal Health, Faculty of Veterinary Medicine, University of Lisbon, 

Lisbon, Portugal (Menezes et al., 2023). Ethical approval was obtained from the 

RVCôs Clinical Research Ethical Review Board (CRERB; URN 2017 1750-3). 

This previous longitudinal study included UK households with at least one human 

and at least one companion dog living in close contact using convenience 

sampling. All human participants consented to the main goals of the study. An 

epidemiological questionnaire was completed by human members of each 

household (Menezes et al., 2023). Companion animalsô health was evaluated by 

veterinary professionals supplemented by behavioural data provided by the owner 

(Menezes et al., 2023). 

5.3.2 Sample collection and processing 

Human and animal faecal samples were collected by owners using instructions 

provided by the RVC. Human faeces were collected in sterile óFeColô collection 

papers (Alpha Laboratories Ltd, UK), transferred into sterile plastic containers, or 

directly into sterile plastic containers. Partial dog faeces that did not touch the 

ground were transferred into sterile plastic containers. An aliquot of each faecal 

sample was stored in 0.9% NaCl (Merck, Germany) and 50% glycerol (Sigma-

Aldrich, USA) in the RVC biobank at -70/-80 ÁC. 

Prior to growth, faecal samples were defrosted and homogenised. Samples were 

enriched in a 1:1 ratio of buffered peptone water (Biokar Diagnostics, France) and 

incubated at 37 ÁC for 18Ñ4 h. All subsequent incubations were performed at 37 ÁC 

for 18Ñ4 h. A 1:10 serial dilution was performed using 0.9% saline and 100ɛl of 

each dilution was plated on Tryptone Bile X-Glucuronide (TBX) agar (Oxoid, 

Basingstoke, UK) and incubated.  
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Up to eight colonies with different morphologies from each TBX plate were taken. 

The typical E. coli morphology is a clear circular convex blue/green coloured 

colony. Morphologies that consistently exhibited other characteristics: a less 

vibrant, but still blue/green sheen; or a more mucoid colony with a blue/green 

sheen; or a non-circular colony with a blue/green sheen were also chosen.  

The presumptive E. coli colonies on a plate were streaked onto 5% sheepôs blood 

agar (Thermo Fisher Scientific, Basingstoke, UK) and incubated. Colonies were 

biochemically confirmed as presumptive E. coli using a negative Simmon's citrate 

agar (Sigma-Aldrich, Haverhill, UK) and positive Kovacs indole spot reagent test 

(Fisher Scientific, Loughborough, UK). Biochemically confirmed colonies were 

streaked onto Mueller-Hinton agar and incubated, stored on Amies transport 

swabs (Scientific Laboratory Supplies, Nottingham, UK) and transported to 

Quadram Institute Bioscience. There, each colony was subcultured onto tryptic soy 

agar (Trafalgar Scientific Ltd., Leicester, UK) and were stored at ī70 ÁC in 1 mL of 

Brucella broth +17.5% glycerol (Thermo Fisher Diagnostics, Rochford, UK). 

A household would be termed ñcompleteò and used for this study according to the 

following inclusion criteria:  

a) There was at least one healthy human and at least one healthy dog 

cohabiting.  

b) Faecal samples were available from the same timepoint from both 

humans and dogs within the same household. 

c) There was at least one E. coli isolated from one healthy human and one 

healthy dog in a household.  

Only E. coli from complete households were used for downstream analysis. 

Metadata for all E. coli-positive hosts from complete households were obtained 

and used for this study. 

5.3.3 Whole genome sequencing, quality control and assembly 

Illumina short read whole genome sequencing and library preparation were 

previously described in Section 2.3. Post whole genome sequencing, isolated E. 

coli colonies are referred to as genomes. Genomic analyses were performed on 

the High-Performance Computing (HPC) cluster at the Norwich Biosciences 
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Institutes on a Quadram Institute Bioscience QIB-CLOUD Virtual Machine. Quality 

control metrics are described in chapter 2. 

5.3.4 E. coli phylogroup, sequence typing, and phylogenetic analysis 

E. coli genome assemblies were classified into phylogroups and sequence types 

(STs) as stated in Section 2.4.2. Unclassified STs were further characterised into 

matching novel STs by identifying unique combinations of adk, fumC, gyrB, icd, 

mdh, purA, and recA profiles provided by the MLST output (Appendix 3). 

Serogroups were determined using ECtyper 2.0.0 using default parameters on 

assemblies (Bessonov et al., 2021). 

As outlined in chapter 3, Phylonium v.1.6 (Klotzl and Haubold, 2020) with default 

settings was used to estimate the phylogenetic distances between the E. coli 

assemblies. A dendrogram was estimated using rapidNJ v.2.3.2 (Simonsen et al., 

2008) and was visualised using R v.4.1.3 (R Core Team, 2022). 

5.3.5 Antimicrobial resistance determinants and virulence genes 

The presence of AMR genes, plasmid replicons and virulence genes were 

determined using ARIBA v.2.14.6 (Hunt et al., 2017) with default settings on the 

trimmed reads. The Resfinder (Bortolaia et al., 2020), PlasmidFinder (Carattoli and 

Hasman, 2020), and VFDB (virulence factor database) core (Liu et al., 2021) 

databases were downloaded in May 2023. Known point mutations associated with 

AMR were identified using PointFinder (python script downloaded in October 

2024) (https://github.com/guthrielab/pointfinder) (Zankari et al., 2017). 

AMR genes and point mutations are collectively termed AMR determinants. The 

AMR determinants were categorised into their antimicrobial classes using the 

Comprehensive Antibiotic Resistance Database (CARD) (McArthur et al., 2013). 

The AMR determinants were classified by differing priority levels according to the 

World Health Organization scheme (World Health Organization, 2024). The criteria 

to classify the E. coli as potential multidrug-resistance (MDR) in this study is stated 

in Section 2.4.3. 

E. coli genomes classified as the same ST with the same AMR determinant 

combination (termed AMR genotypes) from each host were termed ñreplicatesò. To 

identify total counts of AMR determinants, replicates were removed. A Wilcoxon 

https://github.com/guthrielab/pointfinder
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Rank Sum Test was used to investigate if the number of unique AMR determinants 

in E. coli differed between host species. 

E. coli isolates were characterised as extraintestinal pathogenic (ExPEC) 

according to the requirements stated in Section 2.4.3. 

5.3.6 Pairwise SNP analysis  

E. coli STs of interest for pairwise SNP analysis were selected for a reference-

based approach via two ways: 

a) Genomes classified as the same ST that were present in both humans and 

dogs in this dataset were selected. 

b) A core gene alignment was created using Roary v. 3.12.0 (Page et al., 2015), 

where core genes were defined as genes present in 95% of genomes with the 

minimum percent identity to cluster homologous genes set to 90%. The pairwise 

SNP differences were calculated using SNPdist v.0.7 

(https://github.com/tseemann/snp-dists). Genomes that were identified as: a) The 

same ST; b) less than five SNPs different using this core gene alignment SNP 

approach; and c) present in different hosts were selected. 

E. coli genomes from the highlighted STs by these two approaches were grouped 

into their respective ST classifications. A reference genome for each ST was 

chosen using Referenceseeker v. 1.8.0 (Schwengers et al., 2020) and the bacteria 

RefSeq database (downloaded January 2024) (O'Leary et al., 2016). The 

reference that was chosen for each ST was defined as:  

a) present as a possible reference for the majority of the genomes within that ST 

b) the highest average nucleotide identity 

c) lowest average MASH distance.  

Reads from each ST of interest were aligned to their respective reference genome 

using Snippy v. 4.6.0 (Seemann, 2015) (Table 5.1). Gubbins v. 3.2.0 (Croucher et 

al., 2014) was used to remove SNPs attributed to putative recombination from the 

alignments. The pairwise SNP differences were calculated using snp-dists v.0.7 

(Seemann et al., 2021). 

https://github.com/tseemann/snp-dists
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Table 5.1: Reference sequence type used to determine pairwise SNP 

Sequence type Genbank Accession assembly ID 

ST10 GCF_900636145.1 

ST101 GCF_001900815.1 

ST1079 GCF_000468515.1 

ST1193 GCF_019443685.1 

ST12 GCF_010706435.1 

ST131 GCF_026651285.1 

ST141 GCF_016889685.1 

ST164 GCF_020683245.1 

ST1800 GCF_020683145.1 

ST2163 GCF_904842665.1 

ST372 GCF_023658365.1 

 

The threshold to determine the closely related STs within the same sample was 

five SNPs, as this is the UKHSA threshold for an outbreak of Shiga toxin producing 

E. coli O157 (Mikhail et al., 2018). Genomes with Ò five SNPs that had the same 

combination of AMR determinants were defined as putative clones and the 

presence of putative E. coli clones within different hosts is defined as a co-

occurrence. 

Genomes that were the same ST, had the same combination of antimicrobial 

resistance determinants, and were Ò five pairwise non-recombinant SNPs different 

were labelled as identical. A single representative of each identical group was 

chosen to represent a putative clonal E. coli pair. 

FimH alleles were determined using Fimtyper v.1.0 under the Center for Genomic 

Epidemiology (CGE) server (Center for Genomic Epidemiology; accessed 

25/06/2025) (Roer et al., 2017). 

5.3.7 Genome wide association analysis 

The genome wide association analyses (GWAS) were performed using a unitig 

and gene presence-absence approach to identify genes associated with host 

https://www.genomicepidemiology.org/services/
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using Pyseer v. 1.3.10 (Lees et al., 2018a). The GWAS was performed on this 

dataset using two approaches: 

1) Unitig approach 

Unitigs were called from assemblies using unitig-caller v.1.3.0 (Holley and Melsted, 

2019). Unitigs associated with the host phenotype (Human or Dog) were identified 

using a linear mixed model (LMM) approach. The ïlmm mode was used with the ï

distances parameter and a distance matrix estimated by Phylonium v.1.6 to correct 

for population structure. A covariate matrix consisting of household information 

was used as input for the ïcovariates parameter and accounted for household as 

a potential confounding factor.  

2) Gene presence and absence approach 

Roary v. 3.12.0 (Page et al., 2015) was used to form a gene presence-absence 

matrix using previously stated parameters. For each gene in the accessory 

genome, a logistic regression model was used to investigate associations between 

their presence and host (Human or Dog) using the -lmm approach. To correct for 

population structure, patristic distances were extracted using the Pyseer v.1.3.10 

phylogeny_distance.py script; the distance matrix was used as input for the ï

distances parameter. The maximum number of dimensions was calculated using 

the Pyseer v.1.3.10 scree_plot_pyseer command, and the number of dimensions 

was selected as three using the ïmax-dimensions parameter according to 

developer recommendations. A covariate matrix consisting of household 

information was used as input for the ïcovariates parameter.  

The threshold for significantly associated unitigs and genes was determined for 

both approaches. The Pyseer ïoutput-patterns parameter was used to generate 

separate files with hashes corresponding to the unique presence and absence 

pattern of each unitig and each gene. Using the Pyseer v.1.3.10 count_patterns.py 

script, the number of unique patterns was calculated for both approaches. A 

Bonferroni correction was applied to determine the significance threshold for both 

unitigs and genes, which was calculated separately for the two approaches by 

dividing 0.05 by the respective total number of unique patterns. Unitigs and genes 

are considered significantly associated if their respective p-values are lower than 

the respective Bonferroni-corrected significance threshold. 
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To assess the confidence in the GWAS results a permutation test was used. Both 

the unitig and the gene presence and absence approach were applied to the same 

10 datasets where the host phenotype (human and dog) associated with each 

genome was randomly shuffled. The host phenotype associated with each 

genome was randomised with replacement using the ñshufò command in Linux and 

the number of genomes was kept consistent. The randomised datasets were 

analysed using the same parameters as the original analysis. 

The candidate hypothetical proteins classified as significantly associated using 

both approaches were queried against the NCBI nr database [date accessed: 

19/09/2024] using BLASTP v.2.16.1+ (Altschul et al., 1997) with default 

parameters.  

5.3.8 Putative plasmid contigs 

Putative plasmid contigs were predicted using RFplasmid v.1.0 using the E. coli 

species model. Contigs with a plasmid vote Ó 0.6 were extracted from assemblies. 

AMR genes found on these putative plasmid contigs were identified using Abricate 

v.0.7 using default settings with the Resfinder database using the July 16th 2018 

database. 
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5.4 Results 

From the initial 56 households, 10 households were excluded as the dogs were 

not healthy. Additionally, two households only had faecal samples from one host 

species and were therefore not analysed. A total of 44 UK households with at least 

one human and at least one companion dog living in close contact were selected 

for this study.  

In total, 24 households were termed ñcompleteò and had at least one human (n = 

31) and at least one dog (n = 27) where at least one E. coli colony was recovered 

(Figure 5.1). Only E. coli from complete households were used for further analysis. 

All households had completed human and dog behavioural data, however one dog 

had no case enrolment data. All human and dog samples were taken from the first 

timepoint (T1/T0), except for household 11 and 12 where only samples from 

timepoint 3 from both human and dog were available. E. coli was recovered from 

58/92 (63.0%) of all samples. E. coli was culturable from 43/54 (79.6%) human 

samples and 31/48 (64.6%) of dog samples. Only E. coli from complete 

households were used for downstream analysis. 
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Figure 5.1: E. coli recovery from faecal samples from 44 dog-owning households, separated by absence, partial 
presence and complete households, where at least one human and one dog had E. coli recovered from their previously 
collected faecal samples. Households are denoted by dotted lines, and hosts with E. coli positive faecal samples are 
represented by the presence of colour. 
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5.4.1 Metadata analysis 

All humans from complete households were at least 18 years old, with 67.7% (n = 

21) above 40 years old. All companion dogs from complete households had 

metadata and signalment except for one dog which had no age, weight and sex 

data available. The dog ages ranged from eight months to 15 years and nine 

months (median = seven years and nine months). Approximate weights ranged 

from 5kg to 35kg (median = 14.5kg), 50.0% (n = 13) were male, 50.0% (n = 13) 

were female. 

Only three companion dogs were documented to have been given antibiotics in 

the last 12 months, and none used antibiotics in the last three months. Additionally, 

four companion dogs were hospitalised or had surgery in the last 12 months. All 

dogs from complete households had access to inside the home, and all dogs ate 

commercial foods, each uniquely supplemented with treats, table scraps, home-

made meals, and raw meat treats. In this dataset, five households did not have E. 

coli present in either humans, or companion dogs. Another 15 households had E. 

coli present in only one host species. 

 

5.4.2 Phylogroups and STs 

In total, 217 E. coli genomes were included in this study and were classified into 

four predominant phylogroups - B2 (37.8%), B1 (23.5%), A (18.4%), and D 

(14.3%) (Figure 5.2; Appendix 7). Phylogroup F, cryptic clade III and cryptic clade 

V were also identified in this dataset. The four predominant phylogroups contained 

E. coli genomes from both host species. This dataset was classified into 53 known 

STs and one novel ST (Appendix 7, 3), the most common classification being 

ST131 (10.6%, n genomes = 23). Individual hosts (n humans = 12; n dogs = 12) 

harboured multiple different STs. A maximum of four STs were recovered from 

individual humans, whereas a maximum of three STs were recovered from 

individual dogs (Table 5.2). Within this study, nine STs were found from both 

humans and dogs ï ST2163, ST101, ST12, ST10, ST372, ST1079, ST131, 

ST1800, and ST164 (Figure 5.3). 
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Figure 5.2: Phylonium midpoint rooted phylogenetic tree of the collection of 
217 E. coli genomes isolated from humans and their companion dogs from 
24 households, with a tree scale estimating 0.003 nucleotide substitutions 
per site. The host species (left column), phylogroup (middle column) and 
household (right column). 
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Table 5.2: Unique E. coli sequence types (STs) identified in faecal samples 

from humans and their companion dogs from 24 households. 

Household Host Number of isolates taken Unique ST 

HH 001 

D1 4 961 

H1 4 8125 

 

HH 003 

D1 4 1442, 978 

H1 5 69 

H2 4 3759 

HH 006 

 

D1 4 3576 

H1 4 141 

H2 4 141, 635 

HH 007 

D1 5 642, Novel6 

H1 4 141 

HH 009 

D1 4 8573, 720 

H1 4 38 

HH 010 

D1 3 2163 

H1 4 59, 4429 

H2 1 362 

HH 011 

D1 1 101 

H1 4 906, 1079 

HH 012 

D1 4 2538, 589, 5254 

H1 4 710 

HH 013 

D1 6 399, 7075 

H1 6 95 
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Table 5.2: Unique E. coli sequence types (STs) identified in faecal samples 

from humans and their companion dogs from 24 households. 

Household Host Number of isolates taken Unique ST 

HH 016 

D1 4 12 

H1 4 9265 

H2 5 12, 73 

HH 023 

D1 1 6164 

H1 3 10, 372 

HH 026 

D1 3 101, 349 

H1 6 131 

HH 030 

D1 3 7345, 7347 

H1 2 372, 404 

HH 031 

D1 4 10 

H1 5 5295 

HH 033 

D1 3 12 

H1 4 5345, 95 

HH 038 

D1 4 106 

D2 4 2559, 101 

H1 4 10, 70 

HH 044 

D1 4 372, 1079 

D2 4 10 

D3 4 1079, 164 

H1 5 
542, 131, 164, 2

163 

HH 045 D1 4 7236 
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Table 5.2: Unique E. coli sequence types (STs) identified in faecal samples 

from humans and their companion dogs from 24 households. 

Household Host Number of isolates taken Unique ST 

H1 4 131 

H3 2 101, 1800 

HH 046 

D1 4 942, 131 

H1 4 34 

H2 2 69 

HH 047 

D1 4 101 

H1 3 131 

HH 048 

 

D1 2 131 

H1 2 1193, 131 

H2 4 1193 

HH 049 

 

D1 3 1800 

H1 4 73 

HH 053 

 

D1 4 5415 

H1 4 58 

 

HH 056 

 

D1 4 131, 372 

H1 4 131, 963 
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Figure 5.3: Venn diagram of all multilocus sequence types from the 217 E. 
coli genomes isolated humans and their companion dogs from 24 
households, separated by host species. 

 

5.4.3 Genome wide association study 

The Bonferroni-corrected significance threshold for unitigs was 7.45 x 10-8. Unitig 

GWAS analysis identified 142 unitigs associated with host species. These unitigs 

mapped to 45 genes and contig IDs. In this analysis, 12 contig IDs associated with 

humans and 14 contig IDs associated with dogs did not directly map to an 

annotated gene (Appendix 8).  

The Bonferroni-corrected significance threshold for the gene presence and 

absence approach was 7.53 x 10-6. The gene presence and absence approach 

identified 46 clusters of orthologous genes associated with human hosts and 68 

associated with dog hosts (Appendix 9). 

Using results from both the gene presence and absence approach and the unitig 

approach, one gene was identified as significantly associated with humans using 

both methods. The human associated gene was a hypothetical protein, which was 

identified as the gene ID EC23D1-016-1_04329|TraQ and mapped onto the 

hypothetical protein group 4813 (Figure 5.4). The datasets where the host 
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phenotype (human vs dog) associated with each genome were randomised had 

no significantly associated unitigs or genes. 

 

 

Figure 5.4: The genome wide association showing genes and hypothetical 
genes that unitigs associated with host species mapped to. The X axis 
indicates the average effect size (beta) value, where a higher beta value 
indicates an association to humans, and a lower beta value indicates an 
association to dogs. The size of the bubble indicates the number of 
significant unitigs (labelled k-mers) mapping onto the gene. Genes that are 
significantly associated with a host using both the unitig and pangenome 
COG presence and absence approach are coloured green. 

 

BLASTn analysis identified a 100% query cover and 100% percent identity (E 

value = 1e-130) similarity with a type-F conjugative transfer system pilin assembly 
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thiol-disulphide isomerase gene (TrbB) (accession number: WP_000059831.1). 

The human associated hypothetical protein was found in 47 E. coli genomes from 

humans (n genomes = 41; n samples = 13) and dogs (n genomes = 6; n samples 

= 5). E. coli genomes with the group 4813 gene were found in phylogroups A, B2 

and D (figure 5.5). 

 

Figure 5.5: Phylonium midpoint rooted phylogenetic tree of the collection of 
217 E. coli genomes isolated humans and their companion dogs from 24 
households, with a tree scale estimating 0.003 nucleotide substitutions per 
site. The host species (left column), phylogroup (right column) are labelled. 
Genomes with the human associated hypothetical protein encoding gene, 
group 4813, are identified by red dots at the end of the tree tips. 

 

5.4.4 Antimicrobial resistance determinants and putative ExPEC 

In this chapter, 48.8% of the 217 E. coli genomes (n genomes = 106) contained at 

least one AMR determinant (Appendix 5, 6, 10). Six samples contained genomes 
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that belonged to the same ST but had different AMR genotypes. A maximum of 

three unique AMR genotypes were identified in one human sample that had four 

ST710 E. coli. A maximum of two unique AMR genotypes were identified in E. coli 

from two dog samples where more than one genome was classified as the same 

ST (Table 5.3).  

Four samples contained E. coli genomes assigned to the same ST with differing 

AMR genotypes, but identical plasmid replicon profiles. EC23H1-013 (ST95) had 

two AMR genotypes, but four different combinations of plasmid replicons (Table 

5.3). Sample EC23H2-006 (ST141) had a genome had no AMR determinants 

detected and another genome with blaTEM-1B, tet(B), and four extra plasmid 

replicons relative to the other ST141 genome (Table 5.3). 

 

Table 5.3: Table of samples displaying E. coli from the same sample 

classified as the same ST with different AMR genotypes and plasmid 

replicons. 

Sample ST AMR genotype Plasmid replicons 

EC23D1-031 ST10 

No AMR determinants 

ColRNAI, IncFIB_AP001918, 
IncFII_pHN7A8 23S r.2032T>C 

EC23D1-033 ST12 

gyrA p.D87G 
No plasmid replicons 

detected No AMR determinants 

EC23H1-012 ST710 

aadA1, aadA2, aph_3_

___Ib, aph_6__Id, blaT

EM_1B, cmlA1, dfrA12

, floR, sul2, sul3, tet_A IncFIB_K, IncFII_pCoo, 
IncI1_I_Alpha 

 aadA1, aadA2, aph_3_

___Ib, aph_6__Id, blaT

EM_1B, dfrA12, floR, s

ul2, sul3, tet_A 
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aadA1, aadA2, aph_3_

___Ib, aph_6__Id, blaT

EM_1B, cmlA1, dfrA12

, floR, sul3, tet_A 

EC23H1-013 ST95 

aph_3____Ib, 

aph_6__Id, sul2, tet_A 

Col_MG828, Col8282, 

IncB_O_K_Z, 

IncFIB_AP001918, IncFII, 

p0111 

Col_MG828, 

IncFIB_AP001918, IncFII, 

p0111 

No AMR determinants 

IncFIB_AP001918, IncFII, 

p0111 

IncB_O_K_Z, 

IncFIB_AP001918, IncFII, 

p0111 

EC23H1-056 ST963 

No AMR determinants 

IncFIA_HI1, IncFIB_pB171, 
IncFII_pHN7A8 23S r.2032G>C 

EC23H2-006 ST141 

No AMR determinants 
Col_MG828 

blaTEM_1B, tet_B 
Col_MG828, Col156, IncFIA, 

IncFIA_pBK30683, 
IncFIB_pB171, 
IncFII_pRSB107 

 

Within this collection, 38 (17.5%) E. coli genomes from humans (31 genomes from 

13 samples) and dogs (seven genomes from three samples = 7) had putative 

multi-drug resistance genotypes. 

Virulence gene analysis revealed no stx genes in this collection, however the eae 

fimbriae gene was identified in two E. coli genomes from the same dog sample. 19 

genomes across eight samples (n human samples = 6; n dog samples = 2) were 

classified as putative ExPEC. These genomes belonged to ST95 (n = 8), ST372 (n 

= 5), ST9265 (n = 4), and ST73 (n = 2). ST95, ST372 and ST73 are from 
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phylogroup B2, and ST9265 from phylogroup D. All samples containing putative 

ExPEC were from different households. 

5.4.5 co-occurrence within and between households 

E. coli genomes classified as the same ST, same AMR genotype, and found within 

the same sample were removed, resulting in 92 genomes (Appendix 11). The 92 

E. coli genomes were investigated for putative clonal E. coli co-occurrences. Using 

the UKHSA five SNP threshold for clonal outbreak E. coli, there were 18 co-

occurrences. Of these 18 co-occurrences, five were within the same household. Of 

these five, three co-occurrences in HH044 (ST164), HH056 (ST131) and HH048 

(ST131) were between different host species.  

Two co-occurrences in different humans in the same household were observed in 

HH006 (ST141) and HH048 (ST1193). There were 13 instances of between-

household co-occurrences. Furthermore, eight of these 13 between-household co-

occurrences were between-different hosts species (Figure 5.6). 
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Figure 5.6: Separated networks of putative clonal E. coli present in different 
hosts using the dataset of 92 E. coli genomes where replicates were 
removed from the original 217 E. coli isolated humans and their companion 
dogs from 24 households. The putative clonal E. coli co-occurrence between 
humans (circles) and companion dogs (squares) are indicated by nodes 
linked by grey lines if there is a five or less single nucleotide polymorphism 
difference between genomes. Nodes are coloured by the household and 
grouped by ST. 

 

ST1193-O75:H5 with the fimH64 allele co-occurred between two humans in 

HH048 and harboured 11 identical AMR determinants which were classified into 

seven different AMR classes (Table 5.4). ST131-O16:H5 with the fimH41allele co-

occurred in five hosts across HH048, HH056, and HH044 harboured three 

identical AMR determinants which were classified into three AMR classes (Table 

5.4). 
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Table 5.4: Co-occurring E. coli sequence types (STs) identified in faecal 

samples from humans and their companion dogs with antimicrobial 

resistance (AMR) determinants. AMR determinants are classified into 

AMR classes.  

Co-

occurring ST 
AMR determinants AMR classes 

 

ST1193 

aph_3____Ib, 

aph_6__Id, blaTEM_1B, 

dfrA17, mph_A, sul2, tet_B, 

gyrA p.S83L, gyrA p.D87N, par

C p.S80I, parE p.L416F 

Aminoglycoside, Beta-

lactam, Trimethoprim, 

Macrolide, 

Sulfonamide, Tetracycline, 

Quinolone 

 

 

 

 

ST131 
aac_3__IId, blaTEM_1B, parE p

.I529L 

Aminoglycoside, Beta-

lactam, Quinolone 

 
 

Across these 92 genomes, the quinolone resistance group conferred by point 

mutations was the most abundant AMR determinant in dogs (n = 15/92). The 

aminoglycoside resistance group was the most abundant AMR determinant in E. 

coli isolated from human samples (n = 36/92). The AMR determinants were 

classified into nine different antimicrobial drug classes, which included two highest 

priority critically important antimicrobial drug classes, three critically important 

antimicrobial drug classes, and four highly important drug classes (Figure 5.7). 

E. coli from human samples had more AMR determinants (median = 1, IQR = 3) 

than E. coli isolated from dog samples (median = 0, IQR= 1). A Wilcoxon Rank 

Sum Test showed a statistically significant difference in number of unique AMR 

determinants between E. coli isolated from dogs and humans (p = 0.01). 
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Figure 5.7: The distribution and percentage of antimicrobial resistance 
(AMR) determinants across 92 E. coli  genomes ( replicates were removed  on 
the basis of the same ST, same AMR genotype, and found within the same 
sample). AMR determinants are classified into their respective antimicrobial 
class: aminoglycosides (Aminog.), amphenicols (Amph.), beta -lactams, 
oxazolidinones (Oxa.), macrolides ( Mac.), quinolones, sulphonamides (Sul.), 
tetracyclines (Tetrac.), and trimethoprim. Antimicrobial classes are classified 
as Highly Important (HIA), Critically Important (CIA), and Highest Priority 
Critically Important (HPCIA) according to the WHO Medically  Important 
Antimicrobials List (WHO MIA List). E. coli  from humans (n = 50) and 
companion dogs (n = 42) are separated.  

 

5.4.6 Putative plasmid contigs 

The two unitig sequences associated with the human associated hypothetical 

gene, group 4813, were found within 22 plasmid contigs from 22 different 

genomes belonging to six STs (Table 5.5). Of these 22 genomes, 18 contained the 

hypothetical gene, group 4813. Plasmid contigs with the human associated unitigs 

present were found in five ST12 genomes from the same household from both the 

human and companion dog. One of these ST12 genomes from a human sample 

had a 68,569bp putative plasmid contig with the human associated unitigs, as well 

as antimicrobial resistance genes tetB and blaTEM-1B. 

 

Table 5.5: E. coli genomes within this dataset with human associated unitigs 

present in plasmid contigs separated by sequence type. 

Sequence type 
E. coli genomes from dogs 

with human associated 

E. coli genomes from 

humans with human 
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unitigs present in plasmid 

contigs 

associated unitigs present 

in plasmid contigs 

ST12 3 2 

ST131 0 7 

ST34 0 1 

ST69 0 1 

ST73 0 3 

ST8125 0 1 
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5.5 Discussion 

5.5.1 Limited E. coli co-occurrence 

The limited within-household co-occurrences in our study (3/24 households) is 

consistent with previous lower resolution macro-restriction PFGE approaches, 

which reported cross-species co-occurrences in 4-9.8% of households (4.00%, 

1/25 households; 8.82%, 3/34 households; 9.84%, 6/61 households) (Stenske et 

al., 2009, Naziri et al., 2016, Harada et al., 2012). Similarly, previous studies found 

limited human-dog cross-species clonal ESBL/AmpC-producing E. coli co-

occurrences within 0.909 ï 8.7% of households (0.909%, 5/550 households; 

8.70%, 2/23 households) using selective culture and WGS (van den Bunt et al., 

2020, Toombs-Ruane et al., 2020). A prospective longitudinal WGS study identified 

two animal-human pairs (2/59 households) with co-occurring ESBL-producing E. 

coli (Menezes et al., 2023). In that longitudinal study, a dog showed long-term 

ESBL-producing E. coli carriage and subsequent presence within the owner 

suggesting potential transmission (Menezes et al., 2023). According to our work 

and previous work, clonal E. coli co-occurrence between dogs and humans is 

limited. 

Within clinical settings, longitudinal data from individual patients were used to 

establish a 17 SNP threshold indicating putative transmission (Ludden et al., 

2021). As this chapter describes a cross-sectional study, it is difficult to establish 

SNP accumulation rates and SNP thresholds for transmission. Strong evidence for 

transmission between humans and dogs is lacking in this chapter; this would 

require detection of the same E. coli lineage in each host across multiple 

timepoints. 

It is also important to take multiple E. coli isolates when investigating putative 

clonal co-occurrence between hosts, as this chapter identified that hosts could 

have multiple different STs. Previous work has also shown that up to 10 STs were 

identified when 16 colonies were tested in a human stool sample (Stoesser et al., 

2015) and up to eight STs within a human when up to 15 colonies were tested 

(Ludden et al., 2021). This within-host within-ST E. coli SNP variation has also 
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been observed for both humans (Ludden et al., 2021) and dogs (Hayer et al., 

2023).  

The ST variation may be because these STs are long term gut colonisers of the 

host, where an E. coli lineage colonised the host, and then accumulated SNPs 

within the gut. Alternatively, different lineages of the same E. coli ST, could be 

introduced to the host through an external environment or different host. As shown 

in chapter 4 of this thesis, food may be a possible route of exposure to diverse E. 

coli belonging to the same ST. Furthermore, shared food has also been highlighted 

as a risk factor for E. coli similarity between owners and dogs (Naziri et al., 2016). 

There is also the possibility that the diverse E. coli in the gut could arise from both 

the introduction of E. coli from an external source and SNP accumulation. Other 

routes of transmission could be equally important and should be investigated, 

highlighting the complexity of potential transmission between hosts in wider 

society. 

5.5.2 A stringent genome wide association study highlights only one gene 

associated with human hosts 

A stringent approach using a population-corrected genome wide association study 

showed that the type-F conjugative transfer system pilin assembly thiol-disulphide 

isomerase (TrbB) gene was associated with E. coli isolated from humans. The 

thiol-disulphide isomerase genes mediate disulphide bond formations when 

generating nascent proteins (Bekendam and Flaumenhaft, 2019). These thiol-

disulphide isomerases are typically used in post-translation modification with the 

TraQ (prepilin peptidase) to convert pre-pilin into pilin (Dupuy et al., 2013). This 

pilin can polymerise and form a five strand helical structure ï the F-pilus (Costa et 

al., 2016). This F-pilus is useful for conjugation and the transport of plasmid DNA 

between Gram-negative bacteria (Patkowski et al., 2023). This gene is typically 

found on plasmids (Patkowski et al., 2023) and is supported by the presence of 

these human-associated untigs on plasmid contigs within this study. The 

conjugation process is central for the spread and distribution of mobile AMR 

genes, and can be facilitated by F-pili (Patkowski et al., 2023).  

The blaTEM-1B in this chapter was identified on a plasmid contig that also contained 

the human associated unitig sequence. The blaTEM-1B  AMR determinant can confer 
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resistances to penicillin and extended spectrum beta-lactams when expressed, 

and can be both chromosomal or mobilisable (Farooq et al., 2025). This human-

associated gene (in this study) was identified across multiple different 

phylogroups, STs, within both humans and dogs, and identified on putative 

plasmid contigs, suggesting possible acquisition through horizontal transfer.  

However, the association of this gene to humans should be interpreted with 

caution. There may be a plasmid-mediated co-selection process occurring, where 

antibiotic use may be indirectly selecting for this gene because of the linked AMR 

determinants. Additionally, the association of this gene to humans also does not 

necessarily mean that this is a result of adaptation. Furthermore, as this dataset 

has a limited sample size, further work is required to validate this result and 

identify the generalisability of this finding on a larger scale. 

5.5.3 E. coli from humans in this dataset is more likely to carry AMR 

determinants 

The E. coli isolated from humans harboured more AMR determinants than from 

dogs. Our study suggests that the companion dogs in this study may not 

necessarily be a major AMR risk to their owners. Alternatively, the owners may 

harbour E. coli with AMR and present a risk to their pets. This possible human-

mediated risk corroborates with previous work where an MDR and virulent E. coli 

subclone carriage was identified in human populations (Rodrigues et al., 2016), 

and the subsequent emergence of the same MDR and virulent E. coli clonal group 

identified in companion animals (Belas et al., 2018). 

AMR genotype variation within the same ST in the same sample indicates that the 

same ST does not indicate the same AMR risk. The presence of multiple plasmid 

replicon profiles across the same sample also suggests some role of mobile 

genetic elements in shaping the E. coli population observed within humans and 

dogs. Differences in plasmid replicon profiles occurring with differing AMR genes 

within the same ST may be due to biological processes like horizontal gene 

transfer. However, this variation may also be due to short-read sequencing errors 

and fragmented assemblies around repetitive plasmid regions which fail to resolve 

plasmids and fail to detect mobile genetic elements (Juraschek et al., 2021). 

Conversely, the same AMR genotype with differing plasmid replicon profiles 
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suggests that the AMR determinants in this work may not necessarily be plasmid 

mediated. This is evident by the point mutations in ST10 found in sample EC23D1-

031 which shows putative AMR can arise independently of plasmids and mobile 

genetic elements. 

Within the same sample, the same ST could have different AMR genotypes and  

The overall presence of putative ExPEC in this chapter was limited. While the 

cross-sectional design prevents inferring transmission, if there were transmission, 

the low prevalence of ExPEC-positive samples suggests the overall health risks 

are low (n human samples = 6; n dog samples = 2). Virulence gene analysis 

revealed no stx genes in this collection, however the eae fimbriae gene was 

identified in two E. coli genomes from the same dog sample. Previous work 

suggests that this gene has been found in E. coli from healthy dogs, and domestic 

animals have been highlighted as potential reservoirs for E. coli with this gene 

(Holland et al., 1999, Krause et al., 2005). Furthermore, studies on whether dogs 

or humans are reservoirs of ExPEC which infect the other species are conflicting 

(Damborg et al., 2009, Elankumaran et al., 2022). However, the samples in this 

chapter showed no evidence of putative ExPEC co-occurrence between dogs and 

humans. 

Putative MDR ST131 and ST1193 co-occurred between different hosts in this 

dataset. The ST131-O16:H5 with the fimH41 allele lineage identified in this dataset 

co-occurred across host species and between households, falls within the 

previously described ST131-A clade (Matsumura et al., 2017), and has been 

identified in both human clinical cases and companion animals (Dahbi et al., 2014, 

Kidsley et al., 2020b). In addition, ST1193-O75:H5 with the fimH64 allele has been 

highlighted as an emerging globally disseminated MDR ST (Valenza et al., 2019, 

Johnson et al., 2019). In our study, ST1193-O75:H5 with the fimH64 allele co-

occurred between two humans within the same household, but previous work has 

shown presence in both humans and dogs (Johnson et al., 2019).  

Both ST131 and ST1193 have been highlighted as high-risk clones, which can 

cause urinary and bloodstream infections (Pitout et al., 2022). High-risk clones are 

defined as globally spread, possessing various AMR determinants, with abilities to 

persist and colonise a host for at least six months, spread between hosts, show 
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increased pathogenicity, and cause severe/recurring infections (Pitout et al., 

2022). As this is a cross-sectional genomic study, the persistence and ability to 

cause severe/recurring infections cannot be determined. Our findings suggest both 

owners and pets can potentially aid in the dissemination of ST131-O16:H5 and 

ST1193-O75:H5 clones; it is therefore important to consider both humans and 

companion animals within household units for assessing potential dissemination of 

AMR E. coli. 

5.5.4 E. coli was not recoverable from all faecal samples 

The E. coli faecal sample recovery rate within this chapter may be affected by the 

freeze-thaw process during long-term storage. This freeze-thaw process may 

injure bacterial cells and reduce the number of culturable E. coli (Ternent et al., 

2004). Moreover, the TBX agar growth medium used, cannot detect around 5% of 

E. coli that are glucuronidase negative (Hansen and Yourassowsky, 1984) like E. 

coli O157 (Ratnam et al., 1988). This may limit our observations on the diversity of 

E. coli within these faecal samples. Overall, E. coli carriage rates are variable, 

ranging from 88.0% - 95% in humans (Bailey et al., 2010, Adenipekun et al., 

2016). When comparing different culture-approach studies in healthy dogs, E. coli 

presence in faeces and rectal samples have been found to vary between 10.9% to 

100% (Buranasinsup et al., 2023, Schmidt et al., 2015, Karahutov§ et al., 2021, 

Menezes et al., 2023). Differences in E. coli recovery rates between these studies 

and this chapter is likely due to differences in the stool sample collection, whether 

antimicrobials were used and the culture method. 

5.6 Conclusion 

In this work, there were limited instances of putative clonal E. coli co-occurrence 

between humans and their pet dogs using a WGS approach without selective 

enrichment for AMR. Although co-occurrence within households was limited, the 

co-occurrence of clonal E. coli between humans and dogs from different 

households indicates the complexity of potential sharing between hosts in wider 

society. 

One genomic feature associated with E. coli from human hosts was identified in 

this dataset with possible roles in conjugation, although it is necessary to 

investigate whether or not this is applicable to other datasets. As this genomic 
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feature was also found on putative plasmid contigs, further work can explore 

whether plasmids are found within these genomes. 

This study contributes to the growing body of evidence showing that clonal E. coli 

with potential to harbour AMR determinants can be present in both humans and 

their cohabiting animals. While the directionality of E. coli and AMR transmission 

between humans and pets cannot be inferred in this study, it is evident that both 

hosts can contribute to the dissemination and spread of clinically relevant E. coli 

clones of concern.  

A more uniform approach for assessing AMR in E. coli from both healthy humans 

and companion dogs ensures more accurate estimation of AMR and managing 

risk. It is important to take all hosts within the household unit into account when 

identifying and implementing interventions for reducing the spread of clinically 

important AMR E. coli. However, other routes of transmission could be equally 

important and should be investigated. This highlights the complexity of potential 

transmission between hosts in wider society. 
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Chapter 6: General Discussion 

  



ΝΣΥ 
 

Both retail foods and the household environment are examples of complex 

environments for the dissemination and potential circulation of different E. coli 

lineages. The majority of E. coli types are commensal with potential as 

opportunistic pathogens, with a subset of the species being pathogenic (Leimbach 

et al., 2013, Geurtsen et al., 2022). This is a health issue as E. coli can acquire or 

develop AMR, making treatments difficult (Murray et al., 2022). WGS has proven 

useful for epidemiological investigations of outbreaks relating to foods, humans 

and animals, and has significant applications to UK government policies for public 

health. When evaluating the literature and current UK surveillance systems for E. 

coli in foods, humans and animals, there has been a primary focus on pathogenic 

lineages that cause immediate gastrointestinal disease, lineages causing 

opportunistic infections, and specific AMR circulating in E. coli. A selective 

approach for identifying specific lineages would be appropriate for assessing 

immediate public health risks but fails to acknowledge and appreciate the diversity 

of E. coli within different niches and the variation in risk these environments 

present to humans. This thesis addresses gaps in knowledge surrounding E. coli 

evolutionary history and diversity on retail foods and within hosts co-habiting within 

the same household. 

6.1 Discussion of key findings 

One of the key findings of this thesis in chapter 4 is that retail foods can act as a 

fomite for highly diverse lineages of E. coli, which may then present a risk of 

exposure to the consumer. This has implications for food safety policy, where 

current contamination surveillance approaches do not assess the diversity of E. 

coli present. However, the exposure to diverse populations of E. coli from food 

does not mean that all the strains contaminating the food will become present in 

the host gastrointestinal tract. It was evident when comparing E. coli strains from 

dogs and humans in chapter 5 that although the household environment provides 

multiple opportunities for E. coli co-occurrence, the observed number of co-

occurrence events was low. Both studies were cross-sectional which may limit the 

observed diversity and co-occurrence. Therefore, to assess whether or not food is 

a major contributor to the diversity of E. coli in the human gut, a multi-isolate 

longitudinal WGS approach could be taken where humans and the food they are 

about to consume are cultured for E. coli. This has been well-documented for 
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pathogenic lineages of E. coli such as STEC, where food can be a fomite (Wilson 

et al., 2018), but the dynamics of commensal E. coli on food and whether they can 

reach the consumer gut is not well understood. Further food processing at home 

(i.e., cooking) is likely to reduce the abundance and types of E. coli found on food 

to which humans are exposed. However, the presence of E. coli on ready-to-eat 

fresh leafy greens and cooked prawns in this study suggests there may be a 

considerable risk of exposure. This work could be used as a starting point for 

understanding food-human E. coli co-occurrences and the effect of cooking and 

washing on potential transmission. 

A longitudinal WGS E. coli experiment could also be applied to non-human hosts 

such as companion dogs to help determine the directionality of the co-occurrences 

between these host species identified in chapter 5. This is of particular concern 

with increasingly popular raw meat fed (RMF) diets that may introduce both 

pathogenic lineages and AMR E. coli to companion dogs (Morgan et al., 2024, van 

Bree et al., 2018). The household E. coli work was based on a longitudinal study 

(Menezes et al., 2023), but due to the low recovery rates for E. coli in the stool 

samples, the work presented in this thesis is cross-sectional, and only co-

occurrence could be investigated. Although limited co-occurrence between species 

and within household was observed, two MDR clones co-occurred between 

humans and companion dogs. Again, a multi-isolate longitudinal WGS experiment 

focussing on commensal E. coli in humans and dogs, where the food is also 

monitored and sampled would provide more insights into the human-companion 

animal E. coli sharing interface, whilst also providing a One Health insight into 

potential exposure routes. 

Another key finding was that there was a lack of phylogenetic clustering according 

to food commodity or host species using the phylogenomic method determined in 

chapter 3 applied to E. coli from different food commodities in chapter 4 and host 

species in chapter 5. This may be because of temporary contamination on food, or 

a lineage transiently present within host species, leaving little time for host-specific 

clusters to emerge. This work captured snapshots of different transient E. coli, or 

alternatively transient E. coli may co-occur with established long-term lineages, 

leading to diverse populations in each niche, which would require intensive 

sampling to identify. In either case it is difficult to draw conclusions as to which are 
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adapted for long-term colonisation of the niche, and which are adapted for 

transient survival. 

In terms of AMR, this thesis highlights that these diverse E. coli populations in 

different environments may expose hosts (human or animal) to a high number of 

different AMR determinants. A selective approach where specific antimicrobial 

resistant E. coli is investigated would lead to a reduction in the range of AMR we 

would observe on food, in humans and in pets. The work within this thesis 

suggests that the diversity of AMR varies between food commodity and sample, as 

well as within humans and dogs, as evident by the different AMR profiles. This is 

important because if AMR were being surveyed within different host populations 

and environments, then multiple E. coli isolates would need to be analysed to 

ensure a more thorough AMR risk assessment. Moreover, work is required to 

understand which AMR determinants from food can successfully become present 

in E. coli within a host, and which AMR determinants are shed and potentially 

disseminated between hosts within a household. A collaborative multi-disciplinary 

One Health approach is necessary for assessing, preventing, and responding to 

pathogen spread and AMR. This would be particularly useful for public health 

policy, as it would provide more clear points of AMR dissemination which 

intervention strategies could be applied to. 

6.2 Future work 

Methodologically, the work within this thesis builds upon previous studies in the 

field by isolating and sequencing multiple isolates per food sample. However, this 

work also indicates that for most of the food commodities investigated, the number 

of isolates taken from each food sample (up to four) was likely insufficient for 

capturing the diversity of E. coli in this niche, with the exception of salmon. A 

similar finding was identified in chapter 5, where up to eight E. coli isolates were 

investigated from humans and dogs. More within-household between-hosts may 

have been observed if more isolates from each human and dog were investigated.  

There are also limitations with all phylogenomic approaches, especially when 

analysing new datasets with unknown levels of recombination and horizontal gene 

transfer. Therefore, to fully test the limitations of these phylogenomic approaches, 

future work could create simulated datasets with increasing levels of 
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recombination and horizontal gene transfer. Similar work by Lees et al. (2018) 

utilised similar approaches with Streptococcus pneumoniae, which created 

simulated datasets with varying SNPs, short insertions and deletions, and 

simulation of evolution in intergenic regions (Lees et al., 2018b). Additionally, 

variation in parameters within the phylogenomic methods, such as inclusion 

thresholds for percentage of core genes, could also change the final tree. 

All genomic analyses undertaken in this thesis utilised short read WGS which may 

cause difficulty with assembly around highly repetitive regions. MGEs often contain 

repetitive regions and are thus assembled into multiple contigs. Long read 

sequencing could be applied to the E. coli datasets in chapters 4 and 5 to help 

identify the presence of MGEs (i.e., plasmid, integrons, insertion sequences, 

bacteriophage), and which accessory genes are associated with these different 

MGEs. This would be particularly relevant in chapter 5, which identified a gene 

involved in conjugation associated with humans, and the context of other genes 

that co-occur with trbB. 

The companion dogs investigated within chapter 5 harboured diverse E. coli 

populations which could then be shed, and similar findings have been identified 

with farm animals (Li et al., 2020, Ahmed et al., 2017). One possibility for the 

diverse population of E. coli found on many meat samples in chapter 4 may start 

with the host animal. However, this is not the only way contamination can be 

introduced; this could also happen throughout the food manufacturing process, 

with cross-contamination events from different hosts occurring, as well as 

contaminated equipment, or even from workers. An investigation on the complete 

food manufacturing process from host animals, food processing, packaging and 

eventual display within retail stores would identify the types of E. coli resulting from 

specific contamination sources and possible interventions that could be 

implemented to prevent contamination, reducing exposure risk for consumers.  

Metagenomics would be a promising addition to a longitudinal multi-niche study 

investigating host animals and the food processing environment. Short-read 

metagenomics can be used to examine entire microbial populations at the species 

level within a niche. However, there are limitations with read length and assembly 

fragmentation in short-read metagenomics. Long-read metagenomics can 
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overcome these limitations by producing longer, more complete genome 

assemblies (Kim et al., 2024). For example, a long-read metagenomics workflow 

has also been proposed to for improved STEC detection and characterisation in 

irrigation water contamination for food safety contexts (Maguire et al., 2021). A 

combined short-read and long-read metagenomic approach for investigating retail 

foods is a promising approach for improving food safety surveillance, although 

there are still limitations detecting low abundance organisms (Bloomfield et al., 

2025). 

Short-read metagenomics has also been used to investigate human and pet dog 

microbiomes, where pet dogs resemble their owners AMR genes, MGEs and 

microbiome composition (Zhao et al., 2022). A longitudinal 16s rRNA 

metagenomics study on ESBL-E. coli carriage in dogs also applied long-read 

metagenomics to two dog samples, which provided insight into the locations of 

AMR genes and integrons (Stege Paul et al., 2023). To build on the work within 

this thesis, long-read metagenomics could be applied to a longitudinal study to 

better understand E. coli population diversity and transmission dynamics across 

the human, animal, and food niches. 

6.3 Proposed model of E. coli diversity 

The complexity within all these environments comes from unknown points of 

contamination or points of exposure that can introduce E. coli with different 

evolutionary histories. It is also important to note that exposure will not necessarily 

lead to colonisation and subsequent survival within a host; it is likely for a lineage 

of E. coli to successfully contribute to the diversity with a niche, it will likely depend 

on factors such as: sufficient number of initial contaminating/colonising bacterial 

cells, tolerance to changes in metabolites present, external stress tolerance, 

length of exposure time, and number of exposure events. A proposed model 

(Figure 6.1) for the possible routes of exposure which may be contributing to the 

E. coli diversity in each environment highlights that there are many unknowns that 

contribute to the end population we observe in our cross-sectional studies. Future 

work exploring these environments should occur together and have longitudinal 

aspects to model the diverse E. coli communities, allowing us to understand how 

E. coli diversity is created and maintained in these niches and how they can 

contribute varying levels of direct and indirect health risks to hosts. 
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Figure 6.1: A flow diagram indicating the potential contamination and exposure routes that may result in the diverse 
populations of E. coli identified within this thesis. The environments which may be points of exposure are highlighted, 
with arrows indicating points where different E. coli may be introduced. Within host evolution and potential cross-
contamination is denoted by a circular arrow and annotated. Work explored in this thesis is highlighted by the coloured 
groups - the retail food niche is coloured in green; the human and dog niche are coloured in blue and yellow 
respectively. 



ΝΤΠ 
 

6.4 Final remarks 

E. coli is present in a wide variety of niches, each with different populations and 

AMR risks. This work has made significant contributions to understanding E. coli 

populations and diversity on food, in humans and in animals. Appropriate 

phylogenomic approaches, increased sampling efforts, and WGS are necessary 

for exploring E. coli populations and AMR risk in the three compartments of the 

One Health triad. The data generated from the comprehensive cross-sectional 

multi-isolate WGS study of E. coli on retail foods in the U.K., and the work 

investigating E. coli co-occurrence between co-habiting humans and dogs, will be 

useful for informing public health safety. Cross-disciplinary collaborations between 

policy makers and scientists are necessary for monitoring E. coli in different niches 

and for informing public health policy, with a thorough understanding of the niche 

connections and microbial ecology. The ecology of E. coli is complex, but these 

niches do not exist in isolation. As we continue to exist with other hosts and within 

our environment, we are not only responsible for ourselves but for the impact we 

have on each other. 
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őůĲĬЯШÉЮЯШ7ĲƚƚĲƖЯШÑЮEЮЯШ9ċũũЯШ?ЮÅЮЯШìĲŔƚƚůċŰЯШÉЮsЮЯШsŸŰĲƚЯШxЮÂЮШċŰĬШ?ċƻŔƚЯШ~Ю ЮШыΞΜΝΣьШ
EƻċũƨċƣŔŸŰШŸŉШƣƽŸШůƨũƣŔрũŸĦƨƚШƚĲƕƨĲŰĦĲШƣǃƓŔŰŊШƚĦőĲůĲƚШŉŸƖШĦŸůůĲŰƚċũШEƚĦőĲƖŔĦőŔċЮ
ĦŸũŔЮŉƖŸůШĬċŔƖǃШĦċƣƣũĲШŔŰШìċƚőŔŰŊƣŸŰШÉƣċƣĲЮШsŸƨƖŰċũЮŸŉЮ~ŔĦƖŸĤŔŸũŸŊŔĦċũЮ~ĲƣőŸĬƚеШΝΞΠЯШ
ΡΤрΣΝЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΝΣоŢЮůŔůĲƣЮΞΜΝΣЮΜΟЮΜΜΥ 

őůĲĬЯШÉЮЯШ§ũƚĲŰЯШsЮEЮШċŰĬШcĲƖƖĲƖŸр[ƖĲƚŰŸЯШ ЮШыΞΜΝΤьШÑőĲШŊĲŰĲƣŔĦШĬŔƻĲƖƚŔƣǃШŸŉШ
ĦŸůůĲŰƚċũШEƚĦőĲƖŔĦőŔċЮĦŸũŔШƚƣƖċŔŰƚШŔƚŸũċƣĲĬШŉƖŸůШŰŸŰрċŰƣŔůŔĦƖŸĤŔċũШƣƖĲċƣĲĬШƓŔŊƚШ
ƻċƖŔĲƚШċĦĦŸƖĬŔŰŊШƣŸШċŊĲШŊƖŸƨƓЮШÂx§ÉЮ§ EеШΝΞЯШĲΜΝΤΥΣΞΟЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΜΤоƚΜΜΞΠΥрΜΝΜрΦΤΝΤрΟ 

ũůĲŔĬċЯШsЮÉЮШыΞΜΝΟьШÉĲƕƨĲŰĦĲШċŰċũǃƚŔƚШĤǃШŔƣĲƖċƣĲĬШůċƓƚЯШċШƖĲƻŔĲƽЮШ7ƖŔĲǯŰŊƚЮŔŰЮ
7ŔŸŔŰŉŸƖůċƣŔĦƚеШΝΡЯШΟΣΦрΟΤΡЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΦΟоĤŔĤоĤĤƣΜΤΞ 

ũůĲŔĬċЯШsЮÉЮЯШ9ċƖƖŔĩŸЯШsЮ ЮЯШ~ċƖĲƣǍĲťЯШ ЮЯШ ŸĤũĲЯШÂЮ ЮШċŰĬШ[ũĲƣĦőĲƖЯШ~ЮШыΞΜΜΝьШ ŰċũǃƚŔƚШ
ŸŉШŊĲŰŸůŔĦШƚĲƕƨĲŰĦĲƚШĤǃШ9őċŸƚШ]ċůĲШÅĲƓƖĲƚĲŰƣċƣŔŸŰЮШ7ŔŸŔŰŉŸƖůċƣŔĦƚеШΝΤЯШΠΞΦрΠΟΤЮШ
ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΦΟоĤŔŸŔŰŉŸƖůċƣŔĦƚоΝΤЮΡЮΠΞΦ 

ũƚƨũƣċŰЯШ ЮШċŰĬШEũőċĬŔЯШ ЮШыΞΜΞΞьШEƻċũƨċƣŔŸŰШŸŉШEÅf9рÂ9ÅШůĲƣőŸĬШŉŸƖШĬĲƣĲƖůŔŰŔŰŊШ
ŊĲŰĲƣŔĦШĬŔƻĲƖƚŔƣǃШċůŸŰŊШEƚĦőĲƖŔĦőŔċЮĦŸũŔШŔƚŸũċƣĲĬШŉƖŸůШőƨůċŰШċŰĬШƖĲƣċŔũШŔůƓŸƖƣĲĬШ
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ΝΤΣ 
 

ŉƖŸǍĲŰШƚőƖŔůƓШċŰĬШĤĲĲŉЮШfŰƣĲƖŰċƣŔŸŰċũЮsŸƨƖŰċũЮŸŉЮ[ŸŸĬЮ9ŸŰƣċůŔŰċƣŔŸŰеШΦЯШΝΞЮШ ƻċŔũċĤũĲШ
ċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΥΣоƚΠΜΡΡΜрΜΞΞрΜΜΜΦΥрΝ 

ũƣƚĦőƨũЯШÉЮ[ЮЯШ~ċĬĬĲŰЯШÑЮxЮЯШÉĦőęǭĲƖЯШ Ю ЮЯШüőċŰŊЯШsЮЯШüőċŰŊЯШüЮЯШ~ŔũũĲƖЯШìЮШċŰĬШxŔƓůċŰЯШ
?ЮsЮШыΝΦΦΤьШ]ċƓƓĲĬШ7x ÉÑШċŰĬШÂÉfр7x ÉÑаШċШŰĲƽШŊĲŰĲƖċƣŔŸŰШŸŉШƓƖŸƣĲŔŰШĬċƣċĤċƚĲШ
ƚĲċƖĦőШƓƖŸŊƖċůƚЮШ ƨĦũĲŔĦЮ ĦŔĬƚЮÅĲƚĲċƖĦőеШΞΡЯШΟΟΥΦрΟΠΜΞЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΦΟоŰċƖоΞΡЮΝΤЮΟΟΥΦ 

ũƻċƖĲǍр§ƖĬŹŶĲǍЯШ ЮЯШ ũƻƚĲŔťĲЯШ§ЮЯШ§ůĲƖЯШ~ЮuЮЯШcĲŔƖЯШEЮЯШ ǂĲũƚƚŸŰЯШxЮЯШcŸũĦťЯШ ЮШċŰĬШ
ÂƖŔĲƣŸЯШ~ЮШыΞΜΝΟьШcĲƣĲƖŸŊĲŰĲŔƣǃШŔŰШƖĲƚŔƚƣċŰĦĲШƣŸШŉŸŸĬрƖĲũċƣĲĬШƚƣƖĲƚƚĲƚШċŰĬШĤŔŸǯũůШ
ŉŸƖůċƣŔŸŰШċĤŔũŔƣǃШċůŸŰŊШƻĲƖŸĦǃƣŸƣŸǂŔŊĲŰŔĦШEƚĦőĲƖŔĦőŔċЮĦŸũŔШƚƣƖċŔŰƚЮШfŰƣĲƖŰċƣŔŸŰċũЮ
sŸƨƖŰċũЮŸŉЮ[ŸŸĬЮ~ŔĦƖŸĤŔŸũŸŊǃеШΝΣΝЯШΞΞΜрΞΟΜЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΝΣоŢЮŔŢŉŸŸĬůŔĦƖŸЮΞΜΝΞЮΝΞЮΜΜΥ 

ŰĬĲƖƚŸŰЯШuЮxЮЯШ9ċƚĲǃЯШÅЮ ЮЯШ9ŸŸƓĲƖЯШ7ЮЯШÖƓŢŸőŰЯШ~Ю~ЮШċŰĬШ9őƖŔƚƣũĲǃЯШÅЮ~ЮШыΞΜΞΟьШ
 ċƣŔŸŰċũШĬŸŊШƚƨƖƻĲǃаШĬĲƚĦƖŔĤŔŰŊШÖuШĬŸŊШċŰĬШŸƽŰĲƖƚőŔƓШĬĲůŸŊƖċƓőŔĦƚЮШŰŔůċũƚЮ
ё7ċƚĲũђеШΝΟЯШΝΜΤΞЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΟΟΦΜоċŰŔΝΟΜΣΝΜΤΞ 

ŰĬĲƖƚƚŸŰЯШ~ЮЯШ°ƚƣőŸũůр7ċũťőĲĬЯШ2ЮЯШ[ƖĲĬƖŔťƚŸŰЯШ~ЮЯШcŸũůĤŸůЯШ~ЮЯШcęũũŊƖĲŰЯШ ЮЯШ
7ĲƖŊЯШÉЮШċŰĬШcċŰĤĲƖŊĲƖЯШcЮШыΞΜΝΦьШ?ĲũċǃШŸŉШċƓƓƖŸƓƖŔċƣĲШċŰƣŔĤŔŸƣŔĦШƣƖĲċƣůĲŰƣШŔƚШ
ċƚƚŸĦŔċƣĲĬШƽŔƣőШőŔŊőШůŸƖƣċũŔƣǃШŔŰШƓċƣŔĲŰƣƚШƽŔƣőШĦŸůůƨŰŔƣǃрŸŰƚĲƣШƚĲƓƚŔƚШŔŰШċШÉƽĲĬŔƚőШ
ƚĲƣƣŔŰŊЮШEƨƖŸƓĲċŰЮsŸƨƖŰċũЮŸŉЮ9ũŔŰŔĦċũЮ~ŔĦƖŸĤŔŸũŸŊǃЮ҂ЮfŰŉĲĦƣŔŸƨƚЮ?ŔƚĲċƚĲƚеШΟΥЯШΝΞΞΟр
ΝΞΟΠЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΜΤоƚΝΜΜΦΣрΜΝΦрΜΟΡΞΦрΥ 

ŰŔůċũШċŰĬШÂũċŰƣШcĲċũƣőШ ŊĲŰĦǃЮШыΞΜΞΠьШ]ĲŰĲƖċũЮƚƨĤůŔƚƚŔŸŰЮŉŸƖůЮŉŸƖЮĬŔċŊŰŸƚƣŔĦЮƣĲƚƣƚЮШ
ƻċŔũċĤũĲаШőƣƣƓƚаооƽƽƽЮŊŸƻЮƨťоŊŸƻĲƖŰůĲŰƣоƓƨĤũŔĦċƣŔŸŰƚоŊĲŰĲƖċũрƚƨĤůŔƚƚŔŸŰрŉŸƖůр
ŉŸƖрĬŔċŊŰŸƚƣŔĦрƣĲƚƣƚШя ĦĦĲƚƚĲĬШΞΝоΜΟоΞΜΞΡѐЮ 

ŰŔůċũШċŰĬШÂũċŰƣШcĲċũƣőШ ŊĲŰĦǃЮШыΞΜΞΡьШüŸŸŰŸƚĲƚЮċŰĬЮƻĲƣĲƖŔŰċƖǃЮƓƨĤũŔĦЮőĲċũƣőжЮ
ċŰŰƨċũЮƖĲƓŸƖƣЮΥΣΥΧЮШ ƻċŔũċĤũĲаШ
őƣƣƓƚаооƽƽƽЮŊŸƻЮƨťоŊŸƻĲƖŰůĲŰƣоƓƨĤũŔĦċƣŔŸŰƚоǍŸŸŰŸƚĲƚрċŰĬрƻĲƣĲƖŔŰċƖǃрƓƨĤũŔĦр
őĲċũƣőрĬŔƚĲċƚĲрƚƨƖƻĲŔũũċŰĦĲрƖĲƓŸƖƣƚШя ĦĦĲƚƚĲĬШΝΜоΜΣоΞΜΞΡѐЮ 

ƖĲŰċƚЯШ~ЮЯШéċũŔĲŰƣĲЯШ]ЮШċŰĬШÂŸƚċĬċЯШ?ЮШыΞΜΜΥьШ9őċƖċĦƣĲƖŔǍċƣŔŸŰШŸŉШÅĲƣŔĦƨũċƣĲШ
 ĲƣƽŸƖťƚШ7ċƚĲĬШŸŰШƣőĲШ9ŸċũĲƚĦĲŰƣШƽŔƣőШÅĲĦŸůĤŔŰċƣŔŸŰЮШ~ŸũĲĦƨũċƖЮ7ŔŸũŸŊǃЮċŰĬЮ
EƻŸũƨƣŔŸŰеШΞΡЯШΞΡΝΤрΞΡΞΜЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΦΟоůŸũĤĲƻоůƚŰΞΦΝ 

ƨƚƣŔŰЯШ7ЮШыΞΜΜΣьШÑőĲШĤċĦƣĲƖŔċũШůŔĦƖŸǰŸƖċШŸŉШǯƚőЯШƖĲƻŔƚĲĬЮШÑőĲЮÉĦŔĲŰƣŔǯĦЮìŸƖũĬЮsŸƨƖŰċũеШ
ΣЯШΦΟΝрΦΠΡЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΜΜоƣƚƽЮΞΜΜΣЮΝΥΝ 

ƻŰŔЯШEЮШċŰĬШÉŰŔƖЯШÉЮШыΞΜΞΜьШ Ш ĲƽШÂőǃũŸŊĲŰŸůŔĦШ ƓƓƖŸċĦőШ[ŸƖШÄƨċŰƣŔŉǃŔŰŊШcŸƖŔǍŸŰƣċũШ
]ĲŰĲШÑƖċŰƚŉĲƖШÑƖĲŰĬƚШŔŰШÂƖŸťċƖǃŸƣĲƚЮШÉĦŔĲŰƣŔǯĦЮÅĲƓŸƖƣƚеШΝΜЯШΝΞΠΞΡЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΟΥоƚΠΝΡΦΥрΜΞΜрΣΞΠΠΣрΡ 
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ΝΤΤ 
 

ƽŸƖőЯШ~ЮuЮЯШÑőċťƨƖЯШÉЮЯШ]ĲŰƚũĲƖЯШ9ЮЯШcċƖƖĲũũЯШEЮЯШcċƖĬĲŰЯШxЮЯШ[ĲĬŸƖťċр9ƖċǃЯШÂЮsЮШċŰĬШ
sċĦŸĤЯШ~ЮШыΞΜΞΠьШ9őċƖċĦƣĲƖŔƚƣŔĦƚШŸŉШċŰƣŔůŔĦƖŸĤŔċũШƖĲƚŔƚƣċŰĦĲШŔŰШEƚĦőĲƖŔĦőŔċЮĦŸũŔЮ
ŔƚŸũċƣĲĬШŉƖŸůШƖĲƣċŔũШůĲċƣШƓƖŸĬƨĦƣƚШŔŰШ ŸƖƣőШ9ċƖŸũŔŰċЮШÂx§ÉЮ§ EеШΝΦЯШĲΜΞΦΠΜΦΦЮШ
ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΝΣоŢЮůŔůĲƣЮΞΜΝΣЮΜΟЮΜΜΥ 

7ċŔũĲǃЯШsЮuЮЯШÂŔŰǃŸŰЯШsЮxЮЯШ ŰċŰƣőċůЯШÉЮШċŰĬШcċũũЯШÅЮ~ЮШыΞΜΝΜьШ9ŸůůĲŰƚċũШEƚĦőĲƖŔĦőŔċЮ
ĦŸũŔЮŸŉШőĲċũƣőǃШőƨůċŰƚаШċШƖĲƚĲƖƻŸŔƖШŉŸƖШċŰƣŔĤŔŸƣŔĦрƖĲƚŔƚƣċŰĦĲШĬĲƣĲƖůŔŰċŰƣƚЮШsŸƨƖŰċũЮŸŉЮ
~ĲĬŔĦċũЮ~ŔĦƖŸĤŔŸũŸŊǃеШΡΦЯШΝΟΟΝрΝΟΟΦЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΦΦоŢůůЮΜЮΜΞΞΠΤΡрΜ 

7ċŰťĲƻŔĦőЯШ ЮЯШ ƨƖťЯШÉЮЯШ ŰƣŔƓŸƻЯШ?ЮЯШ]ƨƖĲƻŔĦőЯШ Ю ЮЯШ?ƻŸƖťŔŰЯШ~ЮЯШuƨũŔťŸƻЯШ ЮÉЮЯШxĲƚŔŰЯШ
éЮ~ЮЯШ ŔťŸũĲŰťŸЯШÉЮfЮЯШÂőċůЯШÉЮЯШÂƖŢŔĤĲũƚťŔЯШ Ю?ЮЯШÂǃƚőťŔŰЯШ ЮéЮЯШÉŔƖŸƣťŔŰЯШ ЮéЮЯШéǃċőőŔЯШ ЮЯШ
ÑĲƚũĲƖЯШ]ЮЯШ ũĲťƚĲǃĲƻЯШ~Ю ЮШċŰĬШÂĲƻǍŰĲƖЯШÂЮ ЮШыΞΜΝΞьШÉÂ ĬĲƚаШċШŰĲƽШŊĲŰŸůĲШċƚƚĲůĤũǃШ
ċũŊŸƖŔƣőůШċŰĬШŔƣƚШċƓƓũŔĦċƣŔŸŰƚШƣŸШƚŔŰŊũĲрĦĲũũШƚĲƕƨĲŰĦŔŰŊЮШsŸƨƖŰċũЮŸŉЮ9ŸůƓƨƣċƣŔŸŰċũЮ
7ŔŸũŸŊǃеШΝΦЯШΠΡΡрΠΤΤЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΥΦоĦůĤЮΞΜΝΞЮΜΜΞΝ 

7ĲŊőċŔŰЯШsЮЯШ7ƖŔĬŔĲƖр ċőůŔċƚЯШ ЮЯШxĲШ ċŊċƖĬЯШcЮЯШ?ĲŰċůƨƖЯШEЮШċŰĬШ9ũĲƖůŸŰƣЯШ§ЮШыΞΜΝΥьШ
9ũĲƖůŸŰÑǃƓŔŰŊаШċŰШĲċƚǃрƣŸрƨƚĲШċŰĬШċĦĦƨƖċƣĲШŔŰШƚŔũŔĦŸШůĲƣőŸĬШŉŸƖШEƚĦőĲƖŔĦőŔċШŊĲŰƨƚШ
ƚƣƖċŔŰШƓőǃũŸƣǃƓŔŰŊЮШ~ŔĦƖŸĤŔċũЮ]ĲŰŸůŔĦƚеШΠЯШĲΜΜΜΝΦΞЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΦΦоůŊĲŰЮΜЮΜΜΜΝΦΞ 

7ĲŊũĲǃЯШ~ЮШċŰĬШcŔũũЯШ9ЮШыΞΜΝΡьШÉƣƖĲƚƚШ ĬċƓƣċƣŔŸŰШŔŰШ[ŸŸĬĤŸƖŰĲШÂċƣőŸŊĲŰƚЮШŰŰƨċũЮ
ÅĲƻŔĲƽЮŸŉЮ[ŸŸĬЮÉĦŔĲŰĦĲЮċŰĬЮÑĲĦőŰŸũŸŊǃеШΣЯШΝΦΝрΞΝΜЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΠΣоċŰŰƨƖĲƻрŉŸŸĬрΜΟΜΤΝΟрΜΦΞΟΡΜ 

7ĲŊƨůШòċƚůŔŰЯШ ЮЯШÅǃĬĤĲƖŊШcċŰŰċЯШ ЮЯШÑőŸƖĲũũЯШuЮЯШuƽċťЯШòЮрuЮЯШÉƨŰЯШxЮЯШsŸǭƖĳЯШEЮЯШ
ÄċĬƖŔЯШ[ЮШċŰĬШÉŢƁũŔŰŊЯШ2ЮШыΞΜΝΥьШfŰШÉŔƣƨШ ŰċũǃƚĲƚШ?ŔƖĲĦƣũǃШŔŰШ?ŔċƖƖőĲċũШÉƣŸŸũШÅĲƻĲċũШ
xċƖŊĲШéċƖŔċƣŔŸŰƚШŔŰШ7ċĦƣĲƖŔċũШxŸċĬШċŰĬШ ĦƣŔƻĲШÑŸǂŔŰШEǂƓƖĲƚƚŔŸŰШŸŉШEŰƣĲƖŸƣŸǂŔŊĲŰŔĦШ
EƚĦőĲƖŔĦőŔċЮĦŸũŔЮċŰĬШéŔĤƖŔŸШĦőŸũĲƖċĲЮШůÉƓőĲƖĲеШΟЯШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΞΥоůƚƓőĲƖĲЮΜΜΡΝΤрΝΤЮШ ƻċŔũċĤũĲШċƣаШΝΜЮΝΝΞΥоůƚƓőĲƖĲЮΜΜΡΝΤрΝΤ 

7ĲťĲŰĬċůЯШÅЮcЮШċŰĬШ[ũċƨůĲŰőċŉƣЯШÅЮШыΞΜΝΦьШ ƚƚċǃƚШŸŉШƣőŔŸũШŔƚŸůĲƖċƚĲШĲŰǍǃůċƣŔĦШ
ċĦƣŔƻŔƣǃЮШ~ĲƣőŸĬƚЮŔŰЮ~ŸũĲĦƨũċƖЮ7ŔŸũŸŊǃеШΝΦΣΤЯШΝΟΟрΝΠΥЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΜΤоΦΤΥрΝрΠΦΟΦрΦΝΥΤрΤхΥ 

7ĲũċƚЯШ ЮЯШ~ċƖƕƨĲƚЯШ9ЮЯШ ĤŸŔůЯШ9ЮШċŰĬШÂŸůĤċЯШ9ЮШыΞΜΝΥьШEůĲƖŊĲŰĦĲШŸŉШEƚĦőĲƖŔĦőŔċЮ
ĦŸũŔШÉÑΝΟΝШcΟΜоcΟΜрÅǂШƚƨĤĦũŸŰĲƚШŔŰШĦŸůƓċŰŔŸŰШċŰŔůċũƚЮШsŸƨƖŰċũЮŸŉЮ ŰƣŔůŔĦƖŸĤŔċũЮ
9őĲůŸƣőĲƖċƓǃеШΤΠЯШΞΣΣрΞΣΦЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΦΟоŢċĦоĬťǃΟΥΝ 

7ĲŰǍЯШ[ЮЯШcƨŔƚůċŰЯШsЮÉЮЯШ7ċťťĲƖĲŰЯШEЮЯШcĲƖƣĲƖЯШsЮ ЮЯШÉƣċĬũĲƖЯШÑЮЯШ ĦťĲƖůċŰŰЯШ~ЮЯШ?ŔċƖĬЯШ
~ЮЯШEŊũŔЯШ ЮЯШcċũũЯШ ЮÅЮЯШcċƖĬƣЯШìЮр?ЮШċŰĬШ7ŸŰőŸĲǭĲƖЯШÉЮШыΞΜΞΝьШÂũċƚůŔĬрШċŰĬШƚƣƖċŔŰр
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sŸƨƖŰċũеШΝΡЯШΥΣΞрΥΤΥЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΟΥоƚΠΝΟΦΣрΜΞΜрΜΜΥΝΦрΠ 
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ΝΤΥ 
 

7ĲƚƚŸŰŸƻЯШuЮЯШxċŔŰŊЯШ9ЮЯШÅŸĤĲƖƣƚŸŰЯШsЮЯШòŸŰŊЯШfЮЯШüŔĲĤĲũũЯШuЮЯШ]ċŰŰŸŰЯШéЮÂЮsЮЯШ ŔĦőċŰŔЯШ ЮЯШ
ƖǃċЯШ]ЮЯШ ċƚőЯШsЮcЮEЮШċŰĬШ9őƖŔƚƣŔċŰƚŸŰЯШÉЮШыΞΜΞΝьШE9ÑǃƓĲƖаШŔŰШƚŔũŔĦŸШEƚĦőĲƖŔĦőŔċЮĦŸũŔЮ

ƚĲƖŸƣǃƓĲШċŰĬШƚƓĲĦŔĲƚШƓƖĲĬŔĦƣŔŸŰШŉƖŸůШƖċƽШċŰĬШċƚƚĲůĤũĲĬШƽőŸũĲрŊĲŰŸůĲШƚĲƕƨĲŰĦĲШ
ĬċƣċЮШ~ŔĦƖŸĤŔċũЮ]ĲŰŸůŔĦƚеШΤЯШΜΜΜΤΞΥЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΦΦоůŊĲŰЮΜЮΜΜΜΤΞΥ 

7ŔĲũċƚǍĲƽƚťċЯШ~ЮЯШ~ĲũũůċŰŰЯШ ЮЯШüőċŰŊЯШìЮЯШuƁĦťЯШÅЮЯШ[ƖƨƣőЯШ ЮЯШ7ċƨƽĲŰƚЯШ ЮЯШÂĲƣĲƖƚЯШ
]ЮШċŰĬШuċƖĦőЯШcЮШыΞΜΝΝьШ9őċƖċĦƣĲƖŔƚċƣŔŸŰШŸŉШƣőĲШEƚĦőĲƖŔĦőŔċЮĦŸũŔШƚƣƖċŔŰШċƚƚŸĦŔċƣĲĬШƽŔƣőШ
ċŰШŸƨƣĤƖĲċťШŸŉШőċĲůŸũǃƣŔĦШƨƖċĲůŔĦШƚǃŰĬƖŸůĲШŔŰШ]ĲƖůċŰǃЯШΞΜΝΝаШċШůŔĦƖŸĤŔŸũŸŊŔĦċũШ
ƚƣƨĬǃЮШÑőĲЮxċŰĦĲƣЮfŰŉĲĦƣŔŸƨƚЮ?ŔƚĲċƚĲƚеШΝΝЯШΣΤΝрΣΤΣЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΝΣоÉΝΠΤΟрΟΜΦΦыΝΝьΤΜΝΣΡрΤ 

7ŔŊŊƚЯШ~Ю7ЮЯШ~ĲĬũŸĦťЯШ]ЮxЮЯШ~ŸƨƣŔŰőŸЯШÑЮsЮЯШxĲĲƚЯШcЮsЮЯШÉƽċŰŰЯШsЮÅЮЯШuŸũũŔŰŊЯШ]ЮxЮШċŰĬШ
ÂċƓŔŰЯШsЮ ЮШыΞΜΝΤьШÉǃƚƣĲůƚрũĲƻĲũШůĲƣċĤŸũŔƚůШŸŉШƣőĲШċũƣĲƖĲĬШÉĦőċĲĬũĲƖШǰŸƖċЯШċШ
ĦŸůƓũĲƣĲШŊƨƣШůŔĦƖŸĤŔŸƣċЮШÑőĲЮfÉ~EЮsŸƨƖŰċũжЮ~ƨũƣŔĬŔƚĦŔƓũŔŰċƖǃЮsŸƨƖŰċũЮŸŉЮ~ŔĦƖŸĤŔċũЮ
EĦŸũŸŊǃеШΝΝЯШΠΞΣрΠΟΥЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΟΥоŔƚůĲŢЮΞΜΝΣЮΝΟΜ 

7ũċƣƣŰĲƖЯШ[ЮÅЮЯШÂũƨŰťĲƣƣЯШ]ЮЯШ7ũŸĦőЯШ9Ю ЮЯШÂĲƖŰċЯШ ЮÑЮЯШ7ƨƖũċŰĬЯШéЮЯШÅŔũĲǃЯШ~ЮЯШ
9ŸũũċĬŸéŔĬĲƚЯШsЮЯШ]ũċƚŰĲƖЯШsЮ?ЮЯШÅŸĬĲЯШ9ЮuЮЯШ~ċǃőĲƽЯШ]Ю[ЮЯШ]ƖĲŊŸƖЯШsЮЯШ?ċƻŔƚЯШ ЮìЮЯШ
uŔƖťƓċƣƖŔĦťЯШcЮ ЮЯШ]ŸĲĬĲŰЯШ~Ю ЮЯШÅŸƚĲЯШ?ЮsЮЯШ~ċƨЯШ7ЮШċŰĬШÉőċŸЯШòЮШыΝΦΦΤьШÑőĲШĦŸůƓũĲƣĲШ
ŊĲŰŸůĲШƚĲƕƨĲŰĦĲШŸŉШEƚĦőĲƖŔĦőŔċЮĦŸũŔШuрΝΞЮШÉĦŔĲŰĦĲеШΞΤΤЯШΝΠΡΟрΝΠΣΞЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΞΣоƚĦŔĲŰĦĲЮΞΤΤЮΡΟΟΝЮΝΠΡΟ 

7ũŸŸůǯĲũĬЯШÉЮsЮЯШcŔũĬĲĤƖċŰĬЯШ[ЮЯШüŸůĲƖЯШ ЮxЮЯШÂċũċƨЯШÅЮШċŰĬШ~ċƣőĲƖЯШ ЮEЮШыΞΜΞΡьШ
EĦŸũŸŊŔĦċũШŔŰƚŔŊőƣƚШŔŰƣŸШƣőĲШůŔĦƖŸĤŔŸũŸŊǃШŸŉШŉŸŸĬШƨƚŔŰŊШůĲƣċŊĲŰŸůŔĦƚШċŰĬШŔƣƚШ
ƓŸƣĲŰƣŔċũШƚƨƖƻĲŔũũċŰĦĲШċƓƓũŔĦċƣŔŸŰƚЮШ~ŔĦƖŸĤŔċũЮ]ĲŰŸůŔĦƚеШΝΝЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΦΦоůŊĲŰЮΜЮΜΜΝΟΟΤ 

7ũŸŸůǯĲũĬЯШÉЮsЮЯШsċŰĲĦťŸЯШ ЮЯШÂċũċƨЯШÅЮЯШ ũŔťőċŰЯШ Юр[ЮШċŰĬШ~ċƣőĲƖЯШ ЮEЮШыΞΜΞΟċьШ
]ĲŰŸůŔĦШĬŔƻĲƖƚŔƣǃШċŰĬШĲƓŔĬĲůŔŸũŸŊŔĦċũШƚŔŊŰŔǯĦċŰĦĲШŸŉШŰŸŰрƣǃƓőŸŔĬċũШÉċũůŸŰĲũũċШ
ŉŸƨŰĬШŔŰШƖĲƣċŔũШŉŸŸĬШĦŸũũĲĦƣĲĬШŔŰШ ŸƖŉŸũťЯШÖuЮШ~ŔĦƖŸĤŔċũЮ]ĲŰŸůŔĦƚеШΦЯШΜΜΝΜΤΡЮШ
ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΦΦоůŊĲŰЮΜЮΜΜΝΜΤΡ 

7ũŸŸůǯĲũĬЯШÉЮsЮЯШÂċũċƨЯШÅЮЯШcŸũĬĲŰЯШEЮÅЮЯШìĲĤĤĲƖЯШ~Ю ЮШċŰĬШ~ċƣőĲƖЯШ ЮEЮШыΞΜΞΠьШ
]ĲŰŸůŔĦШĦőċƖċĦƣĲƖŔǍċƣŔŸŰШŸŉШÂƚĲƨĬŸůŸŰċƚЮƚƓƓЮШŸŰШŉŸŸĬаШŔůƓũŔĦċƣŔŸŰƚШŉŸƖШƚƓŸŔũċŊĲЯШ
ċŰƣŔůŔĦƖŸĤŔċũШƖĲƚŔƚƣċŰĦĲШċŰĬШőƨůċŰШŔŰŉĲĦƣŔŸŰЮШ7~9Ю~ŔĦƖŸĤŔŸũŸŊǃеШΞΠЯШΞΜЮШ ƻċŔũċĤũĲШ
ċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΥΣоƚΝΞΥΣΣрΜΞΟрΜΟΝΡΟрΦ 

7ũŸŸůǯĲũĬЯШÉЮsЮЯШüŸůĲƖЯШ ЮxЮЯШ§ѣ]ƖċĬǃЯШsЮЯШuċǃЯШ]ЮxЮЯШìċŔŰЯШsЮЯШsċŰĲĦťŸЯШ ЮЯШÂċũċƨЯШÅЮШċŰĬШ
~ċƣőĲƖЯШ ЮEЮШыΞΜΞΟĤьШ?ĲƣĲƖůŔŰċƣŔŸŰШċŰĬШƕƨċŰƣŔǯĦċƣŔŸŰШŸŉШůŔĦƖŸĤŔċũШĦŸůůƨŰŔƣŔĲƚШċŰĬШ
ċŰƣŔůŔĦƖŸĤŔċũШƖĲƚŔƚƣċŰĦĲШŸŰШŉŸŸĬШƣőƖŸƨŊőШőŸƚƣШ? рĬĲƓũĲƣĲĬШůĲƣċŊĲŰŸůŔĦƚЮШ[ŸŸĬЮ
~ŔĦƖŸĤŔŸũŸŊǃеШΝΝΜЯШΝΜΠΝΣΞЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΝΣоŢЮŉůЮΞΜΞΞЮΝΜΠΝΣΞ 

7ŸĲőůĲƖЯШÑЮЯШéŸŊũĲƖЯШ ЮsЮЯШÑőŸůċƚЯШ ЮЯШÉċƨĲƖЯШÉЮЯШcĲƖŊĲŰƖŸĲƣőĲƖЯШ~ЮЯШÉƣƖċƨĤŔŰŊĲƖЯШÅЮuЮЯШ
7ŔƖĬƚĲũũЯШ?ЮЯШuĲŔůЯШÂЮЯШÉċőũЯШsЮìЮЯШìŔũũŔċůƚŸŰЯШ9ЮcЮ?ЮШċŰĬШÅŔĲőůЯШsЮ~ЮШыΞΜΝΥьШ

https://doi.org/10.1099/mgen.0.000728
https://doi.org/10.1016/S1473-3099(11)70165-7
https://doi.org/10.1038/ismej.2016.130
https://doi.org/10.1126/science.277.5331.1453
https://doi.org/10.1099/mgen.0.001337
https://doi.org/10.1099/mgen.0.001075
https://doi.org/10.1186/s12866-023-03153-9
https://doi.org/10.1016/j.fm.2022.104162


ΝΤΦ 
 

ÂőĲŰŸƣǃƓŔĦШĦőċƖċĦƣĲƖŔǍċƣŔŸŰШċŰĬШƽőŸũĲШŊĲŰŸůĲШċŰċũǃƚŔƚШŸŉШĲǂƣĲŰĬĲĬрƚƓĲĦƣƖƨůШĤĲƣċр
ũċĦƣċůċƚĲрƓƖŸĬƨĦŔŰŊШĤċĦƣĲƖŔċШŔƚŸũċƣĲĬШŉƖŸůШĬŸŊƚШŔŰШ]ĲƖůċŰǃЮШÂx§ÉЮ§ EеШΝΟЯШ
ĲΜΞΜΣΞΡΞЮШ ƻċŔũċĤũĲШċƣаШΝΜЮΝΟΤΝоŢŸƨƖŰċũЮƓŸŰĲЮΜΞΜΣΞΡΞ 

7ŸũŊĲƖЯШ Ю~ЮЯШxŸőƚĲЯШ~ЮШċŰĬШÖƚċĬĲũЯШ7ЮШыΞΜΝΠьШÑƖŔůůŸůċƣŔĦаШċШǰĲǂŔĤũĲШƣƖŔůůĲƖШŉŸƖШ
fũũƨůŔŰċШƚĲƕƨĲŰĦĲШĬċƣċЮШ7ŔŸŔŰŉŸƖůċƣŔĦƚеШΟΜЯШΞΝΝΠрΞΝΞΜЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΦΟоĤŔŸŔŰŉŸƖůċƣŔĦƚоĤƣƨΝΤΜ 

7ŸƖƣŸũċŔċЯШéЮЯШuċċƚЯШÅЮÉЮЯШÅƨƓƓĲЯШEЮЯШÅŸĤĲƖƣƚЯШ~Ю9ЮЯШÉĦőƽċƖǍЯШÉЮЯШ9ċƣƣŸŔƖЯШéЮЯШÂőŔũŔƓƓŸŰЯШ
ЮЯШ ũũĲƚŸĲЯШÅЮxЮЯШÅĲĤĲũŸЯШ ЮÅЮЯШ[ũŸƖĲŰƚċЯШ Ю[ЮЯШ[ċŊĲũőċƨĲƖЯШxЮЯШ9őċťƖċĤŸƖƣǃЯШÑЮЯШ

 ĲƨůċŰŰЯШ7ЮЯШìĲƖŰĲƖЯШ]ЮЯШ7ĲŰĬĲƖЯШsЮuЮЯШÉƣŔŰŊũЯШuЮЯШ ŊƨǃĲŰЯШ~ЮЯШ9ŸƓƓĲŰƚЯШsЮЯШñċƻŔĲƖЯШ
7Ю7ЮЯШ~ċũőŸƣƖċрuƨůċƖЯШÉЮЯШìĲƚƣőЯШcЮЯШÂŔŰőŸũƣЯШ~ЮЯШ ŰŢƨůЯШ~Ю[ЮЯШ?ƨŊŊĲƣƣЯШ Ю ЮЯШuĲůƓŉЯШ
fЮЯШ ǃťċƚĲŰŸŢċЯШÉЮЯШ§ũťťŸũċЯШÉЮЯШìŔĲĦǍŸƖĲťЯШuЮЯШ ůċƖŸЯШ ЮЯШ9ũĲůĲŰƣĲЯШxЮЯШ~ŸƚƚŸŰŊЯШsЮЯШ
xŸƚĦőЯШÉЮЯШÅċŊŔůĤĲċƨЯШ9ЮЯШxƨŰĬЯШ§ЮШċŰĬШ ċƖĲƚƣƖƨƓЯШ[Ю~ЮШыΞΜΞΜьШÅĲƚ[ŔŰĬĲƖШΠЮΜШŉŸƖШ
ƓƖĲĬŔĦƣŔŸŰƚШŸŉШƓőĲŰŸƣǃƓĲƚШŉƖŸůШŊĲŰŸƣǃƓĲƚЮШsŸƨƖŰċũЮŸŉЮ ŰƣŔůŔĦƖŸĤŔċũЮ9őĲůŸƣőĲƖċƓǃеШ
ΤΡЯШΟΠΦΝрΟΡΜΜЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΦΟоŢċĦоĬťċċΟΠΡ 

7ŸƚŔЯШEЮЯШ[ċŰŔЯШÅЮШċŰĬШ[ŸŰĬŔЯШ~ЮШыΞΜΝΡьШ?ĲǯŰŔŰŊШ§ƖƣőŸũŸŊƚШċŰĬШÂċŰŊĲŰŸůĲШÉŔǍĲШ
~ĲƣƖŔĦƚЮШfŰжШ~ĲŰŊŸŰŔЯШ ЮЯШ]ċũċƖĬŔŰŔЯШ~ЮШċŰĬШ[ŸŰĬŔЯШ~ЮШыĲĬЮШΝьШ7ċĦƣĲƖŔċũЮÂċŰŊĲŰŸůŔĦƚжЮ
~ĲƣőŸĬƚЮċŰĬЮÂƖŸƣŸĦŸũƚдШ ĲƽШòŸƖťЯШ òаШÉƓƖŔŰŊĲƖШ ĲƽШòŸƖťЮΝΦΝрΞΜΞЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΜΤоΦΤΥрΝрΠΦΟΦрΝΤΞΜрΠхΝΟ 

7ŸƨƖŰĲЯШsЮ ЮЯШ9őŸŰŊЯШìЮxЮШċŰĬШ]ŸƖĬŸŰЯШ?Ю~ЮШыΞΜΝΦьШ]ĲŰĲƣŔĦШƚƣƖƨĦƣƨƖĲЯШċŰƣŔůŔĦƖŸĤŔċũШ
ƖĲƚŔƚƣċŰĦĲШċŰĬШŉƖĲƕƨĲŰĦǃШŸŉШőƨůċŰШċƚƚŸĦŔċƣĲĬШEƚĦőĲƖŔĦőŔċЮĦŸũŔЮƚĲƕƨĲŰĦĲШƣǃƓĲƚШ
ċůŸŰŊШŉċĲĦċũШŔƚŸũċƣĲƚШŉƖŸůШőĲċũƣőǃШĬŸŊƚШċŰĬШĦċƣƚШũŔƻŔŰŊШŔŰШ9ċŰĤĲƖƖċЯШ ƨƚƣƖċũŔċЮШÂx§ÉЮ
§ EеШΝΠЯШĲΜΞΝΞΥΣΤЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΟΤΝоŢŸƨƖŰċũЮƓŸŰĲЮΜΞΝΞΥΣΤ 

7ƖŔƣŔƚőШ~ĲċƣШÂƖŸĦĲƚƚŸƖƚШ ƚƚŸĦŔċƣŔŸŰЮШыΞΜΞΞьШ~ŸĬƨũĲƚЮ҂ЮÅƨũĲƚЮΩЮÂŔŊЮÉũċƨŊőƣĲƖЮШ
őƣƣƓƚаооƕƨċũŔƣǃƓŸƖťĦőċƖƣĲƖЮŸƖŊоůŸĬƨũĲƚрƖƨũĲƚоЮШ ƻċŔũċĤũĲаШ
őƣƣƓƚаооƕƨċũŔƣǃƓŸƖťĦőċƖƣĲƖЮŸƖŊоƖƨũĲƚоƓŔŊрƽĲũŉċƖĲрƚũċƨŊőƣĲƖоƓŔŊрƚũċƨŊőƣĲƖоШя ĦĦĲƚƚĲĬШ
ΜΡоΜΣоΞΜΞΠѐЮ 

7ƖŸĦőŔĲƖЯШ9ЮЯШ7ċƓƣĲƚƣĲЯШEЮЯШ~ŸƖĲŔƖċЯШ?ЮШċŰĬШÂőŔũŔƓƓĲЯШcЮШыΞΜΜΞьШEƨĤċĦƣĲƖŔċũШƓőǃũŸŊĲŰǃШ
ĤċƚĲĬШŸŰШƣƖċŰƚũċƣŔŸŰċũШċƓƓċƖċƣƨƚШƓƖŸƣĲŔŰƚЮШÑƖĲŰĬƚЮŔŰЮ]ĲŰĲƣŔĦƚеШΝΥЯШΝрΡЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΝΣоÉΜΝΣΥрΦΡΞΡыΜΝьΜΞΡΞΞрΤ 

7ƖŸƨƽĲƖЯШ~ЮÉЮ~ЮЯШüċŰĬĤĲƖŊĲŰШéċŰШEƚƚĲŰЯШ ЮЯШuċŰƣЯШ ЮЯШÅċƓċũũŔŰŔЯШ~ЮЯШcċƖĬĲƖƚЯШ[ЮЯШ
7ŸƚƚĲƖƚЯШ ЮЯШìƨũũŔŰŊƚЯШ7ЮЯШìŔƣЯШ7ЮШċŰĬШéĲũĬůċŰЯШuЮÑЮШыΞΜΞΟьШfůƓũĲůĲŰƣċƣŔŸŰШŸŉШì]ÉШ
ċŰċũǃƚŔƚШŸŉШEÉ7xрƓƖŸĬƨĦŔŰŊШEƚĦőĲƖŔĦőŔċЮĦŸũŔЮƽŔƣőŔŰШEÖШ ~ÅШůŸŰŔƣŸƖŔŰŊШŔŰШũŔƻĲƚƣŸĦťШ
ċŰĬШůĲċƣЮШsŸƨƖŰċũЮŸŉЮ ŰƣŔůŔĦƖŸĤŔċũЮ9őĲůŸƣőĲƖċƓǃЯШΝΤΜΝтΝΤΜΠЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΦΟоŢċĦоĬťċĬΝΡΥ 

7ƖŸƽĲƖЯШ ЮéЮüЮШыΞΜΝΣьШìőċƣШŔƚШċШĦũċĬŸŊƖċůШċŰĬШƽőċƣШŔƚШŰŸƣеШ9ũċĬŔƚƣŔĦƚеШΟΞЯШΡΤΟрΡΤΣЮШ
ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΝΝоĦũċЮΝΞΝΠΠ 
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ΝΥΜ 
 

7ƨĤĲƖŊЯШ~ЮxЮЯШìċƚƣĲƚŸŰЯШòЮЯШxŔŰĬƚƣĲĬƣЯШ7Ю ЮШċŰĬШìŔƣƚƏЯШfЮxЮШыΞΜΞΟьШfŰЮƻŔƣƖŸШĬŔŊĲƚƣŔŸŰШŸŉШ
EÉ9рƖĲƚŔƚƣċŰƣШEƚĦőĲƖŔĦőŔċЮĦŸũŔШŉƖŸůШƓŸƨũƣƖǃШůĲċƣШċŰĬШĲƻċũƨċƣŔŸŰШŸŉШőƨůċŰШőĲċũƣőШ
ƖŔƚťЮШ[ƖŸŰƣŔĲƖƚЮŔŰЮ~ŔĦƖŸĤŔŸũŸŊǃеШéŸũƨůĲШΝΠШрШΞΜΞΟЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΟΟΥΦоŉůŔĦĤЮΞΜΞΟЮΝΜΡΜΝΠΟ 

7ƨƖċŰċƚŔŰƚƨƓЯШÉЮЯШìŔƖċƣƚƨĬċťƨũЯШ ЮЯШ9őċŰƣŸŰŊЯШ7ЮЯШ~ċťũŸŰЯШuЮЯШÉƨƽċŰƓċťĬĲĲЯШÉЮЯШ
sŔĲůƣċƽĲĲĤŸŸŰЯШÉЮШċŰĬШÉċťĦċůĬƨċŰŊЯШìЮШыΞΜΞΟьШÂƖĲƻċũĲŰĦĲШċŰĬШĦőċƖċĦƣĲƖŔǍċƣŔŸŰШŸŉШ
ċŰƣŔůŔĦƖŸĤŔċũрƖĲƚŔƚƣċŰƣШEƚĦőĲƖŔĦőŔċЮĦŸũŔЮŔƚŸũċƣĲĬШŉƖŸůШƻĲƣĲƖŔŰċƖǃШƚƣċǭЯШƓĲƣƚЯШċŰĬШƓĲƣШ
ŸƽŰĲƖƚШŔŰШÑőċŔũċŰĬЮШsŸƨƖŰċũЮŸŉЮfŰŉĲĦƣŔŸŰЮċŰĬЮÂƨĤũŔĦЮcĲċũƣőеШΝΣЯШΝΦΠрΞΜΞЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΝΣоŢЮŢŔƓőЮΞΜΞΟЮΝΝЮΜΜΣ 

9ċůƓŔƣĲũũŔЯШEЮШыΞΜΞΞьШŊŊŰĲƽƚĦċũĲжЮ~ƨũƣŔƓũĲЮ[ŔũũЮċŰĬЮ9ŸũŸƨƖЮÉĦċũĲƚЮŔŰЮѩŊŊƓũŸƣΥѩЮШ
ƻċŔũċĤũĲаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΡΞΥΝоǍĲŰŸĬŸЮΞΡΠΟΤΣΞШя ĦĦĲƚƚĲĬШΝΡоΜΠоΞΜΞΡѐЮ 

9ċƖċƣƣŸũŔЯШ ЮШċŰĬШcċƚůċŰЯШcЮШыΞΜΞΜьШÂũċƚůŔĬ[ŔŰĬĲƖШċŰĬШŔŰЮƚŔũŔĦŸЮƓ~xÉÑаШŔĬĲŰƣŔǯĦċƣŔŸŰШ
ċŰĬШƣǃƓŔŰŊШŸŉШƓũċƚůŔĬШƖĲƓũŔĦŸŰƚШŔŰШƽőŸũĲрŊĲŰŸůĲШƚĲƕƨĲŰĦŔŰŊШыì]ÉьЮШfŰжШ?ĲШxċШ9ƖƨǍЯШ
[ЮШыĲĬЮьШcŸƖŔǍŸŰƣċũЮ]ĲŰĲЮÑƖċŰƚŉĲƖжЮ~ĲƣőŸĬƚЮċŰĬЮÂƖŸƣŸĦŸũƚдШ ĲƽШòŸƖťЯШ òаШÉƓƖŔŰŊĲƖШ
ÖÉЮΞΥΡрΞΦΠЮ 

9ċƚƣƖŸрÅŸƚċƚЯШsЮЯШ9ĲƖŰċр9ŸƖƣĲƚЯШsЮ[ЮЯШ~ĲŰĬĲǍрÅĲǃĲƚЯШEЮЯШxŸƓĲǍрcĲƖŰċŰĬĲǍЯШ?ЮЯШ
]ŸůĲǍр ũĬċƓċЯШ9Ю ЮШċŰĬШEƚƣƖċĬċр]ċƖĦŔċЯШÑЮШыΞΜΝΞьШÂƖĲƚĲŰĦĲШŸŉШŉċĲĦċũШĦŸũŔŉŸƖůƚЯШ
EƚĦőĲƖŔĦőŔċЮĦŸũŔШċŰĬШĬŔċƖƖőĲċŊĲŰŔĦШEдЮĦŸũŔШƓċƣőŸƣǃƓĲƚШŔŰШƖĲċĬǃрƣŸрĲċƣШƚċũċĬƚЯШŉƖŸůШċŰШ
ċƖĲċШƽőĲƖĲШĦƖŸƓƚШċƖĲШŔƖƖŔŊċƣĲĬШƽŔƣőШƨŰƣƖĲċƣĲĬШƚĲƽċŊĲШƽċƣĲƖЮШfŰƣĲƖŰċƣŔŸŰċũЮsŸƨƖŰċũЮŸŉЮ
[ŸŸĬЮ~ŔĦƖŸĤŔŸũŸŊǃеШΝΡΣЯШΝΤΣрΝΥΜЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΝΣоŢЮŔŢŉŸŸĬůŔĦƖŸЮΞΜΝΞЮΜΟЮΜΞΡ 

9ċƣċũċŰŸЯШ ЮЯШfċĦŸƓĲƣƣċЯШ?ЮЯШ9ĲƖċůĲũũċЯШsЮЯШÉĦƨůċĦŔЯШ?ЮЯШ]ŔƨǍŔŸЯШ[ЮЯШÉċƣƨƖŰŔŰŸЯШ9ЮЯШ
ƕƨċƖŸЯШÉЮЯШÅŸƚċŰŸЯШ9ЮШċŰĬШÉŔŰŔĦƖŸƓŔЯШ~ЮÉЮШыΞΜΞΞьШ~ƨũƣŔĬƖƨŊШƖĲƚŔƚƣċŰĦĲШы~?ÅьаШċШ
ƽŔĬĲƚƓƖĲċĬШƓőĲŰŸůĲŰŸŰШŔŰШƓőċƖůċĦŸũŸŊŔĦċũШƣőĲƖċƓŔĲƚЮШ~ŸũĲĦƨũĲƚеШΞΤЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΟΟΦΜоůŸũĲĦƨũĲƚΞΤΜΟΜΣΝΣ 

9ċƨŊċŰƣЯШ?Ю ЮЯШxĲƻŔŰЯШ7ЮÅЮШċŰĬШÉĲũċŰĬĲƖЯШÅЮuЮШыΝΦΥΝьШ]ĲŰĲƣŔĦШĬŔƻĲƖƚŔƣǃШċŰĬШƣĲůƓŸƖċũШ
ƻċƖŔċƣŔŸŰШŔŰШƣőĲШEдЮĦŸũŔШƓŸƓƨũċƣŔŸŰШŸŉШċШőƨůċŰШőŸƚƣЮШ]ĲŰĲƣŔĦƚеШΦΥЯШΠΣΤрΠΦΜЮШ ƻċŔũċĤũĲШ
ċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΦΟоŊĲŰĲƣŔĦƚоΦΥЮΟЮΠΣΤ 

9ċƨŊċŰƣЯШ?Ю ЮЯШxĲƻŔŰЯШ7ЮÅЮШċŰĬШÉĲũċŰĬĲƖЯШÅЮuЮШыΝΦΥΠьШ?ŔƚƣƖŔĤƨƣŔŸŰШŸŉШůƨũƣŔũŸĦƨƚШ
ŊĲŰŸƣǃƓĲƚШŸŉШEƚĦőĲƖŔĦőŔċЮĦŸũŔШƽŔƣőŔŰШċŰĬШĤĲƣƽĲĲŰШőŸƚƣШŉċůŔũŔĲƚЮШsŸƨƖŰċũЮŸŉЮcǃŊŔĲŰĲеШ
ΦΞЯШΟΤΤрΥΠЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΝΤоƚΜΜΞΞΝΤΞΠΜΜΜΣΠΡΦΤ 

9őċŰЯШòЮЯШcŸĤċŰЯШ ЮЯШ~ŸŸƖĲЯШcЮЯШ]ƖĲŔŊЯШ?ЮЯШÂċŔŰƚĲƣЯШ ЮЯШsŸƖŊĲŰƚĲŰЯШ[ЮЯШ9őċƣƣċƽċǃЯШ~Ю ЮЯШ
sĲŰťŔŰƚЯШ9ЮЯШ7ċũċƚĲŊċƖċůЯШÉЮЯШ~Ħ9ŸƖůŔĦťЯШsЮШċŰĬШxċƖťŔŰЯШxЮШыΞΜΞΟьШÑƽŸШ§ƨƣĤƖĲċťƚШŸŉШ
[ŸŸĬĤŸƖŰĲШ]ċƚƣƖŸŔŰƣĲƚƣŔŰċũШfŰŉĲĦƣŔŸŰШxŔŰťĲĬШƣŸШ9ŸŰƚƨůƓƣŔŸŰШŸŉШfůƓŸƖƣĲĬШ~ĲũŸŰƚЯШ
ÖŰŔƣĲĬШuŔŰŊĬŸůЯШ~ċƖĦőШƣŸШ ƨŊƨƚƣШΞΜΞΝЮШsŸƨƖŰċũЮŸŉЮ[ŸŸĬЮÂƖŸƣĲĦƣŔŸŰеШΥΣЯШΝΜΜΜΞΤЮШ
ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΝΣоŢЮŢŉƓЮΞΜΞΞЮΝΜΜΜΞΤ 
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ΝΥΝ 
 

9őċƣƣċƽċǃЯШ~Ю ЮЯШÉĦőċĲŉĲƖЯШÖЮЯШÑĲƽŸũĬĲЯШÅЮЯШÑЮsЮЯШ?ЮШċŰĬШsĲŰťŔŰƚЯШ9ЮШыΞΜΝΤьШ
fĬĲŰƣŔǯĦċƣŔŸŰШŸŉШEƚĦőĲƖŔĦőŔċЮĦŸũŔЮċŰĬЮÉőŔŊĲũũċШÉƓĲĦŔĲƚШŉƖŸůШìőŸũĲр]ĲŰŸůĲШ
ÉĲƕƨĲŰĦĲƚЮШsŸƨƖŰċũЮŸŉЮ9ũŔŰŔĦċũЮ~ŔĦƖŸĤŔŸũŸŊǃеШΡΡЯШΣΝΣрΣΞΟЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΞΥоs9~ЮΜΝΤΦΜрΝΣ 

9őĲŰЯШxЮЯШìċŰŊЯШxЮЯШòċƚƚŔŰЯШ ЮuЮЯШüőċŰŊЯШsЮЯШ]ŸŰŊЯШsЮЯШÄŔЯШuЮЯШ]ċŰƣċЯШÅЮÅЮЯШüőċŰŊЯШòЮЯШ
òċŰŊЯШòЮЯШcċŰЯШñЮШċŰĬШìċŰŊЯШ9ЮШыΞΜΝΥьШ]ĲŰĲƣŔĦШĦőċƖċĦƣĲƖŔǍċƣŔŸŰШŸŉШĲǂƣƖċŔŰƣĲƚƣŔŰċũШ
EƚĦőĲƖŔĦőŔċЮĦŸũŔШŔƚŸũċƣĲƚШŉƖŸůШĦőŔĦťĲŰЯШĦŸƽШċŰĬШƚƽŔŰĲЮШ~7ЮEǂƓƖĲƚƚеШΥЯШΝΝΤЮШ ƻċŔũċĤũĲШ
ċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΥΣоƚΝΟΡΣΥрΜΝΥрΜΣΠΣрΥ 

9őĲŰЯШxЮЯШüőĲŰŊЯШ?ЮЯШxŔƨЯШ7ЮЯШòċŰŊЯШsЮШċŰĬШsŔŰЯШÄЮШыΞΜΝΡьШé[?7ШΞΜΝΣаШőŔĲƖċƖĦőŔĦċũШċŰĬШ
ƖĲǯŰĲĬШĬċƣċƚĲƣШŉŸƖШĤŔŊШĬċƣċШċŰċũǃƚŔƚуΝΜШǃĲċƖƚШŸŰЮШ ƨĦũĲŔĦЮ ĦŔĬƚЮÅĲƚĲċƖĦőеШΠΠЯШ?ΣΦΠр
?ΣΦΤЮШ ƻċŔũċĤũĲШċƣаШΝΜЮΝΜΦΟоŰċƖоŊťƻΝΞΟΦ 

9őĲŰЯШxЮcЮЯШüőĲŰŊЯШ?Ю?ЮЯШxŔƨЯШ7ЮЯШòċŰŊЯШsЮШċŰĬШsŔŰЯШÄЮШыΞΜΝΣьШé[?7ШΞΜΝΣаШőŔĲƖċƖĦőŔĦċũШ
ċŰĬШƖĲǯŰĲĬШĬċƣċƚĲƣШŉŸƖШĤŔŊШĬċƣċШċŰċũǃƚŔƚрΝΜШǃĲċƖƚШŸŰЮШ ƨĦũĲŔĦЮ ĦŔĬƚЮÅĲƚеШΠΠЯШ?ΣΦΠр
?ΣΦΤЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΦΟоŰċƖоŊťƻΝΞΟΦ 

9őĲŰŊЯШxЮЯШ9ŸŰŰŸƖЯШÑЮÅЮЯШÉŔƖĲŰЯШsЮЯШ ċŰĲŰƚĲŰЯШ?Ю~ЮШċŰĬШ9ŸƖċŰĬĲƖЯШsЮШыΞΜΝΟьШcŔĲƖċƖĦőŔĦċũШ
ċŰĬШÉƓċƣŔċũũǃШEǂƓũŔĦŔƣШ9ũƨƚƣĲƖŔŰŊШŸŉШ?  ШÉĲƕƨĲŰĦĲƚШƽŔƣőШ7 ÂÉШÉŸŉƣƽċƖĲЮШ~ŸũĲĦƨũċƖЮ
7ŔŸũŸŊǃЮċŰĬЮEƻŸũƨƣŔŸŰеШΟΜЯШΝΞΞΠрΝΞΞΥЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΦΟоůŸũĤĲƻоůƚƣΜΞΥ 

9őƖŔƚƣċťŔЯШEЮЯШ~ċƖĦŸƨЯШ~ЮШċŰĬШÑŸŉċƖŔĬĲƚЯШ ЮШыΞΜΞΜьШ ŰƣŔůŔĦƖŸĤŔċũШÅĲƚŔƚƣċŰĦĲШŔŰШ
7ċĦƣĲƖŔċаШ~ĲĦőċŰŔƚůƚЯШEƻŸũƨƣŔŸŰЯШċŰĬШÂĲƖƚŔƚƣĲŰĦĲЮШsŸƨƖŰċũЮŸŉЮ~ŸũĲĦƨũċƖЮEƻŸũƨƣŔŸŰеШ
ΥΥЯШΞΣрΠΜЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΜΤоƚΜΜΞΟΦрΜΝΦрΜΦΦΝΠрΟ 

9őƨŰŊЯШcЮsЮЯШ7ċŰŊЯШìЮШċŰĬШ?ƖċťĲЯШ~Ю ЮШыΞΜΜΣьШÉƣƖĲƚƚШÅĲƚƓŸŰƚĲШŸŉШEƚĦőĲƖŔĦőŔċЮĦŸũŔЮШ
9ŸůƓƖĲőĲŰƚŔƻĲЮÅĲƻŔĲƽƚЮŔŰЮ[ŸŸĬЮÉĦŔĲŰĦĲЮċŰĬЮ[ŸŸĬЮÉċŉĲƣǃеШΡЯШΡΞрΣΠЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΝΝоŢЮΝΡΠΝрΠΟΟΤЮΞΜΜΣЮΜΜΜΜΞЮǂ 

9ũĲƖůŸŰƣЯШ§ЮЯШ7ŸŰċĦŸƖƚŔЯШÉЮШċŰĬШ7ŔŰŊĲŰЯШEЮШыΞΜΜΜьШÅċƓŔĬШċŰĬШƚŔůƓũĲШĬĲƣĲƖůŔŰċƣŔŸŰШŸŉШ
ƣőĲШEƚĦőĲƖŔĦőŔċЮĦŸũŔЮƓőǃũŸŊĲŰĲƣŔĦШŊƖŸƨƓЮШƓƓũŔĲĬЮċŰĬЮEŰƻŔƖŸŰůĲŰƣċũЮ~ŔĦƖŸĤŔŸũŸŊǃеШΣΣЯШ
ΠΡΡΡрΠΡΡΥЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΞΥо E~ЮΣΣЮΝΜЮΠΡΡΡрΠΡΡΥЮΞΜΜΜ 

9ũĲƖůŸŰƣЯШ§ЮЯШ9őƖŔƚƣĲŰƚŸŰЯШsЮuЮЯШ?ĲŰċůƨƖЯШEЮШċŰĬШ]ŸƖĬŸŰЯШ?Ю~ЮШыΞΜΝΟьШÑőĲШ9ũĲƖůŸŰƣШ
EƚĦőĲƖŔĦőŔċЮĦŸũŔШƓőǃũŸрƣǃƓŔŰŊШůĲƣőŸĬШƖĲƻŔƚŔƣĲĬаШŔůƓƖŸƻĲůĲŰƣШŸŉШƚƓĲĦŔǯĦŔƣǃШċŰĬШ
ĬĲƣĲĦƣŔŸŰШŸŉШŰĲƽШƓőǃũŸрŊƖŸƨƓƚЮШEŰƻŔƖŸŰůĲŰƣċũЮ~ŔĦƖŸĤŔŸũŸŊǃЮÅĲƓŸƖƣƚеШΡЯШΡΥрΣΡЮШ
ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΝΝоΝΤΡΥрΞΞΞΦЮΝΞΜΝΦ 

9ũĲƖůŸŰƣЯШ§ЮЯШ9ŸŰĬċůŔŰĲЯШ7ЮЯШ?ŔŸŰЯШÉЮЯШ]ŸƖĬŸŰЯШ?Ю~ЮШċŰĬШ?ĲŰċůƨƖЯШEЮШыΞΜΞΝьШÑőĲШEШ
ƓőǃũŸŊƖŸƨƓШŸŉШEƚĦőĲƖŔĦőŔċЮĦŸũŔШŔƚШőŔŊőũǃШĬŔƻĲƖƚĲШċŰĬШůŔůŔĦƚШƣőĲШƽőŸũĲШEдЮĦŸũŔШƚƓĲĦŔĲƚШ
ƓŸƓƨũċƣŔŸŰШƚƣƖƨĦƣƨƖĲЮШEŰƻŔƖŸŰůĲŰƣċũЮ~ŔĦƖŸĤŔŸũŸŊǃеШΞΟЯШΤΝΟΦрΤΝΡΝЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΝΝоΝΠΣΞрΞΦΞΜЮΝΡΤΠΞ 

https://doi.org/10.1128/JCM.01790-16
https://doi.org/10.1186/s13568-018-0646-8
https://doi.org/10.1093/nar/gkv1239
https://doi.org/10.1093/molbev/mst028
https://doi.org/10.1007/s00239-019-09914-3
https://doi.org/10.1111/j.1541-4337.2006.00002.x
https://doi.org/10.1128/AEM.66.10.4555-4558.2000
https://doi.org/10.1111/1758-2229.12019
https://doi.org/10.1111/1462-2920.15742


ΝΥΞ 
 

9ũĲƖůŸŰƣЯШ§ЮЯШ?ŔǂŔƣЯШ§ЮéЮ ЮЯШéċŰŊĦőőŔċЯШ7ЮЯШ9ŸŰĬċůŔŰĲЯШ7ЮЯШ?ŔŸŰЯШÉЮЯШ7ƖŔĬŔĲƖр ċőůŔċƚЯШ
ЮЯШ?ĲŰċůƨƖЯШEЮШċŰĬШ]ŸƖĬŸŰЯШ?ЮШыΞΜΝΦьШ9őċƖċĦƣĲƖŔǍċƣŔŸŰШċŰĬШƖċƓŔĬШŔĬĲŰƣŔǯĦċƣŔŸŰШŸŉШ

ƓőǃũŸŊƖŸƨƓШ]ШŔŰШEƚĦőĲƖŔĦőŔċЮĦŸũŔЯШċШũŔŰĲċŊĲШƽŔƣőШőŔŊőШƻŔƖƨũĲŰĦĲШċŰĬШċŰƣŔĤŔŸƣŔĦШ
ƖĲƚŔƚƣċŰĦĲШƓŸƣĲŰƣŔċũЮШEŰƻŔƖŸŰůĲŰƣċũЮ~ŔĦƖŸĤŔŸũŸŊǃеШΞΝЯШΟΝΜΤрΟΝΝΤЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΝΝоΝΠΣΞрΞΦΞΜЮΝΠΤΝΟ 

9ũĲƖůŸŰƣЯШ§ЮЯШ]ŸƖĬŸŰЯШ?ЮШċŰĬШ?ĲŰċůƨƖЯШEЮШыΞΜΝΡьШ]ƨŔĬĲШƣŸШƣőĲШƻċƖŔŸƨƚШƓőǃũŸŊĲŰĲƣŔĦШ
ĦũċƚƚŔǯĦċƣŔŸŰШƚĦőĲůĲƚШŉŸƖШEƚĦőĲƖŔĦőŔċЮĦŸũŔШċŰĬШƣőĲШĦŸƖƖĲƚƓŸŰĬĲŰĦĲШċůŸŰŊШ
ƚĦőĲůĲƚЮШ~ŔĦƖŸĤŔŸũŸŊǃеШΝΣΝЯШΦΥΜрΦΥΥЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΦΦоůŔĦЮΜЮΜΜΜΜΣΟ 

9ŸőĲŰЯШÂЮÉЮЯШ~Ħ9ŸƖůŔĦťЯШ7Ю ЮЯШ[ƖċŰťũŔŰЯШ?ЮÂЮЯШ7ƨƖŊőŸǭЯШÅЮxЮШċŰĬШxċƨǂЯШ?Ю9ЮШыΝΦΦΝьШÑőĲШ
ÅŸũĲШŸŉШxċƖŊĲШfŰƣĲƚƣŔŰĲШ~ƨĦƨƚШŔŰШ9ŸũŸŰŔǍċƣŔŸŰШŸŉШƣőĲШ~ŸƨƚĲШxċƖŊĲШfŰƣĲƚƣŔŰĲШĤǃШ
EƚĦőĲƖŔĦőŔċЮĦŸũŔШ[рΝΥШċŰĬШÉċũůŸŰĲũũċЮƣǃƓőŔůƨƖŔƨůЮШfŰжШìċĬƚƣƖƁůЯШÑЮЯШ~ęťĲũęЯШÂЮШcЮЯШ
ÉƻĲŰŰĲƖőŸũůЯШ ЮШ~ЮШċŰĬШìŸũŉрìċƣǍЯШcЮШыĲĬЮШΝьШ~ŸũĲĦƨũċƖЮÂċƣőŸŊĲŰĲƚŔƚЮŸŉЮ
]ċƚƣƖŸŔŰƣĲƚƣŔŰċũЮfŰŉĲĦƣŔŸŰƚдШ7ŸƚƣŸŰЯШ~ аШÉƓƖŔŰŊĲƖШÖÉЮΞΦрΟΝЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΜΤоΦΤΥрΝрΠΣΥΠрΡΦΥΞрΝхΠ 

9ŸůůŸŰƽĲċũƣőШÉĦŔĲŰƣŔǯĦШċŰĬШfŰĬƨƚƣƖŔċũШÅĲƚĲċƖĦőШ§ƖŊċŰŔƚċƣŔŸŰЮШыΞΜΝΦьШÂƖċƽŰЮƚƣċƖƚжЮ
[ŔƻĲЮŉċĦƣƚЮċĤŸƨƣЮ ƨƚƚŔĲЮƓƖċƽŰƚЮШőƣƣƓƚаооƽƽƽЮĦƚŔƖŸЮċƨоЮШ ƻċŔũċĤũĲаШ
őƣƣƓƚаооƽƽƽЮĦƚŔƖŸЮċƨоĲŰоŰĲƽƚоċũũоċƖƣŔĦũĲƚоΞΜΝΦоĬĲĦĲůĤĲƖоƓƖċƽŰрƚƣċƖƚрǯƻĲрŉċĦƣƚр
ċĤŸƨƣрċƨƚƚŔĲрƓƖċƽŰƚШя ĦĦĲƚƚĲĬШΝΦоΜΣоΞΜΞΠѐЮ 

9ŸŰĬċůŔŰĲЯШ7ЮЯШ~ŸƖĲũрsŸƨƖŰĲũЯШÑЮЯШÑĲƚƚŸŰЯШ[ЮЯШÅŸǃĲƖЯШ]ЮЯШ~ċŊŰċŰЯШ~ЮЯШ7ĲƖŰőĲŔůЯШ ЮЯШ
?ĲŰċůƨƖЯШEЮЯШ7ũċŰƕƨċƖƣЯШ[ЮШċŰĬШ9ũĲƖůŸŰƣЯШ§ЮШыΞΜΞΡьШÉƣƖċŔŰШƓőǃũŸŊƖŸƨƓШċŰĬШ
ĲŰƻŔƖŸŰůĲŰƣċũШĦŸŰƚƣƖċŔŰƣƚШƚőċƓĲШEƚĦőĲƖŔĦőŔċЮĦŸũŔЮĬǃŰċůŔĦƚШċŰĬШĬŔƻĲƖƚŔƣǃШŸƻĲƖШċШΞΜр
ǃĲċƖШőƨůċŰШŊƨƣШƣŔůĲШƚĲƖŔĲƚЮШÑőĲЮfÉ~EЮsŸƨƖŰċũеШΝΦЯШƽƖċĲΞΠΡЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΦΟоŔƚůĲŢŸоƽƖċĲΞΠΡ 

9ŸƚƣċЯШÑЮÅЮ?ЮЯШfũċŰŊŸƻċŰЯШ ЮЯШÖťũĲŢċЯШ~ЮЯШÅĲĬǍĲŢЯШ ЮЯШÉċŰƣŔŰŔЯШsЮ~ЮЯШÉůŔƣőЯШÑЮuЮЯШEŊĲũůċŰЯШ
EЮcЮШċŰĬШìċťƚůċŰЯШ]ЮШыΞΜΝΣьШÉƣƖƨĦƣƨƖĲШŸŉШƣőĲШĤċĦƣĲƖŔċũШƚĲǂШ[ШƓŔũƨƚШƖĲƻĲċũƚШċŰШ
ċƚƚĲůĤũǃШŸŉШċШƚƣŸŔĦőŔŸůĲƣƖŔĦШƓƖŸƣĲŔŰрƓőŸƚƓőŸũŔƓŔĬШĦŸůƓũĲǂЮШ9ĲũũеШΝΣΣЯШΝΠΟΣр
ΝΠΠΠЮĲΝΜЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΝΣоŢЮĦĲũũЮΞΜΝΣЮΜΥЮΜΞΡ 

9ŸƨƖċЯШ[Ю~ЮЯШ?ŔŰŔǍЯШÉЮĬЮ ЮЯШÉŔũƻċЯШ~ЮñЮЯШ~ƨƚƚŔЯШsЮ~ЮÉЮЯШ7ċƖĤŸƚċЯШÉЮ~ЮЯШxċŊĲЯШ ЮÂЮШċŰĬШ
cĲŔŰĲůċŰŰЯШ~Ю7ЮШыΞΜΝΡьШÂőǃũŸŊĲŰĲƣŔĦШ]ƖŸƨƓШ?ĲƣĲƖůŔŰċƣŔŸŰШŸŉШEƚĦőĲƖŔĦőŔċЮĦŸũŔЮ
fƚŸũċƣĲĬШŉƖŸůШ ŰŔůċũƚШÉċůƓũĲƚЮШÑőĲЮÉĦŔĲŰƣŔǯĦЮìŸƖũĬЮsŸƨƖŰċũеШΞΜΝΡЯШΞΡΥΠΞΠрΞΡΥΠΞΠЮШ
ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΡΡоΞΜΝΡоΞΡΥΠΞΠ 

9ŸǍůċЯШ ЮÂЮЯШÅŔůĤƨЯШ9Ю~ЮЯШüĲŰĬƖŔЯШ[ЮЯШ~ċĦŔƨĦċЯШfЮEЮШċŰĬШÑŔůŸŉƣĲЯШ?ЮШыΞΜΞΞьШ9ũŸŰċũШ
ĬŔƚƚĲůŔŰċƣŔŸŰШŸŉШĲǂƣĲŰĬĲĬрƚƓĲĦƣƖƨůШĦĲƓőċũŸƚƓŸƖŔŰрƖĲƚŔƚƣċŰƣШEŰƣĲƖŸĤċĦƣĲƖċũĲƚШ
ĤĲƣƽĲĲŰШĬŸŊƚШċŰĬШőƨůċŰƚШŔŰШőŸƨƚĲőŸũĬƚШċŰĬШċŰŔůċũШƚőĲũƣĲƖƚШŸŉШÅŸůċŰŔċЮШ
ŰƣŔĤŔŸƣŔĦƚЮё7ċƚĲũђеШΝΝЯШΝΞΠΞЮШ ƻċŔũċĤũĲШċƣаШ

őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΟΟΦΜоċŰƣŔĤŔŸƣŔĦƚΝΝΜΦΝΞΠΞ 
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9ƖŸƨĦőĲƖЯШ ЮsЮЯШÂċŊĲЯШ ЮsЮЯШ9ŸŰŰŸƖЯШÑЮÅЮЯШ?ĲũċŰĲǃЯШ ЮsЮЯШuĲċŰĲЯШsЮ ЮЯШ7ĲŰƣũĲǃЯШÉЮ?ЮЯШ
ÂċƖťőŔũũЯШsЮШċŰĬШcċƖƖŔƚЯШÉЮÅЮШыΞΜΝΠьШÅċƓŔĬШƓőǃũŸŊĲŰĲƣŔĦШċŰċũǃƚŔƚШŸŉШũċƖŊĲШƚċůƓũĲƚШŸŉШ
ƖĲĦŸůĤŔŰċŰƣШĤċĦƣĲƖŔċũШƽőŸũĲШŊĲŰŸůĲШƚĲƕƨĲŰĦĲƚШƨƚŔŰŊШ]ƨĤĤŔŰƚЮШ ƨĦũĲŔĦЮ ĦŔĬƚЮ
ÅĲƚĲċƖĦőеШΠΟЯШĲΝΡрĲΝΡЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΦΟоŰċƖоŊťƨΝΝΦΣ 

9ƨŰŰŔŰŊőċůрÉůŔƣőЯШÂЮШċŰĬШEůĲƖǃЯШuЮШыΞΜΞΜьШ?ŸŊƚШċŰĬШƓĲŸƓũĲаШĲǂƓũŸƖŔŰŊШƣőĲШőƨůċŰр
ĬŸŊШĦŸŰŰĲĦƣŔŸŰЮШsŸƨƖŰċũЮŸŉЮEƣőŰŸĤŔŸũŸŊǃеШΠΜЯШΠΜΦрΠΝΟЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΞΦΦΟоΜΞΤΥрΜΤΤΝрΠΜЮΠЮΠΜΦ 

?ċőĤŔЯШ]ЮЯШ~ŸƖċЯШ ЮЯШ~ċůċŰŔЯШÅЮЯШxŹƓĲǍЯШ9ЮЯШ ũŸŰƚŸЯШ~ЮÂЮЯШ~ċƖǍŸċЯШsЮЯШ7ũċŰĦŸЯШ~ЮЯШ
cĲƖƖĲƖċЯШ ЮЯШéŔƚŸЯШÉЮЯШ]ċƖĦŖċр]ċƖƖŸƣĲЯШ[ЮЯШÑĦőĲƚŰŸťŸƻċЯШéЮЯШ7ŔũũŔŊЯШ~ЮЯШĬĲШũċШ9ƖƨǍЯШ[ЮЯШĬĲШ
ÑŸƖŸЯШ~ЮЯШ]ŸŰǍČũĲǍрxŹƓĲǍЯШsЮsЮЯШÂƖċƣƚЯШ]ЮЯШ9őċƻĲƚЯШ[ЮЯШ~ċƖƣŖŰĲǍр~ċƖƣŖŰĲǍЯШxЮЯШxŹƓĲǍр
9ĲƖĲǍŸЯШxЮЯШ?ĲŰċůƨƖЯШEЮШċŰĬШ7ũċŰĦŸЯШsЮШыΞΜΝΠьШ~ŸũĲĦƨũċƖШĲƓŔĬĲůŔŸũŸŊǃШċŰĬШƻŔƖƨũĲŰĦĲШ
ŸŉШEƚĦőĲƖŔĦőŔċЮĦŸũŔЮ§ΝΣаcΡрÉÑΝΟΝаШĦŸůƓċƖŔƚŸŰШƽŔƣőШcΟΜШċŰĬШcΟΜрÅǂШƚƨĤĦũŸŰĲƚШŸŉШ
§ΞΡĤаcΠрÉÑΝΟΝЮШfŰƣĲƖŰċƣŔŸŰċũЮsŸƨƖŰċũЮŸŉЮ~ĲĬŔĦċũЮ~ŔĦƖŸĤŔŸũŸŊǃеШΟΜΠЯШΝΞΠΤрΝΞΡΤЮШ
ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΝΣоŢЮŔŢůůЮΞΜΝΠЮΝΜЮΜΜΞ 

?ċũũůċŰЯШÑЮЯШ9ƖŸƚƚЯШxЮЯШ7ŔƚőŸƓЯШ9ЮЯШÂĲƖƖǃЯШ ЮЯШ§ũĲƚĲŰЯШ7ЮЯШ]ƖċŰƣЯШuЮ ЮШċŰĬШsĲŰťŔŰƚЯШ9ЮШ
ыΞΜΝΟьШìőŸũĲШŊĲŰŸůĲШƚĲƕƨĲŰĦŔŰŊШŸŉШċŰШƨŰƨƚƨċũШƚĲƖŸƣǃƓĲШŸŉШÉőŔŊċШƣŸǂŔŰрƓƖŸĬƨĦŔŰŊШ
EƚĦőĲƖŔĦőŔċЮĦŸũŔЮШEůĲƖŊŔŰŊЮfŰŉĲĦƣŔŸƨƚЮ?ŔƚĲċƚĲƚеШΝΦЯШΝΟΜΞрΠЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΟΞΜΝоĲŔĬΝΦΜΥЮΝΟΜΜΝΣ 

?ċůĤŸƖŊЯШÂЮЯШ ŔĲũƚĲŰЯШÉЮÉЮШċŰĬШ]ƨċƖĬċĤċƚƚŔЯШxЮШыΞΜΜΦьШEƚĦőĲƖŔĦőŔċЮĦŸũŔЮƚőĲĬĬŔŰŊШ
ƓċƣƣĲƖŰƚШŔŰШőƨůċŰƚШċŰĬШĬŸŊƚаШŔŰƚŔŊőƣƚШŔŰƣŸШƽŔƣőŔŰрőŸƨƚĲőŸũĬШƣƖċŰƚůŔƚƚŔŸŰШŸŉШ
ƓőǃũŸƣǃƓĲƚШċƚƚŸĦŔċƣĲĬШƽŔƣőШƨƖŔŰċƖǃШƣƖċĦƣШŔŰŉĲĦƣŔŸŰƚЮШEƓŔĬĲůŔŸũŸŊǃЮċŰĬЮfŰŉĲĦƣŔŸŰеШΝΟΤЯШ
ΝΠΡΤрΝΠΣΠЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΝΤоÉΜΦΡΜΞΣΥΥΜΦΜΜΞΞΣñ 

?ċŰĲůċŰЯШ ЮЯШ[ƖŔĬůċŰЯШ?ЮЯШsŸőŰƚƣŸŰĲЯШsЮЯШxċŰŊŉŸƖĬЯШ7ЮsЮЯШxĲĲЯШÉЮ~ЮЯШ~ċĦ[ċĬĬĲŰЯШ?Ю~ЮЯШ
~ƓŸŰƓŸŰƚƨŸЯШuЮЯШÂċƣĲũЯШÉЮ ЮЯШÉĦőƽċƖƣǍЯШuЮxЮШċŰĬШ7ƖŸƽŰЯШuЮ ЮШыΞΜΞΟьШ ŰƣŔůŔĦƖŸĤŔċũШ
ƖĲƚŔƚƣċŰĦĲШċŰĬШůŸƖƣċũŔƣǃШŉŸũũŸƽŔŰŊШEдЮĦŸũŔШĤċĦƣĲƖĲůŔċЮШE9ũŔŰŔĦċũ~ĲĬŔĦŔŰĲеШΡΣЯШΝΜΝΤΥΝЮШ
ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΝΣоŢЮĲĦũŔŰůЮΞΜΞΞЮΝΜΝΤΥΝ 

?ċƨĤŔŰЯШéЮЯШ]ŸƨǃЯШ~ЮШċŰĬШÂĲƖƖŔĿƖĲЯШ]ЮШыΞΜΜΝьШ7ċĦƣĲƖŔċũШůŸũĲĦƨũċƖШƓőǃũŸŊĲŰǃШƨƚŔŰŊШ
ƚƨƓĲƖƣƖĲĲШċƓƓƖŸċĦőЮШ]ĲŰŸůĲЮfŰŉŸƖůċƣŔĦƚеШΝΞЯШΝΡΡрΣΠЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΞΟΠоŊŔΝΦΦΜЮΝΞЮΝΡΡ 

?ċƨĤŔŰЯШéЮЯШ~ŸƖċŰЯШ Ю ЮШċŰĬШ§ĦőůċŰЯШcЮШыΞΜΜΟьШÂőǃũŸŊĲŰĲƣŔĦƚШċŰĬШƣőĲШĦŸőĲƚŔŸŰШŸŉШ
ĤċĦƣĲƖŔċũШŊĲŰŸůĲƚЮШÉĦŔĲŰĦĲеШΟΜΝЯШΥΞΦрΥΟΞЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΞΣоƚĦŔĲŰĦĲЮΝΜΥΣΡΣΥ 

?ċƻŔƚЯШsЮ ЮЯШsċĦťƚŸŰЯШ9ЮÅЮЯШ[ĲĬŸƖťċр9ƖċǃЯШÂЮsЮЯШ7ċƖƖĲƣƣЯШsЮ7ЮЯШ7ƖŸƨƚƚĲЯШsЮcЮЯШ]ƨƚƣċŉƚŸŰЯШsЮШ
ċŰĬШuƨĦőĲƖЯШ~ЮШыΞΜΝΝьШ ŰċƣŸůŔĦċũШĬŔƚƣƖŔĤƨƣŔŸŰШċŰĬШŊĲŰĲƣŔĦШƖĲũċƣĲĬŰĲƚƚШŸŉШ
ċŰƣŔůŔĦƖŸĤŔċũрƖĲƚŔƚƣċŰƣШEƚĦőĲƖŔĦőŔċЮĦŸũŔШŉƖŸůШőĲċũƣőǃШĦŸůƓċŰŔŸŰШċŰŔůċũƚЮШsŸƨƖŰċũЮŸŉЮ
ƓƓũŔĲĬЮ~ŔĦƖŸĤŔŸũŸŊǃеШΝΝΜЯШΡΦΤрΣΜΠЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΝΝоŢЮΝΟΣΡр

ΞΣΤΞЮΞΜΝΜЮΜΠΦΞΜЮǂ 
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ΝΥΠ 
 

?ċǃЯШ~ЮsЮЯШcŸƓťŔŰƚЯШuЮxЮЯШìċƖĲőċůЯШ?ЮìЮЯШÑŸũĲůċŰЯШ~Ю ЮЯШEũƻŔƚƚЯШ ЮЯШÅċŰĬċũũЯШxЮЯШÑĲċũĲЯШ
9ЮЯШ9ũĲċƖǃЯШÂЮЯШìŔƨǭЯШ9ЮЯШ?ŸƨůŔƣőЯШ~ЮЯШEũũŔŰŊƣŸŰЯШ~ЮsЮЯШìŸŸĬŉŸƖĬЯШ ЮШċŰĬШxŔƻĲƖůŸƖĲЯШ
?Ю~ЮШыΞΜΝΦьШEǂƣĲŰĬĲĬрƚƓĲĦƣƖƨůШр͉ũċĦƣċůċƚĲрƓƖŸĬƨĦŔŰŊШEƚĦőĲƖŔĦőŔċЮĦŸũŔШŔŰШőƨůċŰр
ĬĲƖŔƻĲĬШċŰĬШŉŸŸĬĦőċŔŰрĬĲƖŔƻĲĬШƚċůƓũĲƚШŉƖŸůШEŰŊũċŰĬЯШìċũĲƚЯШċŰĬШÉĦŸƣũċŰĬаШċŰШ
ĲƓŔĬĲůŔŸũŸŊŔĦċũШƚƨƖƻĲŔũũċŰĦĲШċŰĬШƣǃƓŔŰŊШƚƣƨĬǃЮШÑőĲЮxċŰĦĲƣЮfŰŉĲĦƣŔŸƨƚЮ?ŔƚĲċƚĲƚеШΝΦЯШ
ΝΟΞΡрΝΟΟΡЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΝΣоÉΝΠΤΟрΟΜΦΦыΝΦьΟΜΞΤΟрΤ 

?ĲĦċŰŸЯШ Ю]ЮШċŰĬШ?ŸƽŰŔŰŊЯШÑЮШыΞΜΝΦьШ ŰШEƚĦőĲƖŔĦőŔċЮĦŸũŔЮÉÑΝΟΝШƓċŰŊĲŰŸůĲШċƣũċƚШ
ƖĲƻĲċũƚШƓŸƓƨũċƣŔŸŰШƚƣƖƨĦƣƨƖĲШċŰĬШĲƻŸũƨƣŔŸŰШċĦƖŸƚƚШΠЯΜΤΝШŔƚŸũċƣĲƚЮШÉĦŔĲŰƣŔǯĦЮÅĲƓŸƖƣƚеШ
ΦЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΟΥоƚΠΝΡΦΥрΜΝΦрΡΠΜΜΠрΡ 

?ĲũƚƨĦЯШ[ЮЯШ7ƖŔŰťůċŰŰЯШcЮШċŰĬШÂőŔũŔƓƓĲЯШcЮШыΞΜΜΡьШÂőǃũŸŊĲŰŸůŔĦƚШċŰĬШƣőĲШ
ƖĲĦŸŰƚƣƖƨĦƣŔŸŰШŸŉШƣőĲШƣƖĲĲШŸŉШũŔŉĲЮШ ċƣƨƖĲЮÅĲƻŔĲƽƚЮ]ĲŰĲƣŔĦƚеШΣЯШΟΣΝрΟΤΡЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΟΥоŰƖŊΝΣΜΟ 

?ĲŰĲťĲЯШ9ЮЯШ7ƖĲŰĬĲĤċĦőЯШcЮЯШÖĲũǍĲЯШxЮЯШ7ŸƖŸƽŔċťЯШ~ЮЯШ~ċũŸƖŰǃЯШ7ЮШċŰĬШÑċƨƚĦőЯШÉЮcЮШ
ыΞΜΞΝьШÉƓĲĦŔĲƚрƚƓĲĦŔǯĦШƕƨċũŔƣǃШĦŸŰƣƖŸũЯШċƚƚĲůĤũǃШċŰĬШĦŸŰƣċůŔŰċƣŔŸŰШĬĲƣĲĦƣŔŸŰШŔŰШ
ůŔĦƖŸĤŔċũШŔƚŸũċƣĲШƚĲƕƨĲŰĦĲƚШƽŔƣőШ ÄÖ ~fÉЮШ]ĲŰĲƚеШΝΞЯШΣΠΠЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΟΟΦΜоŊĲŰĲƚΝΞΜΡΜΣΠΠ 

?ĲƓċƖƣůĲŰƣШŉŸƖШEŰƻŔƖŸŰůĲŰƣШ[ŸŸĬШċŰĬШÅƨƖċũШ ǭċŔƖƚЮШыΞΜΝΤьШ[ċůŔũǃЮŉŸŸĬЮΥΣΤΨЮШ
]§éЮÖuЮШ ƻċŔũċĤũĲаШőƣƣƓƚаооƽƽƽЮŊŸƻЮƨťоŊŸƻĲƖŰůĲŰƣоƚƣċƣŔƚƣŔĦƚоŉċůŔũǃрŉŸŸĬрΞΜΝΡШ
я ĦĦĲƚƚĲĬШΞΡоΜΦоΞΜΞΡѐЮ 

?ĲƓċƖƣůĲŰƣШŉŸƖШEŰƻŔƖŸŰůĲŰƣШ[ŸŸĬШċŰĬШÅƨƖċũШ ǭċŔƖƚЮШыΞΜΞΠьШ]ƨŔĬċŰĦĲЮÂŸƨũƣƖǃЮůĲċƣЮ
ůċƖťĲƣŔŰŊЮƚƣċŰĬċƖĬƚЮШ]§éЮÖuЮШ ƻċŔũċĤũĲаШőƣƣƓƚаооƽƽƽЮŊŸƻЮƨťоŊƨŔĬċŰĦĲоƓŸƨũƣƖǃрůĲċƣр
ůċƖťĲƣŔŰŊрƚƣċŰĬċƖĬƚШя ĦĦĲƚƚĲĬШΜΡоΜΣоΞΜΞΠѐЮ 

?ĲƓċƖƣůĲŰƣШŉŸƖШEŰƻŔƖŸŰůĲŰƣШ[ŸŸĬШċŰĬШÅƨƖċũШ ǭċŔƖƚЮШыΞΜΞΡьШ7ċƣőŔŰŊЮìċƣĲƖЮÄƨċũŔƣǃЮШ
ƻċŔũċĤũĲаШőƣƣƓƚаооĲŰƻŔƖŸŰůĲŰƣЮĬċƣċЮŊŸƻЮƨťоĤƽƕоƓƖŸǯũĲƚоőĲũƓрƨŰĬĲƖƚƣċŰĬŔŰŊр
ĬċƣċЮőƣůũШя ĦĦĲƚƚĲĬШΝΝоΜΣоΞΜΞΡѐЮ 

?ĲƻċŰĲЯШ~ЮШыΞΜΝΦьШÑƖċŰƚŉĲƖЮŸŉЮťŰŸƽũĲĬŊĲЮċŰĬЮŔůƓũĲůĲŰƣċƣŔŸŰЮŸŉЮƖŸƨƣŔŰĲЮċŰċũǃƚŔƚЮŸŉЮ
ĲŰƻŔƖŸŰůĲŰƣċũЮƚċůƓũĲƚЮŉŸƖЮƣőĲЮƓƖĲƚĲŰĦĲЮŸŉЮŰċƣƨƖċũŔƚĲĬЮEдЮĦŸũŔЮШ ƻċŔũċĤũĲаШ
őƣƣƓƚаооƽƽƽЮĲŰƻŔƖŸũŔŰťЮŊŸƻƣЮŰǍоċƚƚĲƣƚоEŰƻŔƖŸũŔŰťоÅĲƓŸƖƣƚоΝΥΠΠр xÅ9ΞΜΟЮƓĬŉШ
я ĦĦĲƚƚĲĬШΝΝоΜΥоΞΜΞΡѐЮ 

?ŔĬĲũŸƣЯШñЮШċŰĬШìŔũƚŸŰЯШ?ЮsЮШыΞΜΝΡьШ9ũŸŰċũ[ƖċůĲ~xаШEǭŔĦŔĲŰƣШfŰŉĲƖĲŰĦĲШŸŉШ
ÅĲĦŸůĤŔŰċƣŔŸŰШŔŰШìőŸũĲШ7ċĦƣĲƖŔċũШ]ĲŰŸůĲƚЮШÂx§ÉЮ9ŸůƓƨƣċƣŔŸŰċũЮ7ŔŸũŸŊǃеШΝΝЯШ
ĲΝΜΜΠΜΠΝЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΟΤΝоŢŸƨƖŰċũЮƓĦĤŔЮΝΜΜΠΜΠΝ 

?ŔŰƨЯШxЮр?ЮШċŰĬШ7ċĦőЯШÉЮШыΞΜΝΝьШfŰĬƨĦƣŔŸŰШŸŉШéŔċĤũĲШĤƨƣШ ŸŰĦƨũƣƨƖċĤũĲШEƚĦőĲƖŔĦőŔċЮĦŸũŔШ
§ΝΡΤаcΤШŔŰШƣőĲШÂőǃũũŸƚƓőĲƖĲШŸŉШxĲƣƣƨĦĲаШċШ[ŸŸĬШÉċŉĲƣǃШÅŔƚťШ[ċĦƣŸƖЮШƓƓũŔĲĬЮċŰĬЮ
EŰƻŔƖŸŰůĲŰƣċũЮ~ŔĦƖŸĤŔŸũŸŊǃеШΤΤЯШΥΞΦΡрΥΟΜΞЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΞΥо E~ЮΜΡΜΞΜрΝΝ 
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ΝΥΡ 
 

?ŔǂŔƣЯШ§ЮéЮ ЮЯШ§ѣ7ƖŔĲŰЯШ9ЮxЮЯШÂċƻũŔЯШÂЮШċŰĬШ]ŸƖĬŸŰЯШ?Ю~ЮШыΞΜΝΥьШìŔƣőŔŰрőŸƚƣШĲƻŸũƨƣŔŸŰШ
ƻĲƖƚƨƚШŔůůŔŊƖċƣŔŸŰШċƚШċШĬĲƣĲƖůŔŰċŰƣШŸŉШEƚĦőĲƖŔĦőŔċШĦŸũŔШĬŔƻĲƖƚŔƣǃШŔŰШƣőĲШőƨůċŰШ
ŊċƚƣƖŸŔŰƣĲƚƣŔŰċũШƣƖċĦƣЮШEŰƻŔƖŸŰůĲŰƣċũЮ~ŔĦƖŸĤŔŸũŸŊǃеШΞΜЯШΦΦΟрΝΜΜΝЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΝΝоΝΠΣΞрΞΦΞΜЮΝΠΜΞΥ 

?ŸůŔŰŊƨĲƚЯШÉЮЯШĬċШÉŔũƻċЯШ]ЮsЮШċŰĬШ ŔĲũƚĲŰЯШuЮ~ЮШыΞΜΝΞьШfŰƣĲŊƖŸŰƚаШéĲőŔĦũĲƚШċŰĬШ
ƓċƣőƽċǃƚШŉŸƖШőŸƖŔǍŸŰƣċũШĬŔƚƚĲůŔŰċƣŔŸŰШŔŰШĤċĦƣĲƖŔċЮШ~ŸĤŔũĲЮŊĲŰĲƣŔĦЮĲũĲůĲŰƣƚеШΞЯШΞΝΝр
ΞΞΟЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΠΝΣΝоůŊĲЮΞΞΦΣΤ 

?ŸŸũŔƣƣũĲЯШìЮ[ЮШыΝΦΦΦьШÂőǃũŸŊĲŰĲƣŔĦШĦũċƚƚŔǯĦċƣŔŸŰШċŰĬШƣőĲШƨŰŔƻĲƖƚċũШƣƖĲĲЮШÉĦŔĲŰĦĲеШΞΥΠЯШ
ΞΝΞΠрΦЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΞΣоƚĦŔĲŰĦĲЮΞΥΠЮΡΠΞΟЮΞΝΞΠ 

?ƨƓƨǃЯШ7ЮЯШ?ĲŊőůċŰĲЯШ ЮрEЮШċŰĬШÑċőċЯШ~ЮрuЮШыΞΜΝΟьШ9őċƓƣĲƖШΣΟШрШÑǃƓĲШféШÂƖĲƓŔũŔŰШ
ÂĲƓƣŔĬċƚĲЮШfŰжШÅċƽũŔŰŊƚЯШ ĲŔũШ?ЮШċŰĬШÉċũƻĲƚĲŰЯШ]ƨǃШыĲĬЮШΝьШcċŰĬĤŸŸťЮŸŉЮÂƖŸƣĲŸũǃƣŔĦЮ
EŰǍǃůĲƚЮёÑőŔƖĬЮEĬŔƣŔŸŰђдШĦċĬĲůŔĦШÂƖĲƚƚЮΞΣΝрΞΣΡЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΝΣо7ΦΤΥрΜрΝΞрΟΥΞΞΝΦрΞЮΜΜΜΣΟрΣ 

?ƨƖŔĲǍЯШÂЮЯШ9ũĲƖůŸŰƣЯШ§ЮЯШ7ŸŰċĦŸƖƚŔЯШÉЮЯШ7ŔŰŊĲŰЯШEЮЯШ9őċƻĲŰƣƖĳЯШ ЮЯШEũŔŸŰЯШsЮЯШÂŔĦċƖĬЯШ7ЮШ
ċŰĬШ?ĲŰċůƨƖЯШEЮШыΞΜΜΝьШ9ŸůůĲŰƚċũШEƚĦőĲƖŔĦőŔċЮĦŸũŔЮŔƚŸũċƣĲƚШċƖĲШƓőǃũŸŊĲŰĲƣŔĦċũũǃШ
ĬŔƚƣƖŔĤƨƣĲĬШċůŸŰŊШŊĲŸŊƖċƓőŔĦċũũǃШĬŔƚƣŔŰĦƣШőƨůċŰШƓŸƓƨũċƣŔŸŰƚЮШ~ŔĦƖŸĤŔŸũŸŊǃеШΝΠΤЯШ
ΝΣΤΝрΝΣΤΣЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΦΦоΜΜΞΞΝΞΥΤрΝΠΤрΣрΝΣΤΝ 

?ǃťőƨŔǍĲŰЯШ?ЮEЮШċŰĬШ]ƖĲĲŰЯШxЮШыΝΦΦΝьШÅĲĦŸůĤŔŰċƣŔŸŰШŔŰШEƚĦőĲƖŔĦőŔċЮĦŸũŔЮċŰĬШƣőĲШ
ĬĲǯŰŔƣŔŸŰШŸŉШĤŔŸũŸŊŔĦċũШƚƓĲĦŔĲƚЮШsŸƨƖŰċũЮŸŉЮ7ċĦƣĲƖŔŸũŸŊǃеШΝΤΟЯШΤΞΡΤрΤΞΣΥЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΞΥоŢĤЮΝΤΟЮΞΞЮΤΞΡΤрΤΞΣΥЮΝΦΦΝ 

EũШ7ċĬċƽǃЯШ ЮЯШcċůǍċЯШ?ЮЯШ őůĲĬЯШüЮШċŰĬШÉċĤƖǃЯШ~Ю ЮШыΞΜΞΡьШÉĲċƚŸŰċũШċŰĬШ
ĲŰƻŔƖŸŰůĲŰƣċũШĬƖŔƻĲƖƚШŸŉШċŰƣŔĤŔŸƣŔĦШƖĲƚŔƚƣċŰĦĲШċŰĬШƻŔƖƨũĲŰĦĲШŔŰЮEƚĦőĲƖŔĦőŔċЮĦŸũŔЮŉƖŸůШ
ċƕƨċĦƨũƣƨƖĲШċŰĬШƣőĲŔƖШƓƨĤũŔĦШőĲċũƣőШŔůƓũŔĦċƣŔŸŰƚЮШÉĦŔĲŰƣŔǯĦЮÅĲƓŸƖƣƚеШΝΡЯШΝΣΝΜΜЮШ
ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΟΥоƚΠΝΡΦΥрΜΞΡрΦΥΠΦΥрΥ 

EũċŰťƨůċƖċŰЯШÂЮЯШ9ƨůůŔŰƚШ~ċǂЯШxЮЯШ7ƖŸƽŰŔŰŊШ]ũĲŰŰЯШ[ЮЯШ~ċƖĲŰĬċШ~ċƖĦЯШÉЮЯШÅĲŔĬШ
9ċůĲƖŸŰЯШsЮШċŰĬШ?ŢŸƖĬŢĲƻŔĦШÉƣĲƻĲŰЯШÂЮШыΞΜΞΞьШ]ĲŰŸůŔĦШċŰĬШÑĲůƓŸƖċũШÑƖĲŰĬƚШŔŰШ9ċŰŔŰĲШ
EǂÂE9ШÅĲǰĲĦƣШÑőŸƚĲШŸŉШcƨůċŰШEǂÂE9ЮШ~ŔĦƖŸĤŔŸũŸŊǃЮÉƓĲĦƣƖƨůеШΝΜЯШĲΜΝΞΦΝрΞΞЮШ
ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΞΥоƚƓĲĦƣƖƨůЮΜΝΞΦΝрΞΞ 

EũċŰťƨůƨƖċŰЯШÂЮЯШ7ƖŸƽŰŔŰŊЯШ]Ю[ЮЯШ~ċƖĲŰĬċЯШ~ЮÉЮЯШuŔĬƚũĲǃЯШ ЮЯШ§ƚůċŰЯШ~ЮЯШcċĲŰŰŔЯШ~ЮЯШ
sŸőŰƚŸŰЯШsЮÅЮЯШÑƖŸƣƣЯШ?ЮsЮЯШÅĲŔĬЯШ9ЮsЮШċŰĬШ?ŢŸƖĬŢĲƻŔĦЯШÉЮÂЮШыΞΜΞΟьШfĬĲŰƣŔǯĦċƣŔŸŰШŸŉШŊĲŰĲƚШ
ŔŰǰƨĲŰĦŔŰŊШƣőĲШĲƻŸũƨƣŔŸŰШŸŉШEƚĦőĲƖŔĦőŔċШĦŸũŔШÉÑΟΤΞШŔŰШĬŸŊƚШċŰĬШőƨůċŰƚЮШ~ŔĦƖŸĤŔċũЮ
]ĲŰŸůŔĦƚеШΦЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΦΦоůŊĲŰЮΜЮΜΜΜΦΟΜ 

EũũŔƚрfƻĲƖƚĲŰЯШsЮЯШÉĲǃŉċƖƣőЯШ Ю~ЮЯШuŸƖƚŊċċƖĬЯШcЮЯШ7ŸƖƣŸũċŔċЯШéЮЯШ~ƨŰĦťЯШ ЮШċŰĬШ?ċũƚŊċċƖĬЯШ
ЮШыΞΜΞΜьШ ŰƣŔůŔĦƖŸĤŔċũШƖĲƚŔƚƣċŰƣШEдЮĦŸũŔШċŰĬШĲŰƣĲƖŸĦŸĦĦŔШŔŰШƓċŰŊċƚŔƨƚШǯũũĲƣƚШċŰĬШ

ƓƖċƽŰƚШŔŰШ?ċŰŔƚőШƖĲƣċŔũШŔůƓŸƖƣĲĬШŉƖŸůШ ƚŔċЮШ[ŸŸĬЮ9ŸŰƣƖŸũеШΝΝΠЯШΝΜΣΦΡΥЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΝΣоŢЮŉŸŸĬĦŸŰƣЮΞΜΝΦЮΝΜΣΦΡΥ 
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ΝΥΣ 
 

EƚĦŸĤċƖрÂČƖċůŸЯШÂЮЯШ]ŔƨĬŔĦĲũũŔЯШ9ЮЯШÂċƖƚŸƣЯШ9ЮШċŰĬШ?ĲŰċůƨƖЯШEЮШыΞΜΜΟьШÑőĲШĲƻŸũƨƣŔŸŰċƖǃШ
őŔƚƣŸƖǃШŸŉШÉőŔŊĲũũċШċŰĬШĲŰƣĲƖŸŔŰƻċƚŔƻĲШEƚĦőĲƖŔĦőŔċЮĦŸũŔЮƖĲƻŔƚĲĬЮШsŸƨƖŰċũЮŸŉЮůŸũĲĦƨũċƖЮ
ĲƻŸũƨƣŔŸŰеШΡΤЯШΝΠΜрΝΠΥЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΜΤоƚΜΜΞΟΦрΜΜΟрΞΠΣΜрΟ 

EƨƖŸƓĲċŰШ9ŸůůŔƚƚŔŸŰШыΞΜΜΡьШ9ŸůůŔƚƚŔŸŰШÅĲŊƨũċƣŔŸŰШыE9ьШ ŸШΞΜΤΟоΞΜΜΡШŸŉШΝΡШ
 ŸƻĲůĤĲƖШΞΜΜΡШŸŰШůŔĦƖŸĤŔŸũŸŊŔĦċũШĦƖŔƣĲƖŔċШŉŸƖШŉŸŸĬƚƣƨǭƚЮШя ĦĦĲƚƚĲĬаШΟΝоΝΜоΞΜΞΠѐ 

EƽĲƖƚЯШ9ЮЯШ]ƖŸĤĤĲũЯШ~ЮЯШÉƣċůůЯШfЮЯШuŸƓƓЯШÂЮ ЮЯШ?ŔĲőũЯШfЮЯШÉĲůůũĲƖЯШÑЮЯШ[ƖƨƣőЯШ ЮЯШ
7ĲƨƣũŔĦőЯШsЮЯШ]ƨĲƖƖċЯШ7ЮЯШìŔĲũĲƖЯШxЮcЮШċŰĬШ]ƨĲŰƣőĲƖЯШÉЮШыΞΜΝΜьШEůĲƖŊĲŰĦĲШŸŉШőƨůċŰШ
ƓċŰĬĲůŔĦШ§ΞΡаcΠрÉÑΝΟΝШ9Ññр~рΝΡШĲǂƣĲŰĬĲĬрƚƓĲĦƣƖƨůр͉рũċĦƣċůċƚĲрƓƖŸĬƨĦŔŰŊШ
EƚĦőĲƖŔĦőŔċЮĦŸũŔЮċůŸŰŊШĦŸůƓċŰŔŸŰШċŰŔůċũƚЮШsŸƨƖŰċũЮŸŉЮ ŰƣŔůŔĦƖŸĤŔċũЮ9őĲůŸƣőĲƖċƓǃеШ
ΣΡЯШΣΡΝрΣΣΜЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΦΟоŢċĦоĬťƕΜΜΠ 

[ċĤŔĦőЯШ ЮsЮЯШsŸŰĲƚЯШÉЮ ЮЯШ9őŸƽĬőƨƖǃЯШ[ЮüЮЯШ9ĲƖŰŸƚĲťЯШ ЮЯШ ŰĬĲƖƚŸŰЯШ ЮЯШÉůċũũĲǃЯШ?ЮЯШ
~ĦcċƖŊƨĲЯШsЮìЮЯШcŔŊőƣŸƽĲƖЯШ]Ю ЮЯШÉůŔƣőЯШsЮÑЮЯШ ƨƣŔĲƖŔЯШÉЮ~ЮЯШxĲċƣőċůЯШ~ЮÂЮЯШxŔŰƚЯШsЮsЮЯШ
ũũĲŰЯШÅЮxЮЯШxċƨǂЯШ?Ю9ЮЯШ9ŸőĲŰЯШÂЮÉЮШċŰĬШ9ŸŰƽċǃЯШÑЮШыΞΜΜΥьШ9ŸůƓċƖŔƚŸŰШŸŉШĦċƖĤŸŰШ
ŰƨƣƖŔƣŔŸŰШŉŸƖШƓċƣőŸŊĲŰŔĦШċŰĬШĦŸůůĲŰƚċũШEƚĦőĲƖŔĦőŔċЮĦŸũŔШƚƣƖċŔŰƚШŔŰШƣőĲШůŸƨƚĲШ
ŔŰƣĲƚƣŔŰĲЮШfŰŉĲĦƣŔŸŰЮċŰĬЮŔůůƨŰŔƣǃеШΤΣЯШΝΝΠΟрΡΞЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΞΥоf fЮΜΝΟΥΣрΜΤ 

[ċƖůĲƖǃЯШ ЮЯШ]ċƖĬŰĲƖЯШ9ЮЯШ]ƖĲĲŰЯШ7ЮÉЮЯШsĲŰŰŔŰŊƚЯШÉЮШċŰĬШìċƣƚŸŰЯШÅЮШыΞΜΝΡьШxŔŉĲШĦǃĦũĲШ
ċƚƚĲƚƚůĲŰƣШŸŉШƽŔũĬШĦċƓƣƨƖĲШƓƖċƽŰƚаШĲǂƓċŰĬŔŰŊШƚƨƚƣċŔŰċĤŔũŔƣǃШĦŸŰƚŔĬĲƖċƣŔŸŰƚШŔŰШƣőĲШ
ƨƚƣƖċũŔċŰШ ŸƖƣőĲƖŰШÂƖċƽŰШ[ŔƚőĲƖǃЮШsŸƨƖŰċũЮŸŉЮ9ũĲċŰĲƖЮÂƖŸĬƨĦƣŔŸŰеШΥΤЯШΦΣрΝΜΠЮШ
ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΝΣоŢЮŢĦũĲƓƖŸЮΞΜΝΠЮΝΜЮΜΣΟ 

[ċƖŸŸƕЯШ ЮЯШÅċǯƕƨĲЯШ ЮЯШcċŰЯШEЮШċŰĬШÂċƖťЯШÉЮр~ЮШыΞΜΞΡьШ]ũŸĤċũШĬŔƚƚĲůŔŰċƣŔŸŰШŸŉШƣőĲШ
ĤĲƣċрũċĦƣċůШƖĲƚŔƚƣċŰĦĲШŊĲŰĲШĤũċÑE~рΝШċůŸŰŊШƓċƣőŸŊĲŰŔĦШĤċĦƣĲƖŔċЮШÉĦŔĲŰĦĲЮŸŉЮÑőĲЮ
ÑŸƣċũЮEŰƻŔƖŸŰůĲŰƣеШΦΣΟЯШΝΤΥΡΞΝЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΝΣоŢЮƚĦŔƣŸƣĲŰƻЮΞΜΞΡЮΝΤΥΡΞΝ 

[ĲũƚĲŰƚƣĲŔŰЯШsЮШыΝΦΥΝьШEƻŸũƨƣŔŸŰċƖǃШƣƖĲĲƚШŉƖŸůШ?  ШƚĲƕƨĲŰĦĲƚаШ ШůċǂŔůƨůШũŔťĲũŔőŸŸĬШ
ċƓƓƖŸċĦőЮШsŸƨƖŰċũЮŸŉЮ~ŸũĲĦƨũċƖЮEƻŸũƨƣŔŸŰеШΝΤЯШΟΣΥрΟΤΣЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΜΤо7[ΜΝΤΟΠΟΡΦ 

[ŸŸĬШÉƣċŰĬċƖĬƚШ ŊĲŰĦǃЮШыΞΜΞΟьШÂċƣőŸŊĲŰЮÉƨƖƻĲŔũũċŰĦĲЮŔŰЮ ŊƖŔĦƨũƣƨƖĲеЮ[ŸŸĬЮċŰĬЮ
EŰƻŔƖŸŰůĲŰƣЮÂƖŸŊƖċůůĲЮШ ƻċŔũċĤũĲаШőƣƣƓƚаооƽƽƽЮŉŸŸĬЮŊŸƻЮƨťоŸƨƖрƽŸƖťоƓċƣőŸŊĲŰр
ƚƨƖƻĲŔũũċŰĦĲрŔŰрċŊƖŔĦƨũƣƨƖĲрŉŸŸĬрċŰĬрĲŰƻŔƖŸŰůĲŰƣрƓƖŸŊƖċůůĲШя ĦĦĲƚƚĲĬШ
ΜΣоΜΟоΞΜΞΟѐЮ 

[ŸŸĬШÉƣċŰĬċƖĬƚШ ŊĲŰĦǃЮШыΞΜΞΠьШ[ŸŸĬĤŸƖŰĲЮƓċƣőŸŊĲŰƚЮШ ƻċŔũċĤũĲаШ
őƣƣƓƚаооƽƽƽЮŉŸŸĬЮŊŸƻЮƨťоƖĲƚĲċƖĦőоŉŸŸĬĤŸƖŰĲрƓċƣőŸŊĲŰƚШя ĦĦĲƚƚĲĬШΟΜоΜΣоΞΜΞΡѐЮ 

[ŸƖĬĲЯШ7Ю~ЮЯШÅŸĤĲƖƣƚЯШxЮìЮЯШÂőċŰЯШ~Юр?ЮЯШÂĲƣĲƖƚЯШuЮ~ЮЯШ[ũĲůŔŰŊЯШ7Ю ЮЯШÅƨƚƚĲũũЯШ9ЮìЮЯШ
xĲŰőĲƖƖЯШÉЮ~ЮЯШ~ǃĲƖƚЯШsЮ7ЮЯШ7ċƖťĲƖЯШ ЮÂЮЯШ[ŔƚőĲƖЯШ~Ю ЮЯШ9őŸŰŊЯШÑЮр~ЮЯШòŔŰЯШìЮр[ЮЯШ9őċŰЯШuЮр
]ЮЯШÉĦőĲůĤƖŔЯШ~Ю ЮЯШ~ƨũƻĲǃЯШ~Ю ЮШċŰĬШ7ĲċƣƚŸŰЯШÉЮ ЮШыΞΜΝΦьШÂŸƓƨũċƣŔŸŰШĬǃŰċůŔĦƚШŸŉШċŰШ

https://doi.org/10.1007/s00239-003-2460-3
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ΝΥΤ 
 

EƚĦőĲƖŔĦőŔċЮĦŸũŔЮÉÑΝΟΝШũŔŰĲċŊĲШĬƨƖŔŰŊШƖĲĦƨƖƖĲŰƣШƨƖŔŰċƖǃШƣƖċĦƣШŔŰŉĲĦƣŔŸŰЮШ ċƣƨƖĲЮ
9ŸůůƨŰŔĦċƣŔŸŰƚеШΝΜЯШΟΣΠΟЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΟΥоƚΠΝΠΣΤрΜΝΦрΝΝΡΤΝр
Ρ 

[ŸƚƣĲƖр ǃċƖťŸЯШEЮЯШ ũŔťőċŰЯШ Ю[ЮЯШfťƨůċƓċǃŔЯШÖЮ ЮЯШÉċƖƽċƖЯШ]ЮЯШ§ťŸŔЯШ9ЮЯШÑŔĲŰƣĦőĲƨЯШ
ÂЮ~ЮЯШ?ĲŉĲƖŰĲǍЯШ~ЮЯШ§ѣ]ƖċĬǃЯШsЮЯШ ŰƣŸŰŔŸЯШ~ЮШċŰĬШÂċũũĲŰЯШ~ЮsЮШыΞΜΞΝьШ]ĲŰŸůŔĦШĬŔƻĲƖƚŔƣǃШ
ŸŉШEƚĦőĲƖŔĦőŔċЮĦŸũŔЮŉƖŸůШőĲċũƣőǃШĦőŔũĬƖĲŰШŔŰШƖƨƖċũШ]ċůĤŔċЮШÂĲĲƖsеШΦЯШĲΝΜΡΤΞЮШ ƻċŔũċĤũĲШ
ċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΤΤΝΤоƓĲĲƖŢЮΝΜΡΤΞ 

[ŸƚƣĲƖр ǃċƖťŸЯШEЮШċŰĬШÂċũũĲŰЯШ~ЮsЮШыΞΜΞΞьШÑőĲШůŔĦƖŸĤŔċũШĲĦŸũŸŊǃШŸŉШEƚĦőĲƖŔĦőŔċЮĦŸũŔШŔŰШ
ƣőĲШƻĲƖƣĲĤƖċƣĲШŊƨƣЮШ[E~ÉЮ~ŔĦƖŸĤŔŸũŸŊǃЮÅĲƻŔĲƽƚеШΠΣЯШŉƨċĦΜΜΥЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΦΟоŉĲůƚƖĲоŉƨċĦΜΜΥ 

]ċŰŊċƖŸƚċЯШEЮsЮШыΝΦΤΥьШEƓŔĬĲůŔŸũŸŊǃШŸŉШEƚĦőĲƖŔĦőŔċЮĦŸũŔШŔŰШƣőĲШÖŰŔƣĲĬШÉƣċƣĲƚЮШÑőĲЮ
sŸƨƖŰċũЮŸŉЮfŰŉĲĦƣŔŸƨƚЮ?ŔƚĲċƚĲƚеШΝΟΤЯШΣΟΠрΣΟΥЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΦΟоŔŰŉĬŔƚоΝΟΤЮΡЮΣΟΠ 

]ċŰŊŔƖĲĬũċЯШsЮЯШ~ċůůĲũЯШ~ЮuЮЯШ7ċƖŰċĤċЯШÑЮsЮЯШÑċƖƣĲƖċЯШ9ЮЯШ]ĲĤƖƨЯШÉЮÑЮЯШÂċƣĲЯШfЮÅЮЯШ
xĲŸŰċƖĬЯШÉЮÅЮЯШuŸƣĲƽŔĦǍЯШ~ЮxЮЯШxċůƓĲũЯШuЮ ЮЯШEũťŔŰƚЯШ9Ю ЮШċŰĬШxċĦőĲƖЯШ?ЮìЮШыΞΜΝΥьШ?ƖċŉƣШ
]ĲŰŸůĲШÉĲƕƨĲŰĦĲƚШŸŉШEƚĦőĲƖŔĦőŔċЮċũĤĲƖƣŔŔеЮEƚĦőĲƖŔĦőŔċЮŉĲƖŊƨƚŸŰŔŔеШċŰĬШÉƣƖċŔŰƚШ
7ĲũŸŰŊŔŰŊШƣŸШÉŔǂШ9ƖǃƓƣŔĦШxŔŰĲċŊĲƚШŸŉШEƚĦőĲƖŔĦőŔċШƚƓƓЮШ~ŔĦƖŸĤŔŸũŸŊǃЮÅĲƚŸƨƖĦĲЮ
ŰŰŸƨŰĦĲůĲŰƣƚеШΣЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΞΥоŊĲŰŸůĲ ЮΜΜΞΤΝр

ΝΥΝΜЮΝΝΞΥоŊĲŰŸůĲ ЮΜΜΞΤΝрΝΥ 

]ċƖĦŖċЯШ ЮЯШ[ŸǂЯШsЮ]ЮШċŰĬШ7ĲƚƚĲƖЯШÑЮEЮШыΞΜΝΜьШüŸŸŰŸƣŔĦШEŰƣĲƖŸőĲůŸƖƖőċŊŔĦШEƚĦőĲƖŔĦőŔċЮ
ĦŸũŔШаШ Ш§ŰĲШcĲċũƣőШÂĲƖƚƓĲĦƣŔƻĲЮШfx ÅЮsŸƨƖŰċũеШΡΝЯШΞΞΝрΞΟΞЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΦΟоŔũċƖЮΡΝЮΟЮΞΞΝ 

]ċƨƣŸůЯШÅЮuЮШыΝΦΦΤьШÅċƓŔĬШƓƨũƚĲĬрǯĲũĬШŊĲũШĲũĲĦƣƖŸƓőŸƖĲƚŔƚШƓƖŸƣŸĦŸũШŉŸƖШƣǃƓŔŰŊШŸŉШ
EƚĦőĲƖŔĦőŔċЮĦŸũŔЮ§ΝΡΤаcΤШċŰĬШŸƣőĲƖШŊƖċůрŰĲŊċƣŔƻĲШŸƖŊċŰŔƚůƚШŔŰШΝШĬċǃЮШsŸƨƖŰċũЮŸŉЮ
9ũŔŰŔĦċũЮ~ŔĦƖŸĤŔŸũŸŊǃеШΟΡЯШΞΦΤΤрΥΜЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΞΥоŢĦůЮΟΡЮΝΝЮΞΦΤΤрΞΦΥΜЮΝΦΦΤ 

]ĲƖĬĲƚЯШÉЮòЮЯШÉĦőŸũũĲЯШ~Ю?ЮЯШ9ċůƓĤĲũũЯШsЮìЮЯШ7ċũČǍƚŔЯШ]ЮЯШÅċƻċƚǍЯШEЮЯШ?ċƨŊőĲƖƣǃЯШ~Ю?ЮЯШ
ÉŸůĲƖċЯШ ЮxЮЯШuǃƖƓŔĬĲƚЯШ Ю9ЮЯШ ŰĬĲƖƚŸŰЯШfЮЯШ]ĲũŉċŰĬЯШ~ЮÉЮЯШ7őċƣƣċĦőċƖǃċЯШ ЮЯШuċƓċƣƖċũЯШ
éЮЯШ?ѣÉŸƨǍċЯШ~ЮЯШ7ċĲƻЯШ~ЮéЮЯШ]ƖĲĦőťŔŰЯШòЮЯШ~ƚĲĲőЯШ[ЮЯШ[ŸŰƚƣĲŔŰЯШ~ЮòЮЯШ§ƻĲƖĤĲĲťЯШÅЮЯШ
7ċƖċĤČƚŔЯШ ЮxЮЯШ§ũƣƻċŔЯШüЮ ЮШċŰĬШ§ƚƣĲƖůċŰЯШ ЮxЮШыΞΜΜΟьШEǂƓĲƖŔůĲŰƣċũШĬĲƣĲƖůŔŰċƣŔŸŰШ
ċŰĬШƚǃƚƣĲůШũĲƻĲũШċŰċũǃƚŔƚШŸŉШĲƚƚĲŰƣŔċũШŊĲŰĲƚШŔŰШEƚĦőĲƖŔĦőŔċЮĦŸũŔШ~]ΝΣΡΡЮШsŸƨƖŰċũЮŸŉЮ
7ċĦƣĲƖŔŸũŸŊǃеШΝΥΡЯШΡΣΤΟрΥΠЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΞΥоŢĤЮΝΥΡЮΝΦЮΡΣΤΟр
ΡΣΥΠЮΞΜΜΟ 

]ĲƨƖƣƚĲŰЯШsЮЯШĬĲ 7ĲĲŰЯШ~ЮЯШìĲĲƖĬĲŰĤƨƖŊЯШEЮЯШüŸůĲƖЯШ ЮЯШ~Ħ ċũũǃЯШ ЮШċŰĬШÂŸŸũůċŰЯШsЮШ
ыΞΜΞΞьШ]ĲŰŸůŔĦƚШċŰĬШƓċƣőŸƣǃƓĲƚШŸŉШƣőĲШůċŰǃШŉċĦĲƚШŸŉШEƚĦőĲƖŔĦőŔċЮĦŸũŔЮШ[E~ÉЮ
~ŔĦƖŸĤŔŸũŸŊǃЮÅĲƻŔĲƽƚеШΠΣЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΦΟоŉĲůƚƖĲоŉƨċĦΜΟΝ 
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ΝΥΥ 
 

]ĲƻĲƖƚЯШ?ЮЯШéċŰĬĲƓŸĲũĲЯШuЮЯШÉŔůŔũũŔŸŰЯШ9ЮШċŰĬШéċŰШĬĲШÂĲĲƖЯШòЮШыΞΜΜΠьШ]ĲŰĲШĬƨƓũŔĦċƣŔŸŰШ
ċŰĬШĤŔċƚĲĬШŉƨŰĦƣŔŸŰċũШƖĲƣĲŰƣŔŸŰШŸŉШƓċƖċũŸŊƚШŔŰШĤċĦƣĲƖŔċũШŊĲŰŸůĲƚЮШÑƖĲŰĬƚЮŔŰЮ
~ŔĦƖŸĤŔŸũŸŊǃеШΝΞЯШΝΠΥрΝΡΠЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΝΣоŢЮƣŔůЮΞΜΜΠЮΜΞЮΜΜΤ 

]ŔƨŉƖĲЯШ~ЮЯШ ĦĦŸŊũŔЯШ~ЮЯШ[ċƖŔŰċЯШ9ЮЯШ]ŔċůůċŰĦŸЯШ ЮЯШÂĲĦŔũĲЯШÂЮШċŰĬШ9ĲƖƕƨĲƣƣŔЯШ~ЮШыΞΜΝΠьШ
ÂƖĲĬŸůŔŰċŰĦĲШŸŉШƣőĲШǯůcΟΜШÉƨĤĦũŸŰĲШ ůŸŰŊШ~ƨũƣŔĬƖƨŊрÅĲƚŔƚƣċŰƣШEƚĦőĲƖŔĦőŔċЮĦŸũŔЮ
ÉƣƖċŔŰƚШ7ĲũŸŰŊŔŰŊШƣŸШÉĲƕƨĲŰĦĲШÑǃƓĲШΝΟΝШŔŰШfƣċũǃЮШÑőĲЮsŸƨƖŰċũЮŸŉЮfŰŉĲĦƣŔŸƨƚЮ?ŔƚĲċƚĲƚеШ
ΞΜΦЯШΣΞΦрΣΟΜЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΦΟоŔŰŉĬŔƚоŢŔƣΡΥΟ 

]ŸũĬůċŰЯШ Ю?ЮШċŰĬШxċŰĬƽĲĤĲƖЯШxЮ[ЮШыΞΜΝΣьШìőċƣШfƚШċШ]ĲŰŸůĲеШÂxŸÉЮŊĲŰĲƣŔĦƚеШΝΞЯШ
ĲΝΜΜΣΝΥΝрĲΝΜΜΣΝΥΝЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΟΤΝоŢŸƨƖŰċũЮƓŊĲŰЮΝΜΜΣΝΥΝ 

]ŸŰǍċũĲǍр ũĤċЯШsЮ~ЮЯШ7ċƕƨĲƖŸЯШ[ЮЯШ9ċŰƣŹŰЯШÅЮШċŰĬШ]ċũČŰЯШsЮ9ЮШыΞΜΝΦьШÉƣƖċƣŔǯĲĬШ
ƖĲĦŸŰƚƣƖƨĦƣŔŸŰШŸŉШċŰĦĲƚƣƖċũШEƚĦőĲƖŔĦőŔċЮĦŸũŔШĬŔƻĲƖƚŔǯĦċƣŔŸŰЮШ7~9Ю]ĲŰŸůŔĦƚеШΞΜЯШΦΟΣЮШ
ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΥΣоƚΝΞΥΣΠрΜΝΦрΣΟΠΣрΝ 

]ŸƖĬŸЯШfЮЯШ?ĲůĲŰŊĲŸƣЯШsЮШċŰĬШñċƻŔĲƖЯШuЮШыΞΜΝΠьШEƚĦőĲƖŔĦőŔċШĦŸũŔШċĬċƓƣċƣŔŸŰШƣŸШƣőĲШŊƨƣШ
ĲŰƻŔƖŸŰůĲŰƣаШċШĦŸŰƚƣċŰƣШǯŊőƣШŉŸƖШƚƨƖƻŔƻċũЮШ[ƨƣƨƖĲЮ~ŔĦƖŸĤŔŸũŸŊǃеШΦЯШΝΞΟΡрΝΞΟΥЮШ
ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΞΞΝΤоŉůĤЮΝΠЮΥΣ 

]§éШÖuЮШыΞΜΜΦьШÑƖĲċƣŔŰŊЮċŰĬЮÂƖŸĦĲƚƚŔŰŊЮÂŸƨũƣƖǃЮШEŰƻŔƖŸŰůĲŰƣШ ŊĲŰĦǃЮШ ƻċŔũċĤũĲаШ
őƣƣƓƚаооƽƽƽЮŊŸƻЮƨťоŊŸƻĲƖŰůĲŰƣоƓƨĤũŔĦċƣŔŸŰƚоƣƖĲċƣŔŰŊрċŰĬрƓƖŸĦĲƚƚŔŰŊрƓŸƨũƣƖǃр
ċĬĬŔƣŔŸŰċũрŊƨŔĬċŰĦĲШя ĦĦĲƚƚĲĬШΝΝоΜΥоΞΜΞΡѐЮ 

]§éШÖuШΞΜΞΝЮШÖŰŔƣĲĬШuŔŰŊĬŸůШ[ŸŸĬШÉĲĦƨƖŔƣǃШÅĲƓŸƖƣШΞΜΞΝаШÑőĲůĲШΡаШ[ŸŸĬШÉċŉĲƣǃШċŰĬШ
9ŸŰƚƨůĲƖШ9ŸŰǯĬĲŰĦĲЮШxŸŰĬŸŰЯШÖuЮ 

]§éШÖuЮШыΞΜΞΠьШ9ŸŰŉƖŸŰƣŔŰŊЮ ŰƣŔůŔĦƖŸĤŔċũЮÅĲƚŔƚƣċŰĦĲжЮΥΣΥΧЮƣŸЮΥΣΥάЮШ?ĲƓċƖƣůĲŰƣШŸŉШ
cĲċũƣőШċŰĬШÉŸĦŔċũШ9ċƖĲЮШ ƻċŔũċĤũĲаШőƣƣƓƚаооƽƽƽЮŊŸƻЮƨťоŊŸƻĲƖŰůĲŰƣоƓƨĤũŔĦċƣŔŸŰƚоƨťр
ΡрǃĲċƖрċĦƣŔŸŰрƓũċŰрŉŸƖрċŰƣŔůŔĦƖŸĤŔċũрƖĲƚŔƚƣċŰĦĲрΞΜΞΠрƣŸрΞΜΞΦоĦŸŰŉƖŸŰƣŔŰŊр
ċŰƣŔůŔĦƖŸĤŔċũрƖĲƚŔƚƣċŰĦĲрΞΜΞΠрƣŸрΞΜΞΦШя ĦĦĲƚƚĲĬШΝΝоΜΣоΞΜΞΡѐЮ 

]ƖŸċƣЯШEЮ[ЮЯШìŔũũŔċůƚЯШ ЮsЮЯШÂŔŰĦőĤĲĦťЯШ]ЮЯШìċƖŰĲƖЯШ7ЮЯШÉŔůƓƚŸŰЯШ ЮШċŰĬШÉĦőůŔĬƣЯШéЮ~ЮШ
ыΞΜΞΞьШÖuШĬŸŊƚШĲċƣŔŰŊШƖċƽШůĲċƣШĬŔĲƣƚШőċƻĲШőŔŊőĲƖШƖŔƚťШŸŉШÉċũůŸŰĲũũċШċŰĬШ
ċŰƣŔůŔĦƖŸĤŔċũрƖĲƚŔƚƣċŰƣШEƚĦőĲƖŔĦőŔċЮĦŸũŔЮŉċĲĦċũШĦċƖƖŔċŊĲЮШsŸƨƖŰċũЮŸŉЮƚůċũũЮċŰŔůċũЮ
ƓƖċĦƣŔĦĲеШΣΟЯШΠΟΡрΠΠΝЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΝΝоŢƚċƓЮΝΟΠΥΥ 

]ƨƖĲƻŔĦőЯШ ЮЯШÉċƻĲũŔĲƻЯШéЮЯШéǃċőőŔЯШ ЮШċŰĬШÑĲƚũĲƖЯШ]ЮШыΞΜΝΟьШÄÖ ÉÑаШƕƨċũŔƣǃШċƚƚĲƚƚůĲŰƣШ
ƣŸŸũШŉŸƖШŊĲŰŸůĲШċƚƚĲůĤũŔĲƚЮШ7ŔŸŔŰŉŸƖůċƣŔĦƚеШΞΦЯШΝΜΤΞрΝΜΤΡЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΦΟоĤŔŸŔŰŉŸƖůċƣŔĦƚоĤƣƣΜΥΣ 

]ƨƣƣůċŰЯШ?ЮÉЮШċŰĬШ?ǃťőƨŔǍĲŰЯШ?ЮEЮШыΝΦΦΠьШ9ũŸŰċũШĬŔƻĲƖŊĲŰĦĲШŔŰШEƚĦőĲƖŔĦőŔċЮĦŸũŔЮċƚШċШ
ƖĲƚƨũƣШŸŉШƖĲĦŸůĤŔŰċƣŔŸŰЯШŰŸƣШůƨƣċƣŔŸŰЮШÉĦŔĲŰĦĲеШΞΣΣЯШΝΟΥΜрΟЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΞΣоƚĦŔĲŰĦĲЮΤΦΤΟΤΞΥ 

https://doi.org/10.1016/j.tim.2004.02.007
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https://doi.org/10.1186/s12864-019-6346-1
https://doi.org/10.2217/fmb.14.86
https://www.gov.uk/government/publications/treating-and-processing-poultry-additional-guidance
https://www.gov.uk/government/publications/treating-and-processing-poultry-additional-guidance
https://www.gov.uk/government/publications/uk-5-year-action-plan-for-antimicrobial-resistance-2024-to-2029/confronting-antimicrobial-resistance-2024-to-2029
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ΝΥΦ 
 

]ƨǃЯШÅЮxЮЯШÅƨĬůċŰЯШsЮЯШcŔŊŊŔŰƚЯШcЮЯШ9ċƖƣĲƖЯШEЮЯШcĲŰĬĲƖƚŸŰЯШuЮxЮЯШ?ĲůŔƖŢŔċŰЯШ ЮШċŰĬШ
]ĲƖƻĲƖЯШÉЮ~ЮШыΞΜΞΟьШ ŔƣƖŸŉƨƖċŰƣŸŔŰШƖĲƚŔƚƣċŰĦĲШċƚШċŰШŔŰĬŔĦċƣŸƖШŉŸƖШůƨũƣŔĬƖƨŊШƖĲƚŔƚƣċŰĦĲаШ
ċŰШċƚƚĲƚƚůĲŰƣШŸŉШEƚĦőĲƖŔĦőŔċЮĦŸũŔШƨƖŔŰċƖǃШƣƖċĦƣШƚƓĲĦŔůĲŰƚШŔŰШEŰŊũċŰĬЯШΞΜΝΡтΝΦЮШs 9ц
ŰƣŔůŔĦƖŸĤŔċũЮÅĲƚŔƚƣċŰĦĲеШΡЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΦΟоŢċĦċůƖоĬũċĬΝΞΞ 

cċũťůċŰЯШcЮ7Ю?ЮШċŰĬШcċũťůċŰЯШ ЮuЮШыΞΜΝΠьШfŰĬŔĦċƣŸƖШ§ƖŊċŰŔƚůƚЮШfŰжШ7ċƣƣЯШ9ċƖũШ ЮШċŰĬШ
ÑŸƖƣŸƖĲũũŸЯШ~ċƖǃШxŸƨШыĲĬЮШΞьШEŰĦǃĦũŸƓĲĬŔċЮŸŉЮ[ŸŸĬЮ~ŔĦƖŸĤŔŸũŸŊǃЮёÉĲĦŸŰĬЮEĬŔƣŔŸŰђдШ
§ǂŉŸƖĬаШ ĦċĬĲůŔĦШÂƖĲƚƚЮΟΡΥрΟΣΟЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΝΣо7ΦΤΥрΜрΝΞр
ΟΥΠΤΟΜрΜЮΜΜΟΦΣрΤ 

cċũũЯШÅЮsЮЯШìőĲũċŰЯШ[ЮsЮЯШ9ƨůůŔŰƚЯШEЮ ЮЯШ9ŸŰŰŸƖЯШ9ЮЯШ~Ħ ċũũǃЯШ ЮШċŰĬШ~ĦfŰĲƖŰĲǃЯШsЮ§ЮШ
ыΞΜΞΝьШ]ĲŰĲрŊĲŰĲШƖĲũċƣŔŸŰƚőŔƓƚШŔŰШċŰШEƚĦőĲƖŔĦőŔċЮĦŸũŔШċĦĦĲƚƚŸƖǃШŊĲŰŸůĲШċƖĲШũŔŰťĲĬШƣŸШ
ŉƨŰĦƣŔŸŰШċŰĬШůŸĤŔũŔƣǃЮШ~ŔĦƖŸĤŔċũЮ]ĲŰŸůŔĦƚеШΤЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΦΦоůŊĲŰЮΜЮΜΜΜΣΡΜ 

cċůŔũƣŸŰр~ŔũũĲƖЯШsЮ~ЮШыΞΜΜΡьШ9ŸƖƖĲĦƣШƨƚĲШŸŉШƣőĲШƽŸƖĬШѣŉŸůŔƣĲƚѣаШŔƣƚШĲƣǃůŸũŸŊǃШŔƚШ
ŔůƓŸƖƣċŰƣЮШÑőĲЮsŸƨƖŰċũЮŸŉЮőŸƚƓŔƣċũЮŔŰŉĲĦƣŔŸŰеШΡΦЯШΝΣΡЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΝΣоŢЮŢőŔŰЮΞΜΜΠЮΜΥЮΜΜΠ 

cċŰƚĲŰЯШìЮШċŰĬШòŸƨƖċƚƚŸƽƚťǃЯШEЮШыΝΦΥΠьШ?ĲƣĲĦƣŔŸŰШŸŉШĤĲƣċрŊũƨĦƨƖŸŰŔĬċƚĲШŔŰШũċĦƣŸƚĲр
ŉĲƖůĲŰƣŔŰŊШůĲůĤĲƖƚШŸŉШƣőĲШŉċůŔũǃШEŰƣĲƖŸĤċĦƣĲƖŔċĦĲċĲШċŰĬШŔƣƚШƓƖĲƚĲŰĦĲШŔŰШĤċĦƣĲƖŔċũШ
ƨƖŔŰĲШĦƨũƣƨƖĲƚЮШsŸƨƖŰċũЮŸŉЮ9ũŔŰŔĦċũЮ~ŔĦƖŸĤŔŸũŸŊǃеШΞΜЯШΝΝΤΤрΝΝΤΦЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΞΥоŢĦůЮΞΜЮΣЮΝΝΤΤрΝΝΤΦЮΝΦΥΠ 

cċƖċрuƨĬŸЯШòЮШċŰĬШÑċťċƣŸƖŔЯШuЮШыΞΜΝΝьШ9ŸŰƣċůŔŰċƣŔŸŰШũĲƻĲũШċŰĬШŔŰŊĲƚƣŔŸŰШĬŸƚĲШŸŉШ
ŉŸŸĬĤŸƖŰĲШƓċƣőŸŊĲŰƚШċƚƚŸĦŔċƣĲĬШƽŔƣőШŔŰŉĲĦƣŔŸŰƚЮШEƓŔĬĲůŔŸũŸŊǃЮċŰĬЮfŰŉĲĦƣŔŸŰеШΝΟΦЯШ
ΝΡΜΡрΝΡΝΜЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΝΤоÉΜΦΡΜΞΣΥΥΝΜΜΜΞΦΞñ 

cċƖċĬċЯШuЮЯШ§ťċĬċЯШEЮЯШÉőŔůŔǍƨЯШÑЮЯШuċƣċŸťċЯШòЮЯШÉċƽċĬċЯШÑЮШċŰĬШÑċťċőċƚőŔЯШÑЮШыΞΜΝΞьШ
ŰƣŔůŔĦƖŸĤŔċũШƖĲƚŔƚƣċŰĦĲЯШƻŔƖƨũĲŰĦĲШƓƖŸǯũĲƚЯШċŰĬШƓőǃũŸŊĲŰĲƣŔĦШŊƖŸƨƓƚШŸŉШŉĲĦċũШ

EƚĦőĲƖŔĦőŔċЮĦŸũŔЮŔƚŸũċƣĲƚаШċШĦŸůƓċƖċƣŔƻĲШċŰċũǃƚŔƚШĤĲƣƽĲĲŰШĬŸŊƚШċŰĬШƣőĲŔƖШŸƽŰĲƖƚШŔŰШ
sċƓċŰЮШ9ŸůƓċƖċƣŔƻĲЮfůůƨŰŸũŸŊǃеЮ~ŔĦƖŸĤŔŸũŸŊǃЮċŰĬЮfŰŉĲĦƣŔŸƨƚЮ?ŔƚĲċƚĲƚеШΟΡЯШΝΟΦрΝΠΠЮШ
ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΝΣоŢЮĦŔůŔĬЮΞΜΝΝЮΝΞЮΜΜΡ 

cċƚĲŊċƽċЯШ~ЮЯШuŔƚőŔŰŸЯШcЮШċŰĬШÉċŔƣŸƨЯШ ЮШыΝΦΦΝьШ§ŰШƣőĲШůċǂŔůƨůШũŔťĲũŔőŸŸĬШůĲƣőŸĬШ
ŔŰШůŸũĲĦƨũċƖШƓőǃũŸŊĲŰĲƣŔĦƚЮШsŸƨƖŰċũЮŸŉЮ~ŸũĲĦƨũċƖЮEƻŸũƨƣŔŸŰеШΟΞЯШΠΠΟрΠΠΡЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΜΤо7[ΜΞΝΜΝΞΥΡ 

cċǃċƚőŔЯШìЮЯШ§őƚċťŔЯШòЮЯШÑċŰŔŊƨĦőŔЯШòЮЯШuŸŔĬĲЯШÉЮЯШuċƽċůƨƖċЯШuЮЯШÉƨǍƨťŔЯШ~ЮЯШuŔůƨƖċЯШuЮЯШ
ìċĦőŔŰŸЯШsЮfЮЯШ ċŊċŰŸЯШòЮЯШ ƖċťċƽċЯШòЮШċŰĬШ ċŊċŰŸЯШ ЮШыΞΜΝΥьШcŔŊőШƓƖĲƻċũĲŰĦĲШŸŉШ
Ĥũċы9Ññр~рΝΠьШċůŸŰŊШŊĲŰĲƣŔĦċũũǃШĬŔƻĲƖƚĲШEƚĦőĲƖŔĦőŔċЮĦŸũŔШƖĲĦŸƻĲƖĲĬШŉƖŸůШƖĲƣċŔũШƖċƽШ
ĦőŔĦťĲŰШůĲċƣШƓŸƖƣŔŸŰƚШŔŰШsċƓċŰЮШfŰƣĲƖŰċƣŔŸŰċũЮsŸƨƖŰċũЮŸŉЮ[ŸŸĬЮ~ŔĦƖŸĤŔŸũŸŊǃеШΞΥΠЯШΦΥр
ΝΜΠЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΝΣоŢЮŔŢŉŸŸĬůŔĦƖŸЮΞΜΝΥЮΜΥЮΜΜΟ 
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ΝΦΜ 
 

cċǃĲƖЯШsЮЯШÉċũŊċĬŸр9ċǂŔƣŸЯШ~ЮЯШ§ƓċǍŸр9ċƓƨƖƖŸЯШ ЮЯШ~ƨŶŸǍЯШÂЮ]ЮЯШ~ŔũũČŰЯШsЮЯШÂŔŶĲŔƖŸЯШ ЮЯШ
~ƨŰŔƣċЯШsЮ~ЮЯШÅŔƻċƚЯШxЮШċŰĬШ7ĲŰċƻŔĬĲƚЯШsЮ ЮШыΞΜΞΟьШ~ƨũƣŔƓũĲШĦũŸŰċũШƣƖċŰƚůŔƚƚŔŸŰƚШŸŉШ
ĦũŔŰŔĦċũũǃШƖĲũĲƻċŰƣШĲǂƣĲŰĬĲĬрƚƓĲĦƣƖƨůШĤĲƣċрũċĦƣċůċƚĲтƓƖŸĬƨĦŔŰŊШEƚĦőĲƖŔĦőŔċЮĦŸũŔЮ
ċůŸŰŊШũŔƻĲƚƣŸĦťЯШĬŸŊƚЯШċŰĬШƽŔũĬũŔŉĲШŔŰШ9őŔũĲЮШsŸƨƖŰċũЮŸŉЮ]ũŸĤċũЮ ŰƣŔůŔĦƖŸĤŔċũЮ
ÅĲƚŔƚƣċŰĦĲеШΟΠЯШΞΠΤрΞΡΞЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΝΣоŢЮŢŊċƖЮΞΜΞΟЮΜΤЮΜΜΦ 

cċǍĲŰЯШÑЮcЮЯШ~ŔĦőċũƚťŔЯШsЮ~ЮЯШÑĲŰŰċŰƣЯШÉЮ~ЮШċŰĬШÅċƚťŸЯШ?Ю ЮШыΞΜΞΟьШ]ĲŰŸůŔĦШĬŔƻĲƖƚŔƣǃШ
ŸŉШŰŸŰрĬŔċƖƖőĲċŊĲŰŔĦШŉĲĦċũШEƚĦőĲƖŔĦőŔċЮĦŸũŔЮŉƖŸůШĦőŔũĬƖĲŰШŔŰШƚƨĤрÉċőċƖċŰШ ŉƖŔĦċШċŰĬШ
ƚŸƨƣőШ ƚŔċШċŰĬШƣőĲŔƖШƖĲũċƣĲĬŰĲƚƚШƣŸШĬŔċƖƖőĲċŊĲŰŔĦШEдЮĦŸũŔЮШ ċƣƨƖĲЮ9ŸůůƨŰŔĦċƣŔŸŰƚеШ
ΝΠЯШΝΠΜΜЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΟΥоƚΠΝΠΣΤрΜΞΟрΟΣΟΟΤрǃ 

cĲċũƣőШÂƖŸƣĲĦƣŔŸŰШ ŊĲŰĦǃЮШыΞΜΜΦьШ]ƨŔĬĲũŔŰĲƚЮŉŸƖЮċƚƚĲƚƚŔŰŊЮƣőĲЮůŔĦƖŸĤŔŸũŸŊŔĦċũЮƚċŉĲƣǃЮ
ŸŉЮƖĲċĬǃцƣŸцĲċƣЮŉŸŸĬƚЮШcĲċũƣőШÂƖŸƣĲĦƣŔŸŰШ ŊĲŰĦǃЮШ ƻċŔũċĤũĲаШ
őƣƣƓƚаооƽƽƽЮŊŸƻЮƨťоŊŸƻĲƖŰůĲŰƣоƓƨĤũŔĦċƣŔŸŰƚоƖĲċĬǃрƣŸрĲċƣрŉŸŸĬƚрůŔĦƖŸĤŔŸũŸŊŔĦċũр
ƚċŉĲƣǃрċƚƚĲƚƚůĲŰƣрŊƨŔĬĲũŔŰĲƚШя ĦĦĲƚƚĲĬШΟΝоΝΜоΞΜΞΠѐЮ 

cĲċƣőĲƖЯШsЮ~ЮШċŰĬШ9őċŔŰЯШ7ЮШыΞΜΝΣьШÑőĲШƚĲƕƨĲŰĦĲШŸŉШƚĲƕƨĲŰĦĲƖƚаШÑőĲШőŔƚƣŸƖǃШŸŉШ
ƚĲƕƨĲŰĦŔŰŊШ?  ЮШ]ĲŰŸůŔĦƚеШΝΜΤЯШΝрΥЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΝΣоŢЮǃŊĲŰŸЮΞΜΝΡЮΝΝЮΜΜΟ 

cĲŔĬĲŰЯШÉЮEЮЯШuƨƖǍЯШ~ЮÉЮEЮЯШ7ŸőŰĲƖƣЯШsЮЯШ7ċǃŔŰŊċŰċЯШ9ЮЯШ ĬŸũŔЯШsЮ~ЮЯШÉĲŰĬĲŊĲǃċЯШ ЮЯШ
]ċőƨƣƨЯШsЮ7ЮЯШEŊĲƖЯШEЮЯШ~ŸĦťĲŰőċƨƓƣЯШ[ЮÂЮШċŰĬШÉĦőċƨǰĲƖЯШuЮШыΞΜΞΜьШ[ũŔĲƚШŉƖŸůШċШƣĲƖƣŔċƖǃШ
őŸƚƓŔƣċũШŔŰШÅƽċŰĬċШĦċƖƖǃШůƨũƣŔĬƖƨŊрƖĲƚŔƚƣċŰƣШ]ƖċůрŰĲŊċƣŔƻĲШƓċƣőŸŊĲŰƚШŔŰĦũƨĬŔŰŊШ
ĲǂƣĲŰĬĲĬрƚƓĲĦƣƖƨůШĤĲƣċрũċĦƣċůċƚĲрƓƖŸĬƨĦŔŰŊЮEдЮĦŸũŔШƚĲƕƨĲŰĦĲШƣǃƓĲШΝΟΝЮШ
ŰƣŔůŔĦƖŸĤЮÅĲƚŔƚƣЮfŰŉĲĦƣЮ9ŸŰƣƖŸũеШΦЯШΟΠЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΥΣоƚΝΟΤΡΣр

ΜΞΜрΜΣΦΣрǃ 

cŸũũċŰĬЯШ?ЮШċŰĬШ~ċőůŸƨĬǍċĬĲőЯШ ЮШыΞΜΞΜьШ[ŸŸĬĤŸƖŰĲЮĬŔƚĲċƚĲЮĲƚƣŔůċƣĲƚЮŉŸƖЮƣőĲЮ
ÖŰŔƣĲĬЮuŔŰŊĬŸůЮŔŰЮΥΣΤΫЮШ[ŸŸĬШÉƣċŰĬċƖĬƚШ ŊĲŰĦǃЮШ ƻċŔũċĤũĲаШ
őƣƣƓƚаооƽƽƽЮŉŸŸĬЮŊŸƻЮƨťоƖĲƚĲċƖĦőоŉŸŸĬĤŸƖŰĲрĬŔƚĲċƚĲоŉŸŸĬĤŸƖŰĲрĬŔƚĲċƚĲр
ĲƚƣŔůċƣĲƚрŉŸƖрƣőĲрƨŰŔƣĲĬрťŔŰŊĬŸůрŔŰрΞΜΝΥШя ĦĦĲƚƚĲĬШΝΝоΜΥоΞΜΞΡѐЮ 

cŸũũċŰĬЯШÅЮEЮЯШìċũťĲƖЯШÅЮ?ЮЯШÉƖŔƖċŰŊċŰċƣőċŰЯШ ЮЯШìŔũƚŸŰЯШÅЮ ЮШċŰĬШÅƨőũЯШ?Ю9ЮШыΝΦΦΦьШ
9őċƖċĦƣĲƖŔǍċƣŔŸŰШŸŉШEƚĦőĲƖŔĦőŔċЮĦŸũŔЮŔƚŸũċƣĲĬШŉƖŸůШőĲċũƣőǃШĬŸŊƚЮШéĲƣĲƖŔŰċƖǃЮ
~ŔĦƖŸĤŔŸũŸŊǃеШΤΜЯШΞΣΝрΞΣΥЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΝΣоÉΜΟΤΥр
ΝΝΟΡыΦΦьΜΜΝΟΣрΠ 

cŸũũĲǃЯШ]ЮШċŰĬШ~ĲũƚƣĲĬЯШÂЮШыΞΜΝΦьШ7ŔŉƖŸƚƣШтШcŔŊőũǃШƓċƖċũũĲũШĦŸŰƚƣƖƨĦƣŔŸŰШċŰĬШŔŰĬĲǂŔŰŊШŸŉШ
ĦŸũŸƖĲĬШċŰĬШĦŸůƓċĦƣĲĬШĬĲШ7ƖƨŔŢŰШŊƖċƓőƚЮШĤŔŸÅǂŔƻЯШΣΦΡΟΟΥЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΥΣоƚΝΟΜΡΦрΜΞΜрΜΞΝΟΡрΥ 

cŸũƻŸĲƣЯШuЮЯШ?ĲШuĲƨĦťĲũċĲƖĲЯШ ЮЯШÉċůƓĲƖƚЯШfЮЯШéċŰШcċƨƣĲЯШÉЮЯШÉƣċũƚЯШ ЮШċŰĬШÖǃƣƣĲŰĬċĲũĲЯШ
~ЮШыΞΜΝΠьШÄƨċŰƣŔƣċƣŔƻĲШƚƣƨĬǃШŸŉШĦƖŸƚƚрĦŸŰƣċůŔŰċƣŔŸŰШƽŔƣőЮEƚĦőĲƖŔĦőŔċЮĦŸũŔЯШEдЮĦŸũŔШ
§ΝΡΤЯШ~ÉΞШƓőċŊĲШċŰĬШůƨƖŔŰĲШŰŸƖŸƻŔƖƨƚШŔŰШċШƚŔůƨũċƣĲĬШŉƖĲƚőрĦƨƣШũĲƣƣƨĦĲШƽċƚőШ
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ΝΦΝ 
 

ƓƖŸĦĲƚƚЮШ[ŸŸĬЮ9ŸŰƣƖŸũеШΟΤЯШΞΝΥрΞΞΤЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΝΣоŢЮŉŸŸĬĦŸŰƣЮΞΜΝΟЮΜΦЮΜΡΝ 

cŸũƻŸĲƣЯШuЮЯШsċĦǂƚĲŰƚЯШxЮЯШÉċůƓĲƖƚЯШfЮШċŰĬШÖǃƣƣĲŰĬċĲũĲЯШ~ЮШыΞΜΝΞьШfŰƚŔŊőƣШŔŰƣŸШƣőĲШ
ÂƖĲƻċũĲŰĦĲШċŰĬШ?ŔƚƣƖŔĤƨƣŔŸŰШŸŉШ~ŔĦƖŸĤŔċũШ9ŸŰƣċůŔŰċƣŔŸŰШÑŸШEƻċũƨċƣĲШìċƣĲƖШ
~ċŰċŊĲůĲŰƣШŔŰШƣőĲШ[ƖĲƚőШÂƖŸĬƨĦĲШÂƖŸĦĲƚƚŔŰŊШfŰĬƨƚƣƖǃЮШsŸƨƖŰċũЮŸŉЮ[ŸŸĬЮÂƖŸƣĲĦƣŔŸŰеШ
ΤΡЯШΣΤΝрΣΥΝЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΠΟΝΡоΜΟΣΞрΜΞΥñЮs[ÂрΝΝрΝΤΡ 

cƚŔĲőЯШÑЮЯШ~ċЯШuЮШċŰĬШ9őċŸЯШ ЮШыΞΜΝΣьШŔ EñÑаШċŰШÅШƓċĦťċŊĲШŉŸƖШƖċƖĲŉċĦƣŔŸŰШċŰĬШ
ĲǂƣƖċƓŸũċƣŔŸŰШŸŉШƚƓĲĦŔĲƚШĬŔƻĲƖƚŔƣǃШыcŔũũШŰƨůĤĲƖƚьЮШ~ĲƣőŸĬƚЮŔŰЮEĦŸũŸŊǃЮċŰĬЮEƻŸũƨƣŔŸŰеШΤЯШ
ΝΠΡΝрΝΠΡΣЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΝΝоΞΜΠΝрΞΝΜñЮΝΞΣΝΟ 

cƨŰƣЯШ~ЮЯШ~ċƣőĲƖЯШ ЮEЮЯШÉċŰĦőĲǍр7ƨƚŸЯШxЮЯШÂċŊĲЯШ ЮsЮЯШÂċƖťőŔũũЯШsЮЯШuĲċŰĲЯШsЮ ЮШċŰĬШ
cċƖƖŔƚЯШÉЮÅЮШыΞΜΝΤьШ Åf7 аШƖċƓŔĬШċŰƣŔůŔĦƖŸĤŔċũШƖĲƚŔƚƣċŰĦĲШŊĲŰŸƣǃƓŔŰŊШĬŔƖĲĦƣũǃШŉƖŸůШ
ƚĲƕƨĲŰĦŔŰŊШƖĲċĬƚЮШ~ŔĦƖŸĤŔċũЮ]ĲŰŸůŔĦƚеШΟЯШĲΜΜΜΝΟΝЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΦΦоůŊĲŰЮΜЮΜΜΜΝΟΝ 

cƨƚƚċŔŰЯШ ЮЯШÅċŰŢċŰЯШ ЮЯШ ċŰĬċŰƽċƖЯШ ЮЯШ7ċĤĤċƖЯШ ЮЯШsċĬőċƻЯШÉЮШċŰĬШ őůĲĬЯШ ЮШыΞΜΝΠьШ
]ĲŰŸƣǃƓŔĦШċŰĬШƓőĲŰŸƣǃƓŔĦШƓƖŸǯũĲƚШŸŉШEƚĦőĲƖŔĦőŔċЮĦŸũŔЮŔƚŸũċƣĲƚШĤĲũŸŰŊŔŰŊШƣŸШĦũŔŰŔĦċũШ
ƚĲƕƨĲŰĦĲШƣǃƓĲШΝΟΝШыÉÑΝΟΝьЯШĦũŔŰŔĦċũШŰŸŰрÉÑΝΟΝЯШċŰĬШŉĲĦċũШŰŸŰрÉÑΝΟΝШũŔŰĲċŊĲƚШŉƖŸůШ
fŰĬŔċЮШŰƣŔůŔĦƖŸĤŔċũЮċŊĲŰƣƚЮċŰĬЮĦőĲůŸƣőĲƖċƓǃеШΡΥЯШΤΞΠΜрΦЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΞΥо 9ЮΜΟΟΞΜрΝΠ 

fŰƣĲƖŰċƣŔŸŰċũШ§ƖŊċŰŔǍċƣŔŸŰШŉŸƖШÉƣċŰĬċƖĬŔǍċƣŔŸŰШыΞΜΜΝьШfÉ§ШΝΣΣΠΦрΞаΞΜΜΝЮШ~ŔĦƖŸĤŔŸũŸŊǃШ
ŸŉШŉŸŸĬШċŰĬШċŰŔůċũШŉĲĲĬŔŰŊШƚƣƨǭƚШуШcŸƖŔǍŸŰƣċũШůĲƣőŸĬШŉŸƖШƣőĲШĲŰƨůĲƖċƣŔŸŰШŸŉШĤĲƣċр
ŊũƨĦƨƖŸŰŔĬċƚĲрƓŸƚŔƣŔƻĲШEƚĦőĲƖŔĦőŔċЮĦŸũŔШрШÂċƖƣШΞаШ9ŸũŸŰǃрĦŸƨŰƣШƣĲĦőŰŔƕƨĲШċƣШΠΠШ
ĬĲŊƖĲĲƚШ9ШƨƚŔŰŊШΡрĤƖŸůŸрΠрĦőũŸƖŸрΟрŔŰĬŸũǃũШĤĲƣċр?рŊũƨĦƨƖŸŰŔĬĲЮШfÉ§ШΝΣΣΠΦрΞаΞΜΜΝЮШ 

fŰƣĲƖŰċƣŔŸŰċũШ§ƖŊċŰŔǍċƣŔŸŰШŉŸƖШÉƣċŰĬċƖĬŔǍċƣŔŸŰШыΞΜΝΡьШfÉ§ШΝΣΣΠΦрΟаΞΜΝΡЮШ~ŔĦƖŸĤŔŸũŸŊǃШ
ŸŉШƣőĲШŉŸŸĬШĦőċŔŰШуШcŸƖŔǍŸŰƣċũШůĲƣőŸĬШŉŸƖШƣőĲШĲŰƨůĲƖċƣŔŸŰШŸŉШĤĲƣċрŊũƨĦƨƖŸŰŔĬċƚĲр
ƓŸƚŔƣŔƻĲШEƚĦőĲƖŔĦőŔċЮĦŸũŔШрШÂċƖƣШΟаШ?ĲƣĲĦƣŔŸŰШċŰĬШůŸƚƣШƓƖŸĤċĤũĲШŰƨůĤĲƖШƣĲĦőŰŔƕƨĲШ
ƨƚŔŰŊШΡрĤƖŸůŸрΠрĦőũŸƖŸрΟрŔŰĬŸũǃũрơр?рŊũƨĦƨƖŸŰŔĬĲЮШfÉ§ШΝΣΣΠΦрΟаΞΜΝΡЮШ 

fƚőŔŔЯШÉЮЯШuƚŸũũЯШìЮ7ЮЯШcŔĦťƚЯШÅЮEЮШċŰĬШÉċĬŸƽƚťǃЯШ~ЮsЮШыΞΜΜΣьШÂƖĲƚĲŰĦĲШċŰĬШŊƖŸƽƣőШŸŉШ
ŰċƣƨƖċũŔǍĲĬШEƚĦőĲƖŔĦőŔċЮĦŸũŔШŔŰШƣĲůƓĲƖċƣĲШƚŸŔũƚШŉƖŸůШũċťĲШƚƨƓĲƖŔŸƖШƽċƣĲƖƚőĲĬƚЮШ
ƓƓũŔĲĬЮċŰĬЮEŰƻŔƖŸŰůĲŰƣċũЮ~ŔĦƖŸĤŔŸũŸŊǃеШΤΞЯШΣΝΞрΣΞΝЮШ ƻċŔũċĤũĲШċƣаШ
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ΝΦΞ 
 

sċĦťƚŸŰЯШÅЮìЮЯШéŔŰċƣǍĲƖЯШ7ЮЯШ ƖŰŸũĬЯШ?ЮxЮЯШ?ŸƖƨƚЯШÉЮШċŰĬШ~ƨƖŔũũŸЯШsЮШыΞΜΝΝьШÑőĲШŔŰǰƨĲŰĦĲШ
ŸŉШƣőĲШċĦĦĲƚƚŸƖǃШŊĲŰŸůĲШŸŰШĤċĦƣĲƖŔċũШƓċƣőŸŊĲŰШĲƻŸũƨƣŔŸŰЮШ~ŸĤŔũĲЮŊĲŰĲƣŔĦЮĲũĲůĲŰƣƚеШ
ΝЯШΡΡрΣΡЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΠΝΣΝоůŊĲЮΝЮΝЮΝΣΠΟΞ 

sċŔŰЯШ9ЮЯШÅŸĬƖŔŊƨĲǍрÅЯШxЮ~ЮЯШÂőŔũũŔƓƓǃЯШ Ю~ЮЯШuŸŰƚƣċŰƣŔŰŔĬŔƚЯШuЮÑЮШċŰĬШ ũƨƖƨЯШÉЮШыΞΜΝΥьШ
cŔŊőШƣőƖŸƨŊőƓƨƣШ  fШċŰċũǃƚŔƚШŸŉШΦΜuШƓƖŸťċƖǃŸƣŔĦШŊĲŰŸůĲƚШƖĲƻĲċũƚШĦũĲċƖШƚƓĲĦŔĲƚШ
ĤŸƨŰĬċƖŔĲƚЮШ ċƣƨƖĲЮ9ŸůůƨŰŔĦċƣŔŸŰƚеШΦЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΟΥоƚΠΝΠΣΤрΜΝΥрΜΤΣΠΝрΦ 

sċŰĲĦťŸЯШ ЮЯШüċůƨĬŔŸЯШÅЮЯШÂċũċƨЯШÅЮЯШ7ũŸŸůǯĲũĬЯШÉЮsЮШċŰĬШ~ċƣőĲƖЯШ ЮEЮШыΞΜΞΟьШÅĲƓĲċƣĲĬШ
ĦƖŸƚƚрƚĲĦƣŔŸŰċũШƚƣƨĬǃШŔĬĲŰƣŔǯĲƚШĬŔǭĲƖŔŰŊШƖŔƚťШŉċĦƣŸƖƚШċƚƚŸĦŔċƣĲĬШƽŔƣőШůŔĦƖŸĤŔċũШ
ĦŸŰƣċůŔŰċƣŔŸŰШŔŰШĦŸůůŸŰШŉŸŸĬШƓƖŸĬƨĦƣƚШŔŰШƣőĲШÖŰŔƣĲĬШuŔŰŊĬŸůЮШ[ŸŸĬЮ~ŔĦƖŸĤŔŸũŸŊǃеШ
ΝΝΝЯШΝΜΠΝΦΣЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΝΣоŢЮŉůЮΞΜΞΞЮΝΜΠΝΦΣ 

sċƚƓĲƖЯШsЮЯШEũůŸƖĲЯШsЮÉЮШċŰĬШìċŊƚƣċǭЯШ9ЮШыΞΜΞΝьШ?ĲƣĲƖůŔŰŔŰŊШƣőĲШƕƨċũŔƣǃШŸŉШũĲċŉǃШƚċũċĬƚаШ
ÂċƚƣЯШƓƖĲƚĲŰƣШċŰĬШŉƨƣƨƖĲЮШÂŸƚƣőċƖƻĲƚƣЮ7ŔŸũŸŊǃЮċŰĬЮÑĲĦőŰŸũŸŊǃеШΝΥΜЯШΝΝΝΣΟΜЮШ ƻċŔũċĤũĲШ
ċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΝΣоŢЮƓŸƚƣőċƖƻĤŔŸЮΞΜΞΝЮΝΝΝΣΟΜ 

sĲŰƚĲŰЯШ?Ю ЮЯШ[ƖŔĲĬƖŔĦőЯШxЮ~ЮЯШcċƖƖŔƚЯШxЮsЮЯШ?ċŰǃũƨťЯШ~Ю?ЮШċŰĬШÉĦőċǭŰĲƖЯШ?ЮìЮШыΞΜΝΡьШ
9ƖŸƚƚШĦŸŰƣċůŔŰċƣŔŸŰШŸŉШEƚĦőĲƖŔĦőŔċШĦŸũŔШ§ΝΡΤаcΤШĤĲƣƽĲĲŰШũĲƣƣƨĦĲШċŰĬШƽċƚőШƽċƣĲƖШ
ĬƨƖŔŰŊШőŸůĲрƚĦċũĲШƽċƚőŔŰŊЮШ[ŸŸĬЮ~ŔĦƖŸĤŔŸũŸŊǃеШΠΣЯШΠΞΥрΠΟΟЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΝΣоŢЮŉůЮΞΜΝΠЮΜΥЮΜΞΡ 

sĲƚƚĲƖЯШuЮsЮЯШÑƖƨĲĤċЯШ]ЮЯШuŸŰƚƣċŰƣŔŰŔĬŔƚЯШuЮÑЮШċŰĬШxĲƻǃЯШuЮШыΞΜΞΟьШìőǃШċƖĲШƚŸШůċŰǃШ
ĲŰƣĲƖŔĦШƓċƣőŸŊĲŰШŔŰŉĲĦƣŔŸŰƚШċƚǃůƓƣŸůċƣŔĦеШÂċƣőŸŊĲŰШċŰĬШŊƨƣШůŔĦƖŸĤŔŸůĲШ
ĦőċƖċĦƣĲƖŔƚƣŔĦƚШċƚƚŸĦŔċƣĲĬШƽŔƣőШĬŔċƖƖőĲċШƚǃůƓƣŸůƚШċŰĬШĦċƖƖŔċŊĲШŸŉШĬŔċƖƖőĲċŊĲŰŔĦШEдЮ
ĦŸũŔШŔŰШŰŸƖƣőĲƖŰШEĦƨċĬŸƖЮШ]ƨƣЮ~ŔĦƖŸĤĲƚеШΝΡЯШΞΞΥΝΜΝΜЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΥΜоΝΦΠΦΜΦΤΣЮΞΜΞΟЮΞΞΥΝΜΝΜ 

sŸőŰƚŸŰЯШsЮЯШsŸőŰƚƣŸŰЯШ7ЮЯШÂŸƖƣĲƖЯШÉЮЯШ9ũċĤŸƣƚЯШ9ЮЯШ7ĲŰĬĲƖЯШÑЮЯШÑőƨƖċƚЯШÂЮЯШÑƖŸƣƣЯШ?ЮЯШ
9ŸĤĤŸũĬЯШÅЮЯШ~ŸũũŔŰŊĲƖЯШsЮЯШ[ĲƖƖŔĲƖŔЯШÂЮЯШ?ƖċƽǍЯШÉЮШċŰĬШ7ċŰĲƖŢĲĲЯШÅЮШыΞΜΝΦьШÅċƓŔĬШ
ĲůĲƖŊĲŰĦĲЯШƚƨĤƚŔĬĲŰĦĲЯШċŰĬШůŸũĲĦƨũċƖШĬĲƣĲĦƣŔŸŰШŸŉШEƚĦőĲƖŔĦőŔċЮĦŸũŔЮƚĲƕƨĲŰĦĲШƣǃƓĲШ
ΝΝΦΟрǯůcΣΠЯШċШŰĲƽШĬŔƚƚĲůŔŰċƣĲĬШůƨũƣŔĬƖƨŊрƖĲƚŔƚƣċŰƣШĦŸůůĲŰƚċũШċŰĬШ
ĲǂƣƖċŔŰƣĲƚƣŔŰċũШƓċƣőŸŊĲŰЮШsŸƨƖŰċũЮŸŉЮ9ũŔŰŔĦċũЮ~ŔĦƖŸĤŔŸũŸŊǃеШΡΤЯШĲΜΝΣΣΠрΝΥЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΞΥоŢĦůЮΜΝΣΣΠрΝΥ 

sŸőŰƚŸŰЯШsЮÅЮШċŰĬШ9ũċĤŸƣƚЯШ9ЮШыΞΜΜΣьШÉőċƖŔŰŊШŸŉШƻŔƖƨũĲŰƣШEƚĦőĲƖŔĦőŔċЮĦŸũŔЮĦũŸŰĲƚШċůŸŰŊШ
őŸƨƚĲőŸũĬШůĲůĤĲƖƚШŸŉШċШƽŸůċŰШƽŔƣőШċĦƨƣĲШĦǃƚƣŔƣŔƚЮШ9ũŔŰŔĦċũЮfŰŉĲĦƣŔŸƨƚЮ?ŔƚĲċƚĲƚеШΠΟЯШ
ĲΝΜΝрĲΝΜΥЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΥΣоΡΜΥΡΠΝ 

sŸőŰƚŸŰЯШsЮÅЮЯШ9ũċĤŸƣƚЯШ9ЮШċŰĬШuƨƚťŸƽƚťŔЯШ~Ю ЮШыΞΜΜΥьШ~ƨũƣŔƓũĲрőŸƚƣШƚőċƖŔŰŊЯШũŸŰŊр
ƣĲƖůШƓĲƖƚŔƚƣĲŰĦĲЯШċŰĬШƻŔƖƨũĲŰĦĲШŸŉШEƚĦőĲƖŔĦőŔċЮĦŸũŔЮĦũŸŰĲƚШŉƖŸůШőƨůċŰШċŰĬШċŰŔůċũШ
őŸƨƚĲőŸũĬШůĲůĤĲƖƚЮШsŸƨƖŰċũЮŸŉЮ9ũŔŰŔĦċũЮ~ŔĦƖŸĤŔŸũŸŊǃеШΠΣЯШΠΜΤΥрΠΜΥΞЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΞΥоs9~ЮΜΜΦΥΜрΜΥ 
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ΝΦΟ 
 

sŸőŰƚŸŰЯШsЮÅЮЯШ?ċƻŔƚЯШ]ЮЯШ9ũċĤŸƣƚЯШ9ЮЯШsŸőŰƚƣŸŰЯШ7Ю?ЮЯШÂŸƖƣĲƖЯШÉЮЯШ?ĲĤÅŸǃЯШ9ЮЯШ
ÂŸůƓƨƣŔƨƚЯШìЮЯШEŰĬĲƖЯШÂЮÑЮЯШ9ŸŸƓĲƖƚƣŸĦťЯШ~ЮЯШÉũċƣĲƖЯШ7ЮÉЮЯШ7ċŰĲƖŢĲĲЯШÅЮЯШ~ŔũũĲƖЯШÉЮЯШ
uŔƚŔĲũċЯШ?ЮЯШÉŸťƨƖĲŰťŸЯШEЮéЮЯШ ǍŔǍЯШ~ЮШċŰĬШÂƖŔĦĲЯШxЮ7ЮШыΞΜΝΣьШcŸƨƚĲőŸũĬШĦũƨƚƣĲƖŔŰŊШŸŉШ
EƚĦőĲƖŔĦőŔċЮĦŸũŔЮƚĲƕƨĲŰĦĲШƣǃƓĲШΝΟΝШĦũŔŰŔĦċũШċŰĬШŉĲĦċũШŔƚŸũċƣĲƚШċĦĦŸƖĬŔŰŊШƣŸШƽőŸũĲШ
ŊĲŰŸůĲШƚĲƕƨĲŰĦĲШċŰċũǃƚŔƚЮШ§ƓĲŰЮ[ŸƖƨůЮfŰŉĲĦƣŔŸƨƚЮ?ŔƚĲċƚĲƚеШΟЯШŸŉƽΝΞΦЮШ ƻċŔũċĤũĲШ
ċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΦΟоŸǯĬоŸŉƽΝΞΦ 

sŸőŰƚŸŰЯШsЮÅЮЯШ?ĲũċƻċƖŔЯШÂЮЯШÉƣĲũũЯШ ЮxЮЯШìőŔƣƣċůЯШÑЮÉЮЯШ9ċƖũŔŰŸЯШÖЮШċŰĬШÅƨƚƚŸЯШÑЮ ЮШыΞΜΜΝьШ
~ŸũĲĦƨũċƖШ9ŸůƓċƖŔƚŸŰШŸŉШEǂƣƖċŔŰƣĲƚƣŔŰċũШEƚĦőĲƖŔĦőŔċЮĦŸũŔЮfƚŸũċƣĲƚШŸŉШƣőĲШÉċůĲШ
EũĲĦƣƖŸƓőŸƖĲƣŔĦШxŔŰĲċŊĲƚШŉƖŸůШcƨůċŰƚШċŰĬШ?ŸůĲƚƣŔĦШ ŰŔůċũƚЮШÑőĲЮsŸƨƖŰċũЮŸŉЮ
fŰŉĲĦƣŔŸƨƚЮ?ŔƚĲċƚĲƚеШΝΥΟЯШΝΡΠрΝΡΦЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΥΣоΟΝΤΣΣΞ 

sŸőŰƚŸŰЯШsЮÅЮЯШ~ƨƖƖċǃЯШ Ю9ЮЯШ]ċŢĲƽƚťŔЯШ ЮЯШÉƨũũŔƻċŰЯШ~ЮЯШÉŰŔƓƓĲƚЯШÂЮЯШuƨƚťŸƽƚťŔЯШ~Ю ЮШ
ċŰĬШÉůŔƣőЯШuЮEЮШыΞΜΜΟьШfƚŸũċƣŔŸŰШċŰĬШůŸũĲĦƨũċƖШĦőċƖċĦƣĲƖŔǍċƣŔŸŰШŸŉШŰċũŔĬŔǂŔĦШċĦŔĬр
ƖĲƚŔƚƣċŰƣШĲǂƣƖċŔŰƣĲƚƣŔŰċũШƓċƣőŸŊĲŰŔĦШEƚĦőĲƖŔĦőŔċЮĦŸũŔЮŉƖŸůШƖĲƣċŔũШĦőŔĦťĲŰШƓƖŸĬƨĦƣƚЮШ
ŰƣŔůŔĦƖŸĤŔċũЮ ŊĲŰƣƚЮċŰĬЮ9őĲůŸƣőĲƖċƓǃеШΠΤЯШΞΝΣΝрΞΝΣΥЮШ ƻċŔũċĤũĲШċƣаШ

őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΞΥо 9ЮΠΤЮΤЮΞΝΣΝрΞΝΣΥЮΞΜΜΟ 

sŸőŰƚŸŰШÑŔůŸƣőǃЯШsЮЯШìċŰŰĲůƨĲőũĲƖШòƻŸŰŰĲЯШ~ЮЯШsŸőŰƚŸŰШÉċƖċЯШsЮЯШxŸŊƨĲШ9ċƣőĲƖŔŰĲЯШ
~ЮЯШìőŔƣĲШ?ċƻŔĬЯШ]ЮЯШ?ŸĲƣťŸƣƣЯШ9ЮШċŰĬШ ŸũċŰШxŔƚċЯШuЮШыΞΜΜΤьШÂũċƚůŔĬШÅĲƓũŔĦŸŰШÑǃƓŔŰŊШŸŉШ
9ŸůůĲŰƚċũШċŰĬШÂċƣőŸŊĲŰŔĦШEƚĦőĲƖŔĦőŔċЮĦŸũŔШfƚŸũċƣĲƚЮШƓƓũŔĲĬЮċŰĬЮEŰƻŔƖŸŰůĲŰƣċũЮ
~ŔĦƖŸĤŔŸũŸŊǃеШΤΟЯШΝΦΤΣрΝΦΥΟЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΞΥо E~ЮΜΞΝΤΝрΜΣ 

sŸőŰƚŸŰЯШÑЮsЮЯШ ƖůƚƣƖŸŰŊЯШsЮÅЮЯШsŸőŰƚƣŸŰЯШ7ЮЯШ~ĲƖŔŰŸрéĲũċƚĦŸЯШfЮЯШsċůĤŸƖŸƻċЯШfЮЯШÉŔŰŊĲƖЯШ
ÅЮÉЮЯШsŸőŰƚŸŰЯШsЮÅЮШċŰĬШ7ĲŰĬĲƖЯШsЮ7ЮШыΞΜΞΞьШ§ĦĦƨƖƖĲŰĦĲШċŰĬШƓŸƣĲŰƣŔċũШƣƖċŰƚůŔƚƚŔŸŰШŸŉШ
ĲǂƣĲŰĬĲĬрƚƓĲĦƣƖƨůШĤĲƣċрũċĦƣċůċƚĲрƓƖŸĬƨĦŔŰŊШĲǂƣƖċŔŰƣĲƚƣŔŰċũШƓċƣőŸŊĲŰŔĦШċŰĬШ
ĲŰƣĲƖŸƓċƣőŸŊĲŰŔĦШEƚĦőĲƖŔĦőŔċЮĦŸũŔШŔŰШĬŸůĲƚƣŔĦШĬŸŊШŉċĲĦĲƚШŉƖŸůШ~ŔŰŰĲƚŸƣċЮШüŸŸŰŸƚĲƚЮ
ċŰĬЮÂƨĤũŔĦЮcĲċũƣőеШΣΦЯШΥΥΥрΥΦΡЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΝΝоǍƓőЮΝΞΦΥΡ 

sƨƖċƚĦőĲťЯШuЮЯШ7ŸƖŸƽŔċťЯШ~ЮЯШÑċƨƚĦőЯШÉЮcЮЯШ~ċũŸƖŰǃЯШ7ЮЯШuęƚĤŸőƖĲƖЯШ ЮЯШ§ƣċŰŔЯШÉЮЯШ
ÉĦőƽċƖǍЯШÉЮЯШ~ĲĲůťĲŰЯШ?ЮЯШ?ĲŰĲťĲЯШ9ЮШċŰĬШcċůůĲƖũЯШsЮ ЮШыΞΜΞΝьШ§ƨƣĦŸůĲШŸŉШ
?ŔǭĲƖĲŰƣШÉĲƕƨĲŰĦŔŰŊШċŰĬШ ƚƚĲůĤũǃШ ƓƓƖŸċĦőĲƚШŸŰШƣőĲШ?ĲƣĲĦƣŔŸŰШŸŉШÂũċƚůŔĬƚШċŰĬШ
xŸĦċũŔǍċƣŔŸŰШŸŉШ ŰƣŔůŔĦƖŸĤŔċũШÅĲƚŔƚƣċŰĦĲШ]ĲŰĲƚШŔŰШ9ŸůůĲŰƚċũШEƚĦőĲƖŔĦőŔċЮĦŸũŔЮШ
~ŔĦƖŸŸƖŊċŰŔƚůƚеШΦЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΟΟΦΜоůŔĦƖŸŸƖŊċŰŔƚůƚΦΜΟΜΡΦΥ 

uċċƚЯШÅЮÉЮЯШ[ƖŔŔƚЯШ9ЮЯШÖƚƚĲƖǃЯШ?ЮìЮШċŰĬШ ċƖĲƚƣƖƨƓЯШ[Ю~ЮШыΞΜΝΞьШEƚƣŔůċƣŔŰŊШƻċƖŔċƣŔŸŰШ
ƽŔƣőŔŰШƣőĲШŊĲŰĲƚШċŰĬШŔŰŉĲƖƖŔŰŊШƣőĲШƓőǃũŸŊĲŰǃШŸŉШΝΥΣШƚĲƕƨĲŰĦĲĬШĬŔƻĲƖƚĲШEƚĦőĲƖŔĦőŔċЮ
ĦŸũŔЮŊĲŰŸůĲƚЮШ7~9Ю]ĲŰŸůŔĦƚеШΝΟЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΥΣоΝΠΤΝрΞΝΣΠр
ΝΟрΡΤΤ 

uċƖċőƨƣŸƻČЯШxЮЯШ~ċŰĬĲũŖťЯШÅЮШċŰĬШ7ƨŢųČťŸƻČЯШ?ЮШыΞΜΞΝьШ ŰƣŔĤŔŸƣŔĦШÅĲƚŔƚƣċŰƣШċŰĬШ
7ŔŸǯũůр ƚƚŸĦŔċƣĲĬШEƚĦőĲƖŔĦőŔċЮĦŸũŔЮfƚŸũċƣĲƚШŉƖŸůШ?ŔċƖƖőĲŔĦШċŰĬШcĲċũƣőǃШ?ŸŊƚЮШ
~ŔĦƖŸŸƖŊċŰŔƚůƚеШΦЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΟΟΦΜоůŔĦƖŸŸƖŊċŰŔƚůƚΦΜΣΝΟΟΠ 
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ΝΦΠ 
 

uċƖĦċŊŔЯШfЮЯШ?ƖċƚťŸƻŔƣƚЯШ]ЮЯШÖůĲŰőŸǭĲƖЯШuЮЯШ[ĲťĲƣĲЯШ]ЮЯШuŸƻċĦƚЯШuЮЯШ~ĲőŔЯШ§ЮЯШ7ċũŔťŸЯШ]ЮЯШ
ÉǍċƓƓċŰŸƚЯШ7ЮЯШ]ǃŸƖŉǃЯШüЮЯШ[ĲőĲƖЯШÑЮЯШ7ŸŊŸƚЯШ7ЮЯШ7ũċƣƣŰĲƖЯШ[ЮÅЮЯШÂċũЯШ9ЮЯШÂŸƚŉċŔЯШ]ЮШċŰĬШ
ÂċƓƓЯШ7ЮШыΞΜΝΣьШfŰĬŔƚƓĲŰƚċĤŔũŔƣǃШŸŉШcŸƖŔǍŸŰƣċũũǃШÑƖċŰƚŉĲƖƖĲĬШ]ĲŰĲƚШċŰĬШfƣƚШfůƓċĦƣШŸŰШ
7ċĦƣĲƖŔċũШ]ĲŰŸůĲШÉƣƖĲċůũŔŰŔŰŊЮШ~ŸũĲĦƨũċƖЮ7ŔŸũŸŊǃЮċŰĬЮEƻŸũƨƣŔŸŰеШΟΟЯШΝΞΡΤрΝΞΣΦЮШ
ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΦΟоůŸũĤĲƻоůƚƽΜΜΦ 

uċƣǍЯШxЮÉЮЯШ]ƖŔƚƽŸũĬЯШÑЮЯШ~ŸƖƖŔƚŸŰЯШÉЮÉЮЯШ9ċƖċƻċƚЯШsЮ ЮЯШüőċŰŊЯШÉЮЯШĬĲŰШ7ċťťĲƖЯШcЮ9ЮЯШ
?ĲŰŊЯШñЮШċŰĬШ9ċƖũĲƣŸŰЯШcЮ ЮШыΞΜΝΦьШ~ċƚőƣƖĲĲаШċШƖċƓŔĬШĦŸůƓċƖŔƚŸŰШŸŉШƽőŸũĲШŊĲŰŸůĲШ
ƚĲƕƨĲŰĦĲШǯũĲƚЮШsŸƨƖŰċũЮŸŉЮ§ƓĲŰЮÉŸƨƖĦĲЮÉŸŉƣƽċƖĲеШΠЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΞΝΝΜΡоŢŸƚƚЮΜΝΤΣΞ 

uċƨǭůċŰŰЯШ[ЮШыΝΦΠΤьШÑőĲШÉĲƖŸũŸŊǃШŸŉШƣőĲШ9ŸũŔШ]ƖŸƨƓЮШÑőĲЮsŸƨƖŰċũЮŸŉЮfůůƨŰŸũŸŊǃеШΡΤЯШ
ΤΝрΝΜΜЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΠΜΠΦоŢŔůůƨŰŸũЮΡΤЮΝЮΤΝ 

uċƨƚőŔťЯШ ЮЯШÑċŰĲŢċЯШ ЮuЮЯШ9őċƨőċŰЯШuЮШċŰĬШ§ĤĲƖŸŔЯШcЮÉЮШыΞΜΞΡьШ?ǃŰċůŔĦƚШŸŉШůŸŰŸШċŰĬШ
ĬƨċũрƚƓĲĦŔĲƚШĤŔŸǯũůƚШŸŉШEƚĦőĲƖŔĦőŔċЮĦŸũŔШċŰĬШÉċũůŸŰĲũũċЮÑǃƓőŔůƨƖŔƨůаШfŰƣĲƖƚƓċƣŔċũШ
ŔŰƣĲƖċĦƣŔŸŰƚШċŰĬШŰŸƻĲũШŔŰőŔĤŔƣŔŸŰШƚƣƖċƣĲŊŔĲƚЮШfŰƣĲƖŰċƣŔŸŰċũЮsŸƨƖŰċũЮŸŉЮ[ŸŸĬЮ
~ŔĦƖŸĤŔŸũŸŊǃеШΠΠΜЯШΝΝΝΞΥΜЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΝΣоŢЮŔŢŉŸŸĬůŔĦƖŸЮΞΜΞΡЮΝΝΝΞΥΜ 

uċǃЯШ?ЮШċŰĬШ[ƖŔĦťĲƖЯШ9ЮШыΝΦΦΤьШ9ŸũŔŉŸƖůƚШċŰĬШEдЮĦŸũŔШаШƓƖŸĤũĲůШŸƖШƚŸũƨƣŔŸŰеШfŰжШuċǃЯШ
?ċƻŔĬШċŰĬШ[ƖŔĦťĲƖЯШ9ŸũŔŰШыĲĬЮШΝьШ9őċƓƣĲƖЮΤΤЮцЮ~ŔĦƖŸĤŔŸũŸŊŔĦċũЮfŰĬŔĦċƣŸƖƚЮŸŉЮ
ÅĲĦƖĲċƣŔŸŰċũЮìċƣĲƖЮÄƨċũŔƣǃдШÑőĲШÅŸǃċũШÉŸĦŔĲƣǃШŸŉШ9őĲůŔƚƣƖǃаШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооƖĲƚĲċƖĦőЮĲĤƚĦŸЮĦŸůоũŔŰťƓƖŸĦĲƚƚŸƖоƓũŔŰťеŔĬӀΟĬΦΡĤΤΥċрΡĲĤΦрΟĤŉĤрċΥΡĲр
ΤΥĤΟΡΝΠΣΜĦĤΦ 

uĲĲŰċŰЯШ?Ю[ЮШыΞΜΝΣьШÂŸƖťШ~ĲċƣШÄƨċũŔƣǃЯШÂƖŸĬƨĦƣŔŸŰШċŰĬШÂƖŸĦĲƚƚŔŰŊШŸŰЮШfŰжШ9ċĤċũũĲƖŸЯШ
7ĲŰŢċůŔŰЯШ[ŔŰŊũċƚЯШÂċƨũШ~ЮШċŰĬШÑŸũĬƖČЯШ[ŔĬĲũШыĲĬЮШEŰĦǃĦũŸƓĲĬŔċЮŸŉЮ[ŸŸĬЮċŰĬЮcĲċũƣőдШ
§ǂŉŸƖĬаШ ĦċĬĲůŔĦШÂƖĲƚƚЮΠΝΦрΠΟΝЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΝΣо7ΦΤΥрΜрΝΞр
ΟΥΠΦΠΤрΞЮΜΜΡΡΝрΝ 

uŔĬƚũĲǃЯШ ЮuЮЯШ§ќ?ĲċЯШ~ЮЯШÉċƓƨƣƖċЯШÉЮЯШsŸƖĬċŰЯШ?ЮЯШsŸőŰƚŸŰЯШsЮÅЮЯШ]ŸƖĬŸŰЯШ?Ю~ЮЯШÑƨƖŰŔЯШ9ЮЯШ
?ŢŸƖĬŢĲƻŔĦЯШÉЮÂЮЯШ ĤƖċőċůЯШÉЮШċŰĬШÑƖŸƣƣЯШ?ЮsЮШыΞΜΞΜċьШ]ĲŰŸůŔĦШċŰċũǃƚŔƚШŸŉШƓőǃũŸŊĲŰĲƣŔĦШ
ŊƖŸƨƓШ7ΞШĲǂƣƖċŔŰƣĲƚƣŔŰċũШƓċƣőŸŊĲŰŔĦШEдЮĦŸũŔШĦċƨƚŔŰŊШŔŰŉĲĦƣŔŸŰƚШŔŰШĬŸŊƚШŔŰШ ƨƚƣƖċũŔċЮШ
éĲƣĲƖŔŰċƖǃЮ~ŔĦƖŸĤŔŸũŸŊǃеШΞΠΥЯШΝΜΥΤΥΟЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΝΣоŢЮƻĲƣůŔĦЮΞΜΞΜЮΝΜΥΤΥΟ 

uŔĬƚũĲǃЯШ ЮuЮЯШìőŔƣĲЯШÅЮÑЮЯШ7ĲċƣƚŸŰЯШÉЮ ЮЯШÉċƓƨƣƖċЯШÉЮЯШÉĦőĲůĤƖŔЯШ~Ю ЮЯШ]ŸƖĬŸŰЯШ?ЮЯШ
sŸőŰƚŸŰЯШsЮÅЮЯШ§ќ?ĲċЯШ~ЮЯШ~ŸũũŔŰŊĲƖЯШsЮxЮЯШ ĤƖċőċůЯШÉЮШċŰĬШÑƖŸƣƣЯШ?ЮsЮШыΞΜΞΜĤьШ
9ŸůƓċŰŔŸŰШċŰŔůċũƚШċƖĲШƚƓŔũũŸƻĲƖШőŸƚƣƚШŸŉШƣőĲШůƨũƣŔĬƖƨŊрƖĲƚŔƚƣċŰƣШőƨůċŰШ
ĲǂƣƖċŔŰƣĲƚƣŔŰċũШEƚĦőĲƖŔĦőŔċЮĦŸũŔЮƓċŰĬĲůŔĦШĦũŸŰĲƚШÉÑΝΟΝШċŰĬШÉÑΝΝΦΟЮШ[ƖŸŰƣŔĲƖƚЮŔŰЮ
~ŔĦƖŸĤŔŸũŸŊǃеШΝΝЯШΝΦΣΥЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΟΟΥΦоŉůŔĦĤЮΞΜΞΜЮΜΝΦΣΥ 
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ΝΦΡ 
 

uŔůЯШ9ЮЯШÂŸŰŊƓċŰŔĦőЯШ~ЮШċŰĬШÂŸƖŰƣċƻĲĲƣƨƚЯШÑЮШыΞΜΞΠьШÖŰƖċƻĲũŔŰŊШůĲƣċŊĲŰŸůŔĦƚШ
ƣőƖŸƨŊőШũŸŰŊрƖĲċĬШƚĲƕƨĲŰĦŔŰŊаШċШĦŸůƓƖĲőĲŰƚŔƻĲШƖĲƻŔĲƽЮШsŸƨƖŰċũЮŸŉЮÑƖċŰƚũċƣŔŸŰċũЮ
~ĲĬŔĦŔŰĲеШΞΞЯШΝΝΝЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΥΣоƚΝΞΦΣΤрΜΞΠрΜΠΦΝΤрΝ 

uŔůЯШ?ЮЯШÉŸŰŊЯШxЮЯШ7ƖĲŔƣƽŔĲƚĲƖЯШ[ЮÂЮШċŰĬШÉċũǍĤĲƖŊЯШÉЮxЮШыΞΜΝΣьШ9ĲŰƣƖŔŉƨŊĲаШƖċƓŔĬШċŰĬШ
ƚĲŰƚŔƣŔƻĲШĦũċƚƚŔǯĦċƣŔŸŰШŸŉШůĲƣċŊĲŰŸůŔĦШƚĲƕƨĲŰĦĲƚЮШ]ĲŰŸůĲЮÅĲƚĲċƖĦőеШΞΣЯШΝΤΞΝр
ΝΤΞΦЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΜΝоŊƖЮΞΝΜΣΠΝЮΝΝΣ 

uŔƚũŔĦőťŔŰċЯШ Ю ЮЯШuċƖƣƚĲƻЯШ Ю ЮЯШÉťƖǃċĤŔŰЯШòЮÂЮЯШÉŔǍŸƻċЯШ Ю ЮЯШuċŰċƚőĲŰťŸЯШ~ЮEЮЯШ
ÑĲǃůƨƖċǍŸƻЯШ~Ю]ЮЯШuƨǍŔŰċЯШEЮÉЮЯШ7ŸŊƨŰЯШ Ю]ЮЯШ[ƨƖƚŸƻċЯШ ЮuЮЯШÉƻĲƣŸĦőЯШEЮ ЮШċŰĬШ?ǃċƣũŸƻЯШ
fЮ ЮШыΞΜΞΞьШ]ĲŰŸůŔĦШċŰċũǃƚŔƚШŸŉШċШőǃĤƖŔĬШĲŰƣĲƖŸċŊŊƖĲŊċƣŔƻĲШőĲůŸƖƖőċŊŔĦШEƚĦőĲƖŔĦőŔċЮ
ĦŸũŔЮ§ΝΥΝаcΠШƚƣƖċŔŰШĦċƨƚŔŰŊШĦŸũŔƣŔƚШƽŔƣőШőĲůŸũǃƣŔĦрƨƖĲůŔĦШƚǃŰĬƖŸůĲЮШŰƣŔĤŔŸƣŔĦƚЮ
ё7ċƚĲũђеШΝΝЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΟΟΦΜоċŰƣŔĤŔŸƣŔĦƚΝΝΝΜΝΠΝΣ 

uũŸƣǍũЯШ[ЮШċŰĬШcċƨĤŸũĬЯШ7ЮШыΞΜΞΜьШÂőǃũŸŰŔƨůаШŉċƚƣШĲƚƣŔůċƣŔŸŰШŸŉШĲƻŸũƨƣŔŸŰċƖǃШĬŔƚƣċŰĦĲƚШ
ŉƖŸůШũċƖŊĲШƚċůƓũĲƚШŸŉШƚŔůŔũċƖШŊĲŰŸůĲƚЮШ7ŔŸŔŰŉŸƖůċƣŔĦƚеШΟΣЯШΞΜΠΜрΞΜΠΣЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΦΟоĤŔŸŔŰŉŸƖůċƣŔĦƚоĤƣǍΦΜΟ 

uŸƖċŢťŔĦЯШ ЮШċŰĬШcċƖƽŸŸĬЯШéЮШыΞΜΝΣьШìċƣĲƖШƚƨƓƓũŔĲƚаШůŔĦƖŸĤŔŸũŸŊŔĦċũШċŰċũǃƚŔƚЮШ
ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΝΣо7ΦΤΥрΜрΝΞрΟΥΠΦΠΤрΞЮΜΜΤΠΝрΥ 

uŸƣőċƖǃЯШ~ЮcЮШċŰĬШ7ċĤƨЯШÖЮÉЮШыΞΜΜΝьШfŰŉĲĦƣŔƻĲШĬŸƚĲШŸŉШŉŸŸĬĤŸƖŰĲШƓċƣőŸŊĲŰƚШŔŰШ
ƻŸũƨŰƣĲĲƖƚаШ ШƖĲƻŔĲƽЮШsŸƨƖŰċũЮŸŉЮ[ŸŸĬЮÉċŉĲƣǃеШΞΝЯШΠΦрΣΥЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΝΝоŢЮΝΤΠΡрΠΡΣΡЮΞΜΜΝЮƣĤΜΜΟΜΤЮǂ 

uƖċƨƚĲЯШ]ЮЯШüŔůůĲƖůċŰŰЯШÉЮШċŰĬШ7ĲƨƣŔŰЯШxЮШыΞΜΜΡьШfŰƻĲƚƣŔŊċƣŔŸŰШŸŉШĬŸůĲƚƣŔĦШċŰŔůċũƚШ
ċŰĬШƓĲƣƚШċƚШċШƖĲƚĲƖƻŸŔƖШŉŸƖШŔŰƣŔůŔŰрШыĲċĲьШŊĲŰĲШƓŸƚŔƣŔƻĲШEƚĦőĲƖŔĦőŔċЮĦŸũŔШƣǃƓĲƚЮШ
éĲƣĲƖŔŰċƖǃЮ~ŔĦƖŸĤŔŸũŸŊǃеШΝΜΣЯШΥΤрΦΡЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΝΣоŢЮƻĲƣůŔĦЮΞΜΜΠЮΝΝЮΜΝΞ 

uƨőŰĲƖЯШ~ЮuЮШċŰĬШ[ĲũƚĲŰƚƣĲŔŰЯШsЮШыΝΦΦΠьШ ШƚŔůƨũċƣŔŸŰШĦŸůƓċƖŔƚŸŰШŸŉШƓőǃũŸŊĲŰǃШ
ċũŊŸƖŔƣőůƚШƨŰĬĲƖШĲƕƨċũШċŰĬШƨŰĲƕƨċũШĲƻŸũƨƣŔŸŰċƖǃШƖċƣĲƚЮШ~ŸũĲĦƨũċƖЮ7ŔŸũŸŊǃЮċŰĬЮ
EƻŸũƨƣŔŸŰеШΝΝЯШΠΡΦрΠΣΥЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΦΟоŸǂŉŸƖĬŢŸƨƖŰċũƚЮůŸũĤĲƻЮċΜΠΜΝΞΣ 

xċůĤƖĲĦőƣЯШEЮЯШéċŰШ9ŸŔũũŔĲЯШEЮЯШéċŰШ~ĲĲƖƻĲŰŰĲЯШEЮЯШ7ŸŸŰЯШ ЮЯШcĲǃŰĬƖŔĦťǂЯШ~ЮШċŰĬШéċŰШ
ĬĲШìŔĲũĲЯШÑЮШыΞΜΝΦьШ9ŸůůĲŰƚċũЮEдЮĦŸũŔЮƖċƓŔĬũǃШƣƖċŰƚŉĲƖШċŰƣŔĤŔŸƣŔĦШƖĲƚŔƚƣċŰĦĲШŊĲŰĲƚШƣŸШ
őƨůċŰШŔŰƣĲƚƣŔŰċũШůŔĦƖŸĤŔŸƣċШŔŰШƣőĲШ~ƨĦŸƚċũШÉŔůƨũċƣŸƖШŸŉШƣőĲШcƨůċŰШfŰƣĲƚƣŔŰċũШ
~ŔĦƖŸĤŔċũШEĦŸƚǃƚƣĲůШы~рÉcf~EьЮШfŰƣĲƖŰċƣŔŸŰċũЮsŸƨƖŰċũЮŸŉЮ[ŸŸĬЮ~ŔĦƖŸĤŔŸũŸŊǃеШΟΝΝЯШ
ΝΜΥΟΡΤЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΝΣоŢЮŔŢŉŸŸĬůŔĦƖŸЮΞΜΝΦЮΝΜΥΟΡΤ 

xċŰŊЯШsЮ~ЮЯШ?ċƖũŔŰŊЯШ ЮEЮШċŰĬШEŔƚĲŰЯШsЮ ЮШыΞΜΝΟьШÂőǃũŸŊĲŰǃШŸŉШĤċĦƣĲƖŔċũШċŰĬШċƖĦőċĲċũШ
ŊĲŰŸůĲƚШƨƚŔŰŊШĦŸŰƚĲƖƻĲĬШŊĲŰĲƚаШƚƨƓĲƖƣƖĲĲƚШċŰĬШƚƨƓĲƖůċƣƖŔĦĲƚЮШÂũŸÉЮŸŰĲеШΥЯШ
ĲΣΞΡΝΜЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΟΤΝоŢŸƨƖŰċũЮƓŸŰĲЮΜΜΣΞΡΝΜ 
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ΝΦΣ 
 

xċƓŔĲƖƖĲЯШÂЮЯШxċƚĲťр ĲƚƚĲũƕƨŔƚƣЯШEЮШċŰĬШ]ŸŊċƖƣĲŰЯШsЮÂЮШыΞΜΝΠьШÑőĲШŔůƓċĦƣШŸŉШc]ÑШŸŰШ
ƓőǃũŸŊĲŰŸůŔĦШƖĲĦŸŰƚƣƖƨĦƣŔŸŰШůĲƣőŸĬƚЮШ7ƖŔĲǯŰŊƚЮŔŰЮ7ŔŸŔŰŉŸƖůċƣŔĦƚеШΝΡЯШΤΦрΦΜЮШ
ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΦΟоĤŔĤоĤĤƚΜΡΜ 

xċƽƖĲŰĦĲЯШsЮ]ЮШċŰĬШ§ĦőůċŰЯШcЮШыΝΦΦΥьШ~ŸũĲĦƨũċƖШċƖĦőċĲŸũŸŊǃШŸŉШƣőĲШEƚĦőĲƖŔĦőŔċЮĦŸũŔЮ
ŊĲŰŸůĲЮШÂƖŸĦĲĲĬŔŰŊƚЮŸŉЮƣőĲЮ ċƣŔŸŰċũЮ ĦċĬĲůǃЮŸŉЮÉĦŔĲŰĦĲƚеШΦΡЯШΦΠΝΟрΦΠΝΤЮШ ƻċŔũċĤũĲШ
ċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΤΟоƓŰċƚЮΦΡЮΝΣЮΦΠΝΟ 

xċƽƖĲŰĦĲЯШsЮ]ЮШċŰĬШÅĲƣĦőũĲƚƚЯШ Ю9ЮШыΞΜΜΦьШÑőĲШfŰƣĲƖƓũċǃШŸŉШcŸůŸũŸŊŸƨƚШ
ÅĲĦŸůĤŔŰċƣŔŸŰШċŰĬШcŸƖŔǍŸŰƣċũШ]ĲŰĲШÑƖċŰƚŉĲƖШŔŰШ7ċĦƣĲƖŔċũШÉƓĲĦŔċƣŔŸŰЮШfŰжШ]ŸŊċƖƣĲŰЯШ
~ċƖŔċШ7ŸĲťĲũƚЯШ]ŸŊċƖƣĲŰЯШsŸőċŰŰШÂĲƣĲƖШċŰĬШ§ũĲŰĬǍĲŰƚťŔЯШxŸƖƖċŔŰĲШ9ЮШыĲĬЮШcŸƖŔǍŸŰƣċũЮ
]ĲŰĲЮÑƖċŰƚŉĲƖжЮ]ĲŰŸůĲƚЮŔŰЮ[ũƨǂдШÑŸƣŸƽċЯШ sаШcƨůċŰċШÂƖĲƚƚЮΞΦрΡΟЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΜΤоΦΤΥрΝрΣΜΟΞΤрΥΡΟрΦхΟ 

xĲċƣőċůЯШ~ЮÂЮЯШÉƣĲƻĲŰƚŸŰЯШÉЮsЮЯШ]ċƨŊĲƖЯШEЮsЮЯШuƖŸŊŉĲũƣЯШuЮ ЮЯШxŔŰƚЯШsЮsЮЯШcċĬĬŸĦťЯШÑЮxЮЯШ
ƨƣŔĲƖŔЯШÉЮ~ЮЯШ9ŸŰƽċǃЯШÑЮШċŰĬШ9ŸőĲŰЯШÂЮÉЮШыΞΜΜΡьШ~ŸƨƚĲШfŰƣĲƚƣŔŰĲШÉĲũĲĦƣƚШ ŸŰůŸƣŔũĲШ
ǰő?9Ш~ƨƣċŰƣƚШŸŉШEƚĦőĲƖŔĦőŔċЮĦŸũŔЮ~]ΝΣΡΡШƽŔƣőШfŰĦƖĲċƚĲĬШ9ŸũŸŰŔǍŔŰŊШ ĤŔũŔƣǃШċŰĬШ
7ĲƣƣĲƖШÖƣŔũŔǍċƣŔŸŰШŸŉШ9ċƖĤŸŰШÉŸƨƖĦĲƚЮШfŰŉĲĦƣŔŸŰЮċŰĬЮfůůƨŰŔƣǃеШΤΟЯШΥΜΟΦрΥΜΠΦЮШ
ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΞΥоf fЮΤΟЮΝΞЮΥΜΟΦрΥΜΠΦЮΞΜΜΡ 

xĲĤƖĲƣЯШ7ЮШċŰĬШ;ċŰĬĲťрÂŸƣŸťċƖЯШ~ЮШыΞΜΞΞьШÅĲƻŔĲƽаШÂŸƖťШƕƨċũŔƣǃШċƣƣƖŔĤƨƣĲƚШŉƖŸůШŉċƖůШƣŸШ
ŉŸƖťЮШÂċƖƣШffЮШÂƖŸĦĲƚƚĲĬШƓŸƖťШƓƖŸĬƨĦƣƚЮШŰŔůċũеШΝΣЯШΝΜΜΟΥΟЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΝΣоŢЮċŰŔůċũЮΞΜΞΝЮΝΜΜΟΥΟ 

xĲĲЯШ~ЮÉЮòЮШċŰĬШÂċũĦŔЯШ ЮШыΞΜΝΡьШ~ŸƖƓőŸũŸŊŔĦċũШÂőǃũŸŊĲŰĲƣŔĦƚШŔŰШƣőĲШ]ĲŰŸůŔĦШ ŊĲЮШ
9ƨƖƖĲŰƣЮ7ŔŸũŸŊǃеШΞΡЯШÅΦΞΞрÅΦΞΦЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΝΣоŢЮĦƨĤЮΞΜΝΡЮΜΤЮΜΜΦ 

xĲĲƚЯШsЮ ЮЯШ]ċũċƖĬŔŰŔЯШ~ЮЯШ7ĲŰƣũĲǃЯШÉЮ?ЮЯШìĲŔƚĲƖЯШsЮ ЮШċŰĬШ9ŸƖċŰĬĲƖЯШsЮШыΞΜΝΥċьШƓǃƚĲĲƖаШċШ
ĦŸůƓƖĲőĲŰƚŔƻĲШƣŸŸũШŉŸƖШůŔĦƖŸĤŔċũШƓċŰŊĲŰŸůĲрƽŔĬĲШċƚƚŸĦŔċƣŔŸŰШƚƣƨĬŔĲƚЮШ
7ŔŸŔŰŉŸƖůċƣŔĦƚеШΟΠЯШΠΟΝΜрΠΟΝΞЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΦΟоĤŔŸŔŰŉŸƖůċƣŔĦƚоĤƣǃΡΟΦ 

xĲĲƚЯШsЮ ЮЯШuĲŰĬċũũЯШ~ЮЯШÂċƖťőŔũũЯШsЮЯШ9ŸũŔŢŰЯШ9ЮЯШ7ĲŰƣũĲǃЯШÉЮ?ЮШċŰĬШcċƖƖŔƚЯШÉЮÅЮШыΞΜΝΥĤьШ
EƻċũƨċƣŔŸŰШŸŉШƓőǃũŸŊĲŰĲƣŔĦШƖĲĦŸŰƚƣƖƨĦƣŔŸŰШůĲƣőŸĬƚШƨƚŔŰŊШĤċĦƣĲƖŔċũШƽőŸũĲШŊĲŰŸůĲƚаШċШ
ƚŔůƨũċƣŔŸŰШĤċƚĲĬШƚƣƨĬǃЮШìĲũũĦŸůĲЮŸƓĲŰЮƖĲƚĲċƖĦőеШΟЯШΟΟрΟΟЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΞΣΥΥоƽĲũũĦŸůĲŸƓĲŰƖĲƚЮΝΠΞΣΡЮΞ 

xĲŔůĤċĦőЯШ ЮЯШcċĦťĲƖЯШsЮШċŰĬШ?ŸĤƖŔŰĬƣЯШÖЮШыΞΜΝΟьШEдЮĦŸũŔШċƚШċŰШ ũũрÅŸƨŰĬĲƖаШÑőĲШÑőŔŰШ
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ċŊŊƖĲŊċƣĲƚШыőƨůċŰƚЯШƓĲƣƚЯШċŰĬШőŸƨƚĲőŸũĬШĲŰƻŔƖŸŰůĲŰƣьЮШsŸƨƖŰċũЮŸŉЮéĲƣĲƖŔŰċƖǃЮ
7ĲőċƻŔŸƖеШΝΜЯШΡΠΦрΡΡΡЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΝΣоŢЮŢƻĲĤЮΞΜΝΡЮΜΤЮΜΠΜ 

xĲůŸŔŰĲЯШ[ЮШċŰĬШ]ċƚĦƨĲũЯШ§ЮШыΞΜΞΝьШ]ŸƣƖĲĲо]ŸċũŔŊŰаШƣŸŸũťŔƣШċŰĬШ]ŸШ ÂfШƣŸШŉċĦŔũŔƣċƣĲШƣőĲШ
ĬĲƻĲũŸƓůĲŰƣШŸŉШƓőǃũŸŊĲŰĲƣŔĦШƽŸƖťǰŸƽƚЮШ  ÅЮ]ĲŰŸůŔĦƚЮċŰĬЮ7ŔŸŔŰŉŸƖůċƣŔĦƚеШΟЮШ
ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΦΟоŰċƖŊċĤоũƕċĤΜΥΟ 

xĲƚĦċƣЯШ~ЮЯШ9ũĲƖůŸŰƣЯШ§ЮЯШìŸĲƖƣőĲƖЯШÂЮxЮЯШ]ũŸĬƣЯШsЮЯШ?ŔŸŰЯШÉЮЯШÉťƨƖŰŔťЯШ?ЮЯШ?ŢŸƚƚŸƨЯШ[ЮЯШ
?ƨƓŸŰƣЯШ9ЮЯШÂĲƖƖŸǍЯШ]ЮЯШÂŔĦċƖĬЯШ7ЮЯШ9ċƣǍĲǰŔƚЯШ[ЮЯШ ŰĬƖĲůŸŰƣЯШ ЮШċŰĬШ?ĲŰċůƨƖЯШEЮШыΞΜΝΟьШ
9ŸůůĲŰƚċũШEƚĦőĲƖŔĦőŔċЮĦŸũŔШƚƣƖċŔŰƚШŔŰШ]ƨŔċŰċШƖĲƻĲċũШċШőŔŊőШŊĲŰĲƣŔĦШĬŔƻĲƖƚŔƣǃШƽŔƣőШ
őŸƚƣрĬĲƓĲŰĬċŰƣШƓŸƓƨũċƣŔŸŰШƚƣƖƨĦƣƨƖĲЮШEŰƻŔƖŸŰůĲŰƣċũЮ~ŔĦƖŸĤŔŸũŸŊǃЮÅĲƓŸƖƣƚеШΡЯШΠΦрΡΤЮШ
ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΝΝоŢЮΝΤΡΥрΞΞΞΦЮΞΜΝΞЮΜΜΟΤΠЮǂ 

xĲƚĦőĲŰЯШìЮЯШxŔƣƣũĲЯШ?ЮЯШ7ƨŰƣŔŰŊЯШÉЮШċŰĬШƻċŰШéĲĲŰőƨŔǍĲŰЯШÅЮШыΞΜΜΡьШÖƖĤċŰЮċƕƨċƣŔĦЮ
ƓƖŸĬƨĦƣŔŸŰЮШ ƻċŔũċĤũĲаШ
őƣƣƓƚаооċƚƚĲƣƚЮƓƨĤũŔƚőŔŰŊЮƚĲƖƻŔĦĲЮŊŸƻЮƨťоůĲĬŔċоΡΤċΜΦĬĲŉΠΜŉΜĤΣΠΦΤΠΜΜΝĤΟΜоÅΥΟΣΡÂ
ċƓΝЮƓĬŉШя ĦĦĲƚƚĲĬШΝΝоΜΥоΞΜΞΡѐЮ 

xŔЯШcЮШċŰĬШ?ƨƖĤŔŰЯШÅЮШыΞΜΜΦьШ[ċƚƣШċŰĬШċĦĦƨƖċƣĲШƚőŸƖƣШƖĲċĬШċũŔŊŰůĲŰƣШƽŔƣőШ7ƨƖƖŸƽƚр
ìőĲĲũĲƖШƣƖċŰƚŉŸƖůЮШ7ŔŸŔŰŉŸƖůċƣŔĦƚеШΞΡЯШΝΤΡΠрΝΤΣΜЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΦΟоĤŔŸŔŰŉŸƖůċƣŔĦƚоĤƣƓΟΞΠ 

xŔЯШcЮЯШcċŰĬƚċťĲƖЯШ7ЮЯШìǃƚŸťĲƖЯШ ЮЯШ[ĲŰŰĲũũЯШÑЮЯШÅƨċŰЯШsЮЯШcŸůĲƖЯШ ЮЯШ~ċƖƣőЯШ]ЮЯШ
ĤĲĦċƚŔƚЯШ]ЮШċŰĬШ?ƨƖĤŔŰЯШÅЮШыΞΜΜΦьШÑőĲШƚĲƕƨĲŰĦĲШċũŔŊŰůĲŰƣоůċƓШŉŸƖůċƣШċŰĬШ
É ~ƣŸŸũƚЮШ7ŔŸŔŰŉŸƖůċƣŔĦƚеШΞΡЯШΞΜΤΥрΞΜΤΦЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΦΟоĤŔŸŔŰŉŸƖůċƣŔĦƚоĤƣƓΟΡΞ 

xŔЯШñЮрÂЮЯШÉƨŰЯШÅЮрòЮЯШÉŸŰŊЯШsЮрÄЮЯШ[ċŰŊЯШxЮрñЮЯШüőċŰŊЯШÅЮр~ЮЯШxŔċŰЯШñЮрxЮЯШxŔċŸЯШñЮрÂЮЯШxŔƨЯШòЮр
cЮЯШxŔŰЯШsЮШċŰĬШÉƨŰЯШsЮШыΞΜΞΜьШìŔƣőŔŰрőŸƚƣШőĲƣĲƖŸŊĲŰĲŔƣǃШċŰĬШǰĲǂŔĤŔũŔƣǃШŸŉШůĦƖрΝШ
ƣƖċŰƚůŔƚƚŔŸŰШŔŰШĦőŔĦťĲŰШŊƨƣЮШfŰƣĲƖŰċƣŔŸŰċũЮsŸƨƖŰċũЮŸŉЮ ŰƣŔůŔĦƖŸĤŔċũЮ ŊĲŰƣƚеШΡΡЯШ
ΝΜΡΥΜΣЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΝΣоŢЮŔŢċŰƣŔůŔĦċŊЮΞΜΝΦЮΜΦЮΜΝΜ 

xŔƨЯШ7ЮЯШ[ƨƖĲƻŔЯШ ЮЯШÂĲƖĲƓĲũŸƻЯШ ЮéЮЯШ]ƨŸЯШñЮЯШ9ċŸЯШcЮЯШìċŰŊЯШÄЮЯШÅĲĲƻĲƚЯШÂЮÅЮЯШuŰŔƖĲũЯШòЮ ЮЯШ
ìċŰŊЯШxЮШċŰĬШìŔĬůċũůЯШ]ЮШыΞΜΞΜьШÉƣƖƨĦƣƨƖĲШċŰĬШŊĲŰĲƣŔĦƚШŸŉШEƚĦőĲƖŔĦőŔċЮĦŸũŔШ§Ш
ċŰƣŔŊĲŰƚЮШ[E~ÉЮ~ŔĦƖŸĤŔŸũŸŊǃЮÅĲƻŔĲƽƚеШΠΠЯШΣΡΡрΣΥΟЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΦΟоŉĲůƚƖĲоŉƨǍΜΞΥ 
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ΝΦΥ 
 

xŔƨЯШòЮрòЮЯШxƨЯШxЮЯШòƨĲЯШ9ЮЯШ]ċŸЯШñЮЯШ9őĲŰЯШsЮЯШ]ċŸЯШ]ЮЯШxŔЯШuЮЯШ?ĲŰŊЯШcЮШċŰĬШxŔƨЯШsЮрcЮШыΞΜΞΠьШ
EůĲƖŊĲŰĦĲШŸŉШƓũċƚůŔĬрůĲĬŔċƣĲĬШőŔŊőрũĲƻĲũШƣŔŊĲĦǃĦũŔŰĲШƖĲƚŔƚƣċŰĦĲШŊĲŰĲШƣĲƣыñΠьШŔŰШ
EŰƣĲƖŸĤċĦƣĲƖċũĲƚШŉƖŸůШƖĲƣċŔũШċƕƨċƣŔĦШƓƖŸĬƨĦƣƚЮШ[ŸŸĬЮÅĲƚĲċƖĦőЮfŰƣĲƖŰċƣŔŸŰċũеШΝΤΥЯШ
ΝΝΟΦΡΞЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΝΣоŢЮŉŸŸĬƖĲƚЮΞΜΞΠЮΝΝΟΦΡΞ 

xŹƓĲǍрéĲƖŊĳЯШÉЮЯШ]ċƚċЯШsЮЯШ[ċƖƖĳЯШ~ЮЯШ9ŸůċЯШsЮЯШ7ŸŰĲƣЯШsЮШċŰĬШÉŸũěр§ƖŔŸũЯШ?ЮШыΞΜΝΥьШ
ÂŸƣĲŰƣŔċũШƖŔƚťШŉċĦƣŸƖƚШƖĲũċƣĲĬШƣŸШƓŔŊШĤŸĬǃШƽĲŔŊőƣШƻċƖŔċĤŔũŔƣǃШŉƖŸůШĤŔƖƣőШƣŸШƚũċƨŊőƣĲƖШŔŰШ
ĦŸůůĲƖĦŔċũШĦŸŰĬŔƣŔŸŰƚЮШÑƖċŰƚũċƣŔŸŰċũЮ ŰŔůċũЮÉĦŔĲŰĦĲеШΞЯШΟΥΟрΟΦΡЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΦΟоƣċƚоƣǂǃΜΥΞ 

xƨЯШòЮЯШxŔЯШ~ЮЯШ]ċŸЯШüЮЯШ~ċЯШcЮЯШ9őŸŰŊЯШòЮЯШcŸŰŊЯШsЮЯШìƨЯШsЮЯШìƨЯШ?ЮЯШñŔЯШ?ЮШċŰĬШ?ĲŰŊЯШìЮШ
ыΞΜΞΡьШ ĬƻċŰĦĲƚШŔŰШìőŸũĲШ]ĲŰŸůĲШÉĲƕƨĲŰĦŔŰŊаШ~ĲƣőŸĬƚЯШÑŸŸũƚЯШċŰĬШ ƓƓũŔĦċƣŔŸŰƚШŔŰШ
ÂŸƓƨũċƣŔŸŰШ]ĲŰŸůŔĦƚЮШfŰƣĲƖŰċƣŔŸŰċũЮŢŸƨƖŰċũЮŸŉЮůŸũĲĦƨũċƖЮƚĦŔĲŰĦĲƚеШΞΣЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΟΟΦΜоŔŢůƚΞΣΜΝΜΟΤΞ 

xƨĬĬĲŰЯШ9ЮЯШ9ŸũũЯШ[ЮЯШ]ŸƨũŔŸƨƖŔƚЯШÑЮЯШÅĲƚƣŔŉЯШ§ЮЯШ7ũċŰĲЯШ7ЮЯШ7ũċĦťƽĲũũЯШ]Ю ЮЯШuƨůċƖЯШ ЮЯШ
 ċǃĬĲŰŸƻċЯШÂЮЯШ9ƖċƽũĲǃЯШ9ЮЯШ7ƖŸƽŰЯШ Ю~ЮЯШÂċƖťőŔũũЯШsЮШċŰĬШÂĲċĦŸĦťЯШÉЮsЮШыΞΜΞΝьШ?ĲǯŰŔŰŊШ
ŰŸƚŸĦŸůŔċũШƣƖċŰƚůŔƚƚŔŸŰШŸŉШEƚĦőĲƖŔĦőŔċЮĦŸũŔЮċŰĬШċŰƣŔůŔĦƖŸĤŔċũШƖĲƚŔƚƣċŰĦĲШŊĲŰĲƚаШċШ
ŊĲŰŸůŔĦШƚƨƖƻĲŔũũċŰĦĲШƚƣƨĬǃЮШÑőĲЮxċŰĦĲƣЮ~ŔĦƖŸĤĲеШΞЯШĲΠΤΞрĲΠΥΜЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΝΣоÉΞΣΣΣрΡΞΠΤыΞΝьΜΜΝΝΤрΥ 

xƨĬĬĲŰЯШ9ЮЯШÅċƻĲŰЯШuЮEЮЯШsċůƖŸǍǃЯШ?ЮЯШ]ŸƨũŔŸƨƖŔƚЯШÑЮЯШ7ũċŰĲЯШ7ЮЯШ9ŸũũЯШ[ЮЯШĬĲШ]ŸǭċƨЯШ~ЮЯШ
 ċǃĬĲŰŸƻċЯШÂЮЯШcŸƖŰĲƖЯШ9ЮЯШcĲƖŰċŰĬĲǍр]ċƖĦŔċЯШsЮЯШìŸŸĬЯШÂЮЯШcċĬŢŔƖŔŰЯШ ЮЯШÅċĬċťŸƻŔĦЯШ
~ЮЯШ7ƖŸƽŰЯШ Ю~ЮЯШcŸũůĲƚЯШ~ЮЯШÂċƖťőŔũũЯШsЮШċŰĬШÂĲċĦŸĦťЯШÉЮsЮШыΞΜΝΦьШ§ŰĲШcĲċũƣőШ
]ĲŰŸůŔĦШÉƨƖƻĲŔũũċŰĦĲШŸŉШEƚĦőĲƖŔĦőŔċЮĦŸũŔЮ?ĲůŸŰƚƣƖċƣĲƚШ?ŔƚƣŔŰĦƣШxŔŰĲċŊĲƚШċŰĬШ~ŸĤŔũĲШ
]ĲŰĲƣŔĦШEũĲůĲŰƣƚШŔŰШfƚŸũċƣĲƚШŉƖŸůШcƨůċŰƚШƻĲƖƚƨƚШxŔƻĲƚƣŸĦťЮШ~ĤŔŸеШΝΜЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΞΥоůĤŔŸЮΜΞΣΦΟрΝΥ 

xƨťŢċŰĦĲŰťŸЯШ§ЮЯШìċƚƚĲŰċċƖЯШÑЮ~ЮШċŰĬШÖƚƚĲƖǃЯШ?ЮìЮШыΞΜΝΜьШ9ŸůƓċƖŔƚŸŰШŸŉШΣΝШ
ÉĲƕƨĲŰĦĲĬШEƚĦőĲƖŔĦőŔċЮĦŸũŔШ]ĲŰŸůĲƚЮШ~ŔĦƖŸĤŔċũЮEĦŸũŸŊǃеШΣΜЯШΤΜΥрΤΞΜЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΜΤоƚΜΜΞΠΥрΜΝΜрΦΤΝΤрΟ 

xƨŸЯШòЮЯШcĲЯШÄЮШċŰĬШ~ĦEƻŸǃЯШsЮxЮШыΞΜΝΜьШEǭĲĦƣШŸŉШÉƣŸƖċŊĲШÑĲůƓĲƖċƣƨƖĲШċŰĬШ?ƨƖċƣŔŸŰШŸŰШ
ƣőĲШ7ĲőċƻŔŸƖШŸŉШEƚĦőĲƖŔĦőŔċЮĦŸũŔЮ§ΝΡΤаcΤШŸŰШÂċĦťċŊĲĬШ[ƖĲƚőр9ƨƣШÉċũċĬШ9ŸŰƣċŔŰŔŰŊШ
ÅŸůċŔŰĲШċŰĬШfĦĲĤĲƖŊШxĲƣƣƨĦĲЮШsŸƨƖŰċũЮŸŉЮ[ŸŸĬЮÉĦŔĲŰĦĲеШΤΡЯШ~ΟΦΜр~ΟΦΤЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΝΝоŢЮΝΤΡΜрΟΥΠΝЮΞΜΝΜЮΜΝΤΞΞЮǂ 

~ċŊŔŸƖċťŸƚЯШ ЮÂЮЯШÉƖŔŰŔƻċƚċŰЯШ ЮЯШ9ċƖĲǃЯШÅЮ7ЮЯШ9ċƖůĲũŔЯШòЮЯШ[ċũċŊċƚЯШ~ЮEЮЯШ]ŔƚťĲЯШ9Ю]ЮЯШ
cċƖĤċƖƣőЯШÉЮЯШcŔŰĬũĲƖЯШsЮ[ЮЯШuċőũůĲƣĲƖЯШ]ЮЯШ§ũƚƚŸŰрxŔũŢĲƕƨŔƚƣЯШ7ЮЯШÂċƣĲƖƚŸŰЯШ?ЮxЮЯШÅŔĦĲЯШ
xЮ7ЮЯШÉƣĲũũŔŰŊЯШsЮЯШÉƣƖƨĲũĲŰƚЯШ~ЮsЮЯШéċƣŸƓŸƨũŸƚЯШ ЮЯШìĲĤĲƖЯШsЮÑЮШċŰĬШ~ŸŰŰĲƣЯШ?ЮxЮШыΞΜΝΞьШ
~ƨũƣŔĬƖƨŊрƖĲƚŔƚƣċŰƣЯШĲǂƣĲŰƚŔƻĲũǃШĬƖƨŊрƖĲƚŔƚƣċŰƣШċŰĬШƓċŰĬƖƨŊрƖĲƚŔƚƣċŰƣШĤċĦƣĲƖŔċаШċŰШ
ŔŰƣĲƖŰċƣŔŸŰċũШĲǂƓĲƖƣШƓƖŸƓŸƚċũШŉŸƖШŔŰƣĲƖŔůШƚƣċŰĬċƖĬШĬĲǯŰŔƣŔŸŰƚШŉŸƖШċĦƕƨŔƖĲĬШƖĲƚŔƚƣċŰĦĲЮШ
9ũŔŰŔĦċũЮ~ŔĦƖŸĤŔŸũŸŊǃЮċŰĬЮfŰŉĲĦƣŔŸŰеШΝΥЯШΞΣΥрΥΝЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΝΝоŢЮΝΠΣΦрΜΣΦΝЮΞΜΝΝЮΜΟΡΤΜЮǂ 
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ΝΦΦ 
 

~ċŊƨŔƖĲЯШ~ЮЯШuċƚĲЯШsЮ ЮЯШÅŸĤĲƖƚŸŰЯШ?ЮЯШ~ƨƖƨƻċŰĬċЯШÑЮЯШ7ƖŸƽŰЯШEЮìЮЯШ ũũċƖĬЯШ~ЮЯШ~ƨƚƚĲƖЯШ
ÉЮ~ЮШċŰĬШ]ŸŰǍČũĲǍрEƚĦċũŸŰċЯШ ЮШыΞΜΞΝьШÂƖĲĦŔƚŔŸŰШũŸŰŊрƖĲċĬШůĲƣċŊĲŰŸůŔĦƚШ
ƚĲƕƨĲŰĦŔŰŊШŉŸƖШŉŸŸĬШƚċŉĲƣǃШĤǃШĬĲƣĲĦƣŔŸŰШċŰĬШċƚƚĲůĤũǃШŸŉШÉőŔŊċШƣŸǂŔŰрƓƖŸĬƨĦŔŰŊШ
EƚĦőĲƖŔĦőŔċЮĦŸũŔШŔŰШŔƖƖŔŊċƣŔŸŰШƽċƣĲƖЮШÂxŸÉЮ§ŰĲеШΝΣЯШĲΜΞΠΡΝΤΞЮШ ƻċŔũċĤũĲШċƣаШ
ΝΜЮΝΟΤΝоŢŸƨƖŰċũЮƓŸŰĲЮΜΞΠΡΝΤΞ 

~ċőċǍƨЯШÉЮЯШÂƖċőЯШfЮЯШ ǃŔĤŔĲťĲЯШ ЮЯШÉċƣŸЯШìЮЯШcċǃċƚőŔЯШÑЮЯШÉƨǍƨťŔЯШÑЮЯШfƽċŰċŊċЯШÉЮЯШ
ĤũŸƖĬĲǃЯШ ЮШċŰĬШÉċŔƣŸЯШÅЮШыΞΜΞΝьШÂŸƚƚŔĤũĲШ?ŔƚƚĲůŔŰċƣŔŸŰШŸŉШEƚĦőĲƖŔĦőŔċЮĦŸũŔЮÉĲƕƨĲŰĦĲШ
ÑǃƓĲШΠΝΜШ9ũŸƚĲũǃШÅĲũċƣĲĬШƣŸШ7ΠоcΞΠÅǂ9ШŔŰШ]őċŰċЮШ[ƖŸŰƣŔĲƖƚЮŔŰЮ~ŔĦƖŸĤŔŸũŸŊǃеШΝΞЯШ
ΤΤΜΝΟΜЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΟΟΥΦоŉůŔĦĤЮΞΜΞΝЮΤΤΜΝΟΜ 

~ċŰŊĲƚЯШ ЮÅЮШċŰĬШsŸőŰƚŸŰЯШsЮÅЮШыΞΜΝΞьШ[ŸŸĬр7ŸƖŰĲШ§ƖŔŊŔŰƚШŸŉШEƚĦőĲƖŔĦőŔċШĦŸũŔШ9ċƨƚŔŰŊШ
EǂƣƖċŔŰƣĲƚƣŔŰċũШfŰŉĲĦƣŔŸŰƚЮШ9ũŔŰŔĦċũЮfŰŉĲĦƣŔŸƨƚЮ?ŔƚĲċƚĲƚеШΡΡЯШΤΝΞрΤΝΦЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΦΟоĦŔĬоĦŔƚΡΜΞ 

~ċŰŊĲƚЯШ ЮÅЮЯШsŸőŰƚŸŰЯШsЮÅЮЯШ[ŸǂůċŰЯШ7ЮЯШ§ѣ7ƖǃċŰЯШÑЮÑЮЯШ[ƨũũĲƖƣŸŰЯШuЮEЮШċŰĬШÅŔũĲǃЯШxЮìЮШ
ыΞΜΜΝьШìŔĬĲƚƓƖĲċĬШĬŔƚƣƖŔĤƨƣŔŸŰШŸŉШƨƖŔŰċƖǃШƣƖċĦƣШŔŰŉĲĦƣŔŸŰƚШĦċƨƚĲĬШĤǃШċШůƨũƣŔĬƖƨŊр
ƖĲƚŔƚƣċŰƣШEƚĦőĲƖŔĦőŔċЮĦŸũŔШĦũŸŰċũШŊƖŸƨƓЮШÑőĲЮ ĲƽЮEŰŊũċŰĬЮŢŸƨƖŰċũЮŸŉЮůĲĬŔĦŔŰĲеШΟΠΡЯШ
ΝΜΜΤрΝΟЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΡΣо Es~ŸċΜΝΝΞΣΡ 

~ċƖƣŔŰЯШfЮEЮЯШÑǃũĲƖЯШÉЮ?ЮЯШÑǃũĲƖЯШuЮ?ЮЯШuőċťőƖŔċЯШÅЮШċŰĬШsŸőŰƚŸŰЯШìЮ~ЮШыΝΦΦΣьШEƻċũƨċƣŔŸŰШ
ŸŉШƖŔĤŸƣǃƓŔŰŊШċƚШĲƓŔĬĲůŔŸũŸŊŔĦШƣŸŸũШŉŸƖШƣǃƓŔŰŊШEƚĦőĲƖŔĦőŔċЮĦŸũŔЮƚĲƖŸŊƖŸƨƓШ§ΝΡΤШ
ŔƚŸũċƣĲƚЮШsŸƨƖŰċũЮŸŉЮĦũŔŰŔĦċũЮůŔĦƖŸĤŔŸũŸŊǃеШΟΠЯШΤΞΜрΟЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΞΥоŢĦůЮΟΠЮΟЮΤΞΜрΤΞΟЮΝΦΦΣ 

~ċƣƚƨůƨƖċЯШòЮЯШÂŔƣŸƨƣЯШsЮ?Ю?ЮЯШÂĲŔƖċŰŸЯШ]ЮЯШ?ĲéŔŰŰĲǃЯШÅЮЯШ ŸŊƨĦőŔЯШÑЮЯШòċůċůŸƣŸЯШ~ЮЯШ
]ŸůŔЯШÅЮЯШ~ċƣƚƨĬċЯШÑЮЯШ ċťċŰŸЯШÉЮЯШ ċŊċŸЯШ~ЮЯШÑċŰċťċЯШ~ЮШċŰĬШfĦőŔǃċůċЯШÉЮШыΞΜΝΤьШ
ÅċƓŔĬШŔĬĲŰƣŔǯĦċƣŔŸŰШŸŉШĬŔǭĲƖĲŰƣШEƚĦőĲƖŔĦőŔċЮĦŸũŔЮƚĲƕƨĲŰĦĲШƣǃƓĲШΝΟΝШĦũċĬĲƚЮШ
ŰƣŔůŔĦƖŸĤŔċũЮ ŊĲŰƣƚЮċŰĬЮ9őĲůŸƣőĲƖċƓǃеШΣΝЯШĲΜΜΝΤΦрΝΤЮШ ƻċŔũċĤũĲШċƣаШ

őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΞΥоċċĦЮΜΜΝΤΦрΝΤ 

~Ħ ƖƣőƨƖЯШ Ю]ЮЯШìċŊũĲĦőŰĲƖЯШ ЮЯШ ŔǍċůЯШ[ЮЯШòċŰЯШ ЮЯШ ǍċĬЯШ~Ю ЮЯШ7ċǃũċǃЯШ ЮsЮЯШ7őƨũũċƖЯШuЮЯШ
9ċŰŸƻċЯШ~ЮsЮЯШ?ĲШÂċƚĦċũĲЯШ]ЮЯШEŢŔůЯШxЮЯШuċũċŰЯШxЮЯШuŔŰŊЯШ Ю~ЮЯШuŸƣĲƻċЯШuЮЯШ~ŸƖċƖЯШ~ЮЯШ
~ƨũƻĲǃЯШ~ЮÅЮЯШ§ѣ7ƖŔĲŰЯШsЮÉЮЯШÂċƽũŸƽƚťŔЯШ Ю9ЮЯШÂŔĬĬŸĦťЯШxЮsЮЯШÉƓċŰŸŊŔċŰŰŸƓŸƨũŸƚЯШÂЮЯШ
ÉƨƣőĲƖũċŰĬЯШ Ю?ЮЯШÑċŰŊЯШfЮЯШÑċǃũŸƖЯШÂЮxЮЯШÑőċťĲƖЯШ~ЮЯШìċŰŊЯШìЮЯШòċŰЯШ~ЮЯШòƨЯШÑЮШċŰĬШìƖŔŊőƣЯШ
]Ю?ЮШыΞΜΝΟьШÑőĲШĦŸůƓƖĲőĲŰƚŔƻĲШċŰƣŔĤŔŸƣŔĦШƖĲƚŔƚƣċŰĦĲШĬċƣċĤċƚĲЮШŰƣŔůŔĦƖŸĤŔċũЮ ŊĲŰƣƚЮ
ċŰĬЮ9őĲůŸƣőĲƖċƓǃеШΡΤЯШΟΟΠΥрΡΤЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΞΥо 9ЮΜΜΠΝΦрΝΟ 

~ĦfŰĲƖŰĲǃЯШsЮ§ЮЯШ~Ħ ċũũǃЯШ ЮШċŰĬШ§ѣ9ŸŰŰĲũũЯШ~ЮsЮШыΞΜΝΤьШìőǃШƓƖŸťċƖǃŸƣĲƚШőċƻĲШ
ƓċŰŊĲŰŸůĲƚЮШ ċƣƨƖĲЮ~ŔĦƖŸĤŔŸũŸŊǃеШΞЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΟΥоŰůŔĦƖŸĤŔŸũЮΞΜΝΤЮΠΜ 

~ĦuŔŰŰŸŰЯШsЮЯШÅŸǃШ9őŸƽĬőƨƖǃЯШÂЮШċŰĬШ?ŢŸƖĬŢĲƻŔĦЯШÉЮÂЮШыΞΜΝΥьШ]ĲŰŸůŔĦШċŰċũǃƚŔƚШŸŉШ
ůƨũƣŔĬƖƨŊрƖĲƚŔƚƣċŰƣШEƚĦőĲƖŔĦőŔċЮĦŸũŔЮÉÑΡΥШĦċƨƚŔŰŊШƨƖŸƚĲƓƚŔƚЮШfŰƣĲƖŰċƣŔŸŰċũЮsŸƨƖŰċũЮŸŉЮ

https://doi.org/10.3389/fmicb.2021.770130
https://doi.org/10.1093/cid/cis502
https://doi.org/10.1056/NEJMoa011265
https://doi.org/10.1128/jcm.34.3.720-723.1996
https://doi.org/10.1128/aac.00179-17
https://doi.org/10.1128/AAC.00419-13
https://doi.org/10.1038/nmicrobiol.2017.40


ΞΜΜ 
 

ŰƣŔůŔĦƖŸĤŔċũЮ ŊĲŰƣƚеШΡΞЯШΠΟΜрΠΟΡЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΝΣоŢЮŔŢċŰƣŔůŔĦċŊЮΞΜΝΥЮΜΣЮΜΝΤ 

~Ħ ċũũǃЯШ ЮЯШ§ƖĲŰЯШòЮЯШuĲũũǃЯШ?ЮЯШÂċƚĦŸĲЯШ7ЮЯШ?ƨŰŰЯШÉЮЯШÉƖĲĲĦőċƖċŰЯШÑЮЯШéĲőťċũċЯШ~ЮЯШ
éċũŔůċťŔЯШ ЮЯШÂƖĲŰƣŔĦĲЯШ~Ю7ЮЯШ ƚőŸƨƖЯШ ЮЯШ ƻƖċůЯШ§ЮЯШÂƨƓťŸЯШÑЮЯШ?ŸĤƖŔŰĬƣЯШÖЮЯШxŔƣĲƖċťЯШfЮЯШ
]ƨĲŰƣőĲƖЯШÉЮЯШÉĦőċƨǰĲƖЯШuЮЯШìŔĲũĲƖЯШxЮcЮЯШüŸŰŊЯШüЮòЮЯШÉőĲƓƓċƖĬЯШÉЮuЮЯШ~ĦfŰĲƖŰĲǃЯШsЮ§ЮШ
ċŰĬШ9ŸƖċŰĬĲƖЯШsЮШыΞΜΝΣьШ9ŸůĤŔŰĲĬШ ŰċũǃƚŔƚШŸŉШéċƖŔċƣŔŸŰШŔŰШ9ŸƖĲЯШ ĦĦĲƚƚŸƖǃШċŰĬШ
ÅĲŊƨũċƣŸƖǃШ]ĲŰŸůĲШÅĲŊŔŸŰƚШÂƖŸƻŔĬĲƚШċШÉƨƓĲƖрÅĲƚŸũƨƣŔŸŰШéŔĲƽШŔŰƣŸШƣőĲШEƻŸũƨƣŔŸŰШŸŉШ
7ċĦƣĲƖŔċũШÂŸƓƨũċƣŔŸŰƚЮШÂũŸƚЮ]ĲŰĲƣŔĦƚеШΝΞЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΟΤΝоŢŸƨƖŰċũЮƓŊĲŰЮΝΜΜΣΞΥΜ 

~ĲĬŔŰŔЯШ?ЮЯШ?ŸŰċƣŔЯШ9ЮЯШÑĲƣƣĲũŔŰЯШcЮЯШ~ċƚŔŊŰċŰŔЯШéЮШċŰĬШÅċƓƓƨŸũŔЯШÅЮШыΞΜΜΡьШÑőĲШ
ůŔĦƖŸĤŔċũШƓċŰрŊĲŰŸůĲЮШ9ƨƖƖĲŰƣЮ§ƓŔŰŔŸŰЮŔŰЮ]ĲŰĲƣŔĦƚЮ҂Ю?ĲƻĲũŸƓůĲŰƣеШΝΡЯШΡΥΦрΡΦΠЮШ
ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΝΣоŢЮŊĬĲЮΞΜΜΡЮΜΦЮΜΜΣ 

~ĲĬũŸĦťЯШ]ЮxЮЯШ9ċƖĲǃЯШ~Ю ЮЯШ~Ħ?ƨǭŔĲЯШ?Ю]ЮЯШ~ƨŰĬǃЯШ~Ю7ЮЯШ]ŔċũũŸƨƖŸƨЯШ ЮЯШÉƽċŰŰЯШsЮÅЮЯШ
uŸũũŔŰŊЯШ]ЮxЮШċŰĬШÂċƓŔŰЯШsЮ ЮШыΞΜΝΥьШfŰŉĲƖƖŔŰŊШůĲƣċĤŸũŔĦШůĲĦőċŰŔƚůƚШŸŉШŔŰƣĲƖċĦƣŔŸŰШ
ƽŔƣőŔŰШċШĬĲǯŰĲĬШŊƨƣШůŔĦƖŸĤŔŸƣċЮШ9ĲũũЮƚǃƚƣĲůƚеШΤЯШΞΠΡрΞΡΤЮШĲΤЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΝΣоŢЮĦĲũƚЮΞΜΝΥЮΜΥЮΜΜΟ 

~ĲŰĲǍĲƚЯШsЮЯШ[ƖŸƚŔŰŔЯШÉЮр~ЮЯШ7ĲũċƚЯШ ЮЯШ~ċƖƕƨĲƚЯШ9ЮЯШĬċШÉŔũƻċЯШsЮ~ЮЯШ ůċƖċũЯШ ЮsЮЯШxŸĲǭũĲƖЯШ
ЮШċŰĬШÂŸůĤċЯШ9ЮШыΞΜΞΟьШxŸŰŊŔƣƨĬŔŰċũШƚƣƨĬǃШŸŉШEÉ7xо ůƓ9рƓƖŸĬƨĦŔŰŊШ

EŰƣĲƖŸĤċĦƣĲƖċũĲƚШƚƣƖċŔŰƚШƚőċƖŔŰŊШĤĲƣƽĲĲŰШĦŸőċĤŔƣŔŰŊШőĲċũƣőǃШĦŸůƓċŰŔŸŰШċŰŔůċũƚШċŰĬШ
őƨůċŰƚШŔŰШÂŸƖƣƨŊċũШċŰĬШŔŰШƣőĲШÖŰŔƣĲĬШuŔŰŊĬŸůЮШEƨƖŸƓĲċŰЮsŸƨƖŰċũЮŸŉЮ9ũŔŰŔĦċũЮ
~ŔĦƖŸĤŔŸũŸŊǃЮ҂ЮfŰŉĲĦƣŔŸƨƚЮ?ŔƚĲċƚĲƚеШΠΞЯШΝΜΝΝрΝΜΞΠЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΜΤоƚΝΜΜΦΣрΜΞΟрΜΠΣΞΦрΞ 

~ĲŰĲǍĲƚЯШsЮЯШ~ŸƖĲŔƖċШĬċШÉŔũƻċЯШsЮЯШ[ƖŸƚŔŰŔЯШÉЮр~ЮЯШxŸĲǭũĲƖЯШ ЮЯШìĲĲƚĲЯШÉЮЯШÂĲƖƖĲƣĲŰЯШéЮЯШ
ÉĦőƽċƖǍЯШÉЮЯШÑĲũŸШĬċШ]ċůċЯШxЮЯШ ůċƖċũЯШ ЮsЮШċŰĬШÂŸůĤċЯШ9ЮШыΞΜΞΞьШůĦƖрΝШĦŸũŔƚƣŔŰШ
ƖĲƚŔƚƣċŰĦĲШŊĲŰĲШƚőċƖŔŰŊШĤĲƣƽĲĲŰШEƚĦőĲƖŔĦőŔċЮĦŸũŔШŉƖŸůШĦŸőċĤŔƣŔŰŊШĬŸŊƚШċŰĬШőƨůċŰƚЯШ
xŔƚĤŸŰЯШÂŸƖƣƨŊċũЯШΞΜΝΥШƣŸШΞΜΞΜЮШEƨƖŸƚƨƖƻĲŔũũċŰĦĲеШΞΤЯШΞΝΜΝΝΠΠЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΞΥΜΤоΝΡΣΜрΤΦΝΤЮEÉЮΞΜΞΞЮΞΤЮΠΠЮΞΝΜΝΝΠΠ 

~ŔťőċŔũЯШ Ю[ЮìЮЯШsĲŰťŔŰƚЯШ9ЮЯШ?ċũũůċŰЯШÑЮsЮЯШfŰŰƚЯШÑЮЯШ?ŸƨŊũċƚЯШ ЮЯШ~ċƖƣŖŰЯШ ЮfЮ9ЮЯШ[ŸǂЯШ ЮЯШ
9ũĲċƖǃЯШÂЮЯШEũƚŸŰЯШÅЮШċŰĬШcċƽťĲƖЯШsЮШыΞΜΝΥьШ ŰШŸƨƣĤƖĲċťШŸŉШÉőŔŊċШƣŸǂŔŰрƓƖŸĬƨĦŔŰŊШ
EƚĦőĲƖŔĦőŔċЮĦŸũŔШ§ΝΡΤаcΤШċƚƚŸĦŔċƣĲĬШƽŔƣőШĦŸŰƣċůŔŰċƣĲĬШƚċũċĬШũĲċƻĲƚаШ
ĲƓŔĬĲůŔŸũŸŊŔĦċũЯШŊĲŰŸůŔĦШċŰĬШŉŸŸĬШƣƖċĦĲШĤċĦťШŔŰƻĲƚƣŔŊċƣŔŸŰƚЮШEƓŔĬĲůŔŸũŸŊǃЮċŰĬЮ
fŰŉĲĦƣŔŸŰеШΝΠΣЯШΝΥΤрΝΦΣЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΝΤоÉΜΦΡΜΞΣΥΥΝΤΜΜΞΥΤΠ 

~ŸőċƓċƣƖċЯШÉЮÉЮЯШ?ƽŔĤĲĬǃЯШÉЮuЮШċŰĬШÂċĬőǃЯШfЮШыΞΜΞΝьШÂŸũǃůǃǂŔŰƚЯШƣőĲШũċƚƣрƖĲƚŸƖƣШ
ċŰƣŔĤŔŸƣŔĦƚаШ~ŸĬĲШŸŉШċĦƣŔŸŰЯШƖĲƚŔƚƣċŰĦĲШĲůĲƖŊĲŰĦĲЯШċŰĬШƓŸƣĲŰƣŔċũШƚŸũƨƣŔŸŰƚЮШsŸƨƖŰċũЮŸŉЮ
7ŔŸƚĦŔĲŰĦĲƚеШΠΣЯШΥΡЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΜΤоƚΝΞΜΟΥрΜΞΝрΜΜΞΜΦрΥ 

~ŸŔŰĲƣЯШ~ЮЯШ]ċĬĬЯШxЮЯШ?ĲƻċŰĲЯШ~ЮЯШìŸŸĬЯШ?ЮЯШ]ŔũƓŔŰЯШ7ЮШċŰĬШ9ŸŸťƚŸŰЯШ ЮШыΞΜΞΝьШ[ċĲĦċũЮ
ƚŸƨƖĦĲЮƣƖċĦťŔŰŊЮċŰĬЮƣőĲЮŔĬĲŰƣŔǯĦċƣŔŸŰЮŸŉЮŰċƣƨƖċũŔƚĲĬЮEƚĦőĲƖŔĦőŔċЮĦŸũŔЮƣŸЮċƚƚŔƚƣЮƽŔƣőЮ

https://doi.org/10.1016/j.ijantimicag.2018.06.017
https://doi.org/10.1371/journal.pgen.1006280
https://doi.org/10.1016/j.gde.2005.09.006
https://doi.org/10.1016/j.cels.2018.08.003
https://doi.org/10.1007/s10096-023-04629-2
https://doi.org/10.2807/1560-7917.ES.2022.27.44.2101144
https://doi.org/10.1017/S0950268817002874
https://doi.org/10.1007/s12038-021-00209-8


ΞΜΝ 
 

ĲƚƣċĤũŔƚőŔŰŊЮƽċƣĲƖЮƕƨċũŔƣǃЮċŰĬЮŉċĲĦċũЮĦŸŰƣċůŔŰċƣŔŸŰЮũĲƻĲũƚЮШ ƻċŔũċĤũĲаШ
őƣƣƓƚаооŸƨƖũċŰĬċŰĬƽċƣĲƖЮŰǍоƽƓрĦŸŰƣĲŰƣоƨƓũŸċĬƚоΞΜΞΞоΝΝо§ƨƣƓƨƣрf?рΝΥΜΥр§xìр
ƖĲƓŸƖƣр~ŉEрΞΜΞΝр[f  xр 9ŸŸťƚŸŰрΞΥΜΣΞΝЮƓĬŉШя ĦĦĲƚƚĲĬШΝΝоΜΥоΞΜΞΡѐЮ 

~ŸƖĲũрsŸƨƖŰĲũЯШÑЮЯШxĲőƣŔŰĲŰЯШÉЮЯШ9ŸƣƣŸЯШ§ЮЯШ ůŔċЯШÅЮЯШ?ŔŸŰЯШÉЮЯШ[ŔŊƨĲƖŸċЯШ9ЮЯШ~ċƖƣŔŰƚŸŰЯШ
sЮ ЮéЮЯШÅċũċŔůċǍċƻċЯШÂЮЯШ9ũĲƖůŸŰƣЯШ§ЮЯШ?ƨƻċũЯШñЮЯШ ŸƽƖŸƨǍŔċŰЯШ[ЮxЮЯШìċũťЯШÉЮÑЮЯШ
?ĲŰċůƨƖЯШEЮШċŰĬШ7ũċŰƕƨċƖƣЯШ[ЮШыΞΜΞΡьШÅĲƚŔĬĲŰĦĲрĦŸũŸŰŔǍċƣŔŸŰШƣƖċĬĲрŸǭШċŰĬШŰŔĦőĲШ
ĬŔǭĲƖĲŰƣŔċƣŔŸŰШĲŰċĤũĲШĦŸĲǂŔƚƣĲŰĦĲШŸŉЮEƚĦőĲƖŔĦőŔċЮĦŸũŔЮƓőǃũŸŊƖŸƨƓƚШŔŰШőĲċũƣőǃШ
őƨůċŰƚЮШÑőĲЮfÉ~EЮsŸƨƖŰċũеШΝΦЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΦΟоŔƚůĲŢŸоƽƖċŉΜΥΦ 

~ƏƖĲƣƖƏЯШÑЮЯШ~ŸĲŰЯШ7ЮЯШcĲŔƖЯШEЮЯШcċŰƚĲŰЯШ Ю2ЮШċŰĬШxċŰŊƚƖƨĬЯШÉЮШыΞΜΝΣьШ9ŸŰƣċůŔŰċƣŔŸŰШŸŉШ
ƚċũůŸŰШǯũũĲƣƚШċŰĬШƓƖŸĦĲƚƚŔŰŊШƓũċŰƣƚШƽŔƣőШƚƓŸŔũċŊĲШĤċĦƣĲƖŔċЮШfŰƣĲƖŰċƣŔŸŰċũЮsŸƨƖŰċũЮŸŉЮ
[ŸŸĬЮ~ŔĦƖŸĤŔŸũŸŊǃеШΞΟΤЯШΦΥрΝΜΥЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΝΣоŢЮŔŢŉŸŸĬůŔĦƖŸЮΞΜΝΣЮΜΥЮΜΝΣ 

~ŸƖŊċŰЯШ]ЮЯШÂŔŰĦőĤĲĦťЯШ]ЮЯШcċũĬĲŰĤǃЯШÉЮЯШÉĦőůŔĬƣЯШéЮШċŰĬШìŔũũŔċůƚЯШ ЮШыΞΜΞΠьШÅċƽШ
ůĲċƣШĬŔĲƣƚШċƖĲШċШůċŢŸƖШƖŔƚťШŉċĦƣŸƖШŉŸƖШĦċƖƖŔċŊĲШŸŉШƣőŔƖĬрŊĲŰĲƖċƣŔŸŰШĦĲƓőċũŸƚƓŸƖŔŰр
ƖĲƚŔƚƣċŰƣШċŰĬШůƨũƣŔĬƖƨŊрƖĲƚŔƚƣċŰƣЮEдЮĦŸũŔШĤǃШĬŸŊƚШŔŰШƣőĲШÖuЮШ[ƖŸŰƣŔĲƖƚЮŔŰЮ~ŔĦƖŸĤŔŸũŸŊǃеШ
ΝΡЯШΝΠΣΜΝΠΟЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΟΟΥΦоŉůŔĦĤЮΞΜΞΠЮΝΠΣΜΝΠΟ 

~ƨũŸŔЯШ?Ю~ЮЯШìĲĲЯШ7Ю ЮЯШ~Ħ9ũĲċŰЯШ?Ю~ЮcЮЯШìċƖĬЯШ~ЮsЮЯШÂċŰťőƨƖƚƣЯШxЮЯШÂőċŰЯШcЮЯШfƻĲŰƚЯШ
Ю9ЮЯШuŔƻċũŔЯШéЮЯШuŔǃŸŰŊќċЯШ ЮЯШ ĬŔŰĬċЯШ9ЮЯШ]ŔƣċőŔЯШ ЮЯШ§ƨťŸЯШÑЮЯШcċƚƚĲũũЯШsЮ~ЮЯШfůĤŸůċЯШÑЮЯШ
ťŸťŸЯШsЮЯШ~ƨƖƨŰŊŔЯШ~ЮuЮЯШ ŢŸƖŸŊĲЯШÉЮ~ЮЯШ~ƨŔŰĬĲЯШÂЮЯШ ċťċůƨƖċЯШòЮЯШ ũƨůċƚċЯШxЮЯШ
[ƨƖůċŊċЯШEЮЯШuċŔƣőŸЯШÑЮЯШ°őŊƖĲŰЯШEЮ~ЮЯШ ůċŰǃċЯШ[ЮЯШ§ŊĲŰĬŸЯШ ЮЯШìŔũƚŸŰЯШ?ЮsЮЯШ7ĲƣƣƖŔĬŊĲЯШ
sЮ~ЮЯШuŔŔƖƨЯШsЮЯШuǃŸĤƨƣƨŰŊŔЯШ9ЮЯШÑċĦŸũŔЯШ9ЮЯШuċŰŊќĲƣőĲЯШEЮuЮЯШ?ċƻŔũċЯШsЮ?ЮЯШuċƖŔƨťŔЯШÉЮЯШ
ÅŸĤŔŰƚŸŰЯШÑЮÂЮЯШÅƨƚőƣŸŰЯШsЮЯШìŸŸũőŸƨƚĲЯШ~ЮEЮsЮШċŰĬШ[ĿƻƖĲЯШEЮ~ЮШыΞΜΞΞьШÂŸƓƨũċƣŔŸŰШ
ŊĲŰŸůŔĦƚШŸŉШEƚĦőĲƖŔĦőŔċЮĦŸũŔШŔŰШũŔƻĲƚƣŸĦťрťĲĲƓŔŰŊШőŸƨƚĲőŸũĬƚШċĦƖŸƚƚШċШƖċƓŔĬũǃШ
ĬĲƻĲũŸƓŔŰŊШƨƖĤċŰШũċŰĬƚĦċƓĲЮШ ċƣƨƖĲЮ~ŔĦƖŸĤŔŸũŸŊǃеШΤЯШΡΥΝрΡΥΦЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΟΥоƚΠΝΡΣΠрΜΞΞрΜΝΜΤΦрǃ 

~ƨƖƖċǃЯШ9ЮsЮЯШfťƨƣċЯШuЮÉЮЯШÉőċƖċƖċЯШ[ЮЯШÉƽĲƣƚĦőŔŰƚťŔЯШxЮЯШ ŊƨŔũċƖЯШ]ЮÅЮЯШ]ƖċǃЯШ ЮЯШcċŰЯШ9ЮЯШ
7ŔƚŔŊŰċŰŸЯШ9ЮЯШÅċŸЯШÂЮШċŰĬШìŸŸũЯШEЮШыΞΜΞΞьШ]ũŸĤċũШĤƨƖĬĲŰШŸŉШĤċĦƣĲƖŔċũШċŰƣŔůŔĦƖŸĤŔċũШ
ƖĲƚŔƚƣċŰĦĲШŔŰШΞΜΝΦаШċШƚǃƚƣĲůċƣŔĦШċŰċũǃƚŔƚЮШÑőĲЮxċŰĦĲƣеШΟΦΦЯШΣΞΦрΣΡΡЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΝΣоÉΜΝΠΜрΣΤΟΣыΞΝьΜΞΤΞΠрΜ 

 ċťċůƨƖċЯШ ЮЯШÑċťċőċƚőŔЯШcЮЯШ ƖċŔЯШ~ЮЯШÑƚƨĦőŔǃċЯШÑЮЯШìċĬċЯШÉЮЯШ[ƨŢŔůŸƣŸЯШòЮЯШÉőŔůċĤċƖċЯШ
òЮЯШuƨĬċЯШÑЮШċŰĬШuŔůƨƖċЯШ7ЮШыΞΜΞΝьШ~ŸũĲĦƨũċƖШƚƨĤƣǃƓŔŰŊШŉŸƖШƚŸƨƖĦĲШƣƖċĦťŔŰŊШŸŉШ
EƚĦőĲƖŔĦőŔċЮĦŸũŔЮƨƚŔŰŊШĦŸƖĲШŊĲŰŸůĲШůƨũƣŔũŸĦƨƚШƚĲƕƨĲŰĦĲШƣǃƓŔŰŊШċƣШċШŉŸŸĬШ
ůċŰƨŉċĦƣƨƖŔŰŊШƓũċŰƣЮШÂx§ÉЮ§ EеШΝΣЯШĲΜΞΣΝΟΡΞЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΟΤΝоŢŸƨƖŰċũЮƓŸŰĲЮΜΞΣΝΟΡΞ 

 ċƚĦŔůĲŰƣŸЯШ[Ю[ЮЯШĬŸƚШÅĲŔƚЯШ~ЮШċŰĬШòċŰŊЯШüЮcЮШыΞΜΝΤьШ ШĤŔŸũŸŊŔƚƣѣƚШŊƨŔĬĲШƣŸШ7ċǃĲƚŔċŰШ
ƓőǃũŸŊĲŰĲƣŔĦШċŰċũǃƚŔƚЮШ ċƣƨƖĲЮEĦŸũŸŊǃЮ҂ЮEƻŸũƨƣŔŸŰеШΝЯШΝΠΠΣрΝΠΡΠЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΟΥоƚΠΝΡΡΦрΜΝΤрΜΞΥΜрǂ 
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 ċƣŔŸŰċũШ9ĲŰƣĲƖШŉŸƖШ7ŔŸƣĲĦőŰŸũŸŊǃШfŰŉŸƖůċƣŔŸŰШы 97fьЮШыΝΦΥΥьШ ċƣŔŸŰċũЮ9ĲŰƣĲƖЮŉŸƖЮ
7ŔŸƣĲĦőŰŸũŸŊǃЮfŰŉŸƖůċƣŔŸŰЮё 97fђЮШ7ĲƣőĲƚĬċШы~?ьаШ ċƣŔŸŰċũШxŔĤƖċƖǃШŸŉШ~ĲĬŔĦŔŰĲШыÖÉьЯШ
 ċƣŔŸŰċũШ9ĲŰƣĲƖШŉŸƖШ7ŔŸƣĲĦőŰŸũŸŊǃШfŰŉŸƖůċƣŔŸŰЮШ ƻċŔũċĤũĲаШ
őƣƣƓƚаооƽƽƽЮŰĦĤŔЮŰũůЮŰŔőЮŊŸƻоШя ĦĦĲƚƚĲĬШΞΣоΜΟоΞΜΞΡѐЮ 

 ċǍŔƖŔЯШüЮЯШ?ĲƖċťőƚőċŰĬĲőЯШ ЮЯШ[ŔƖŸƨǍŔЯШÅЮЯШ~ŸƣċůĲĬŔŉċƖЯШ~ЮШċŰĬШÉőŸŢċĲĲШÑċĤƖŔǍŔЯШ ЮШ
ыΞΜΝΣьШ?  ШǯŰŊĲƖƓƖŔŰƣŔŰŊШċƓƓƖŸċĦőĲƚШƣŸШƣƖċĦĲШEƚĦőĲƖŔĦőŔċЮĦŸũŔЮƚőċƖŔŰŊШĤĲƣƽĲĲŰШĬŸŊƚШ
ċŰĬШŸƽŰĲƖƚЮШsŸƨƖŰċũЮŸŉЮ ƓƓũŔĲĬЮ~ŔĦƖŸĤŔŸũŸŊǃеШΝΞΜЯШΠΣΜрΠΣΥЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΝΝоŢċůЮΝΟΜΜΟ 

 ċǍŔƖŔЯШüЮЯШÂŸŸƖůċũĲťŰŔċЯШ~ЮШċŰĬШ]őċĲĬŔШ§ũŔǃċĲŔЯШ ЮШыΞΜΞΞьШÅŔƚťШŸŉШƚőċƖŔŰŊШƖĲƚŔƚƣċŰƣШ
ĤċĦƣĲƖŔċШċŰĬоŸƖШƖĲƚŔƚƣċŰĦĲШĲũĲůĲŰƣƚШĤĲƣƽĲĲŰШĬŸŊƚШċŰĬШƣőĲŔƖШŸƽŰĲƖƚЮШ7~9ЮéĲƣĲƖŔŰċƖǃЮ
ÅĲƚĲċƖĦőеШΝΥЯШΞΜΟЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΥΣоƚΝΞΦΝΤрΜΞΞрΜΟΞΦΥрΝ 

 ŊƨǃĲŰЯШxЮÑЮЯШÉĦőůŔĬƣЯШcЮ ЮЯШƻŸŰШcċĲƚĲũĲƖЯШ ЮШċŰĬШ~ŔŰőЯШ7ЮÄЮШыΞΜΝΡьШfÄрÑÅEEаШ Ш[ċƚƣШ
ċŰĬШEǭĲĦƣŔƻĲШÉƣŸĦőċƚƣŔĦШ ũŊŸƖŔƣőůШŉŸƖШEƚƣŔůċƣŔŰŊШ~ċǂŔůƨůрxŔťĲũŔőŸŸĬШÂőǃũŸŊĲŰŔĲƚЮШ
~ŸũĲĦƨũċƖЮ7ŔŸũŸŊǃЮċŰĬЮEƻŸũƨƣŔŸŰеШΟΞЯШΞΣΥрΞΤΠЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΦΟоůŸũĤĲƻоůƚƨΟΜΜ 

 ŔĦőŸũũƚЯШcЮЯШuċŔŰƣőЯШ7ЮЯШ9ŸŸťЯШÂЮЯШ~ƨůŉŸƖĬЯШÅЮЯШuĲĲƻŔũЯШ9ЮЯШxċШÅċŊŔŸŰĲЯШÅЮЯШÑőƖĲũŉċũũЯШEЮЯШ
~Ħ?ŸƽĲũũЯШ?ЮШċŰĬШ9ċũũċŊőċŰЯШuЮШыΞΜΞΟьШ[ŸŸĬĤŸƖŰĲШċŰƣŔůŔĦƖŸĤŔċũШƖĲƚŔƚƣċŰĦĲШы ~ÅьШ
ƖĲƚĲċƖĦőШċŰĬШƚƨƖƻĲŔũũċŰĦĲШŔŰШƣőĲШÖuаШƓƖŔŸƖŔƣŔĲƚШŔĬĲŰƣŔǯĲĬШƣőƖŸƨŊőШƣőĲШ[ŸŸĬШÉƣċŰĬċƖĬƚШ
ŊĲŰĦǃѣƚШ ~ÅШƓƖŸŊƖċůůĲШƖĲƻŔĲƽШыΞΜΞΟьЮШsŸƨƖŰċũЮŸŉЮůĲĬŔĦċũЮůŔĦƖŸĤŔŸũŸŊǃеШΤΞЮШ
ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΦΦоŢůůЮΜЮΜΜΝΤΡΟ 

 ŔĲũƚĲŰЯШuЮxЮЯШ?ǃŰĲƚĲŰЯШÂЮЯШxċƖƚĲŰЯШÂЮШċŰĬШ[ƖŔůŸĬƣр~ƏũũĲƖЯШ ЮШыΞΜΝΠьШ[ċĲĦċũШ
EƚĦőĲƖŔĦőŔċЮĦŸũŔЮŉƖŸůШƓċƣŔĲŰƣƚШƽŔƣőШEдЮĦŸũŔЮƨƖŔŰċƖǃШƣƖċĦƣШŔŰŉĲĦƣŔŸŰШċŰĬШőĲċũƣőǃШĦŸŰƣƖŸũƚШ
ƽőŸШőċƻĲШŰĲƻĲƖШőċĬШċШƨƖŔŰċƖǃШƣƖċĦƣШŔŰŉĲĦƣŔŸŰЮШsŸƨƖŰċũЮŸŉЮ~ĲĬŔĦċũЮ~ŔĦƖŸĤŔŸũŸŊǃеШΣΟЯШΡΥΞр
ΡΥΦЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΦΦоŢůůЮΜЮΜΣΥΤΥΟрΜ 

§ѣxĲċƖǃЯШ Ю ЮЯШìƖŔŊőƣЯШ~ЮìЮЯШ7ƖŔƚƣĲƖЯШsЮÅЮЯШ9ŔƨŉŸЯШÉЮЯШcċĬĬċĬЯШ?ЮЯШ~ĦéĲŔŊőЯШÅЮЯШÅċŢƓƨƣЯШ
7ЮЯШÅŸĤĤĲƖƣƚĲЯШ7ЮЯШÉůŔƣőрìőŔƣĲЯШ7ЮШċŰĬШ ťŸр ĬŢĲŔЯШ?ЮШыΞΜΝΣьШÅĲŉĲƖĲŰĦĲШƚĲƕƨĲŰĦĲШ
ыÅĲŉÉĲƕьШĬċƣċĤċƚĲШċƣШ 97fаШĦƨƖƖĲŰƣШƚƣċƣƨƚЯШƣċǂŸŰŸůŔĦШĲǂƓċŰƚŔŸŰЯШċŰĬШŉƨŰĦƣŔŸŰċũШ
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őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΦΟоŰċƖоŊťƻΝΝΥΦ 
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ÂċŊĲЯШ ЮsЮЯШ9ƨůůŔŰƚЯШ9Ю ЮЯШcƨŰƣЯШ~ЮЯШìŸŰŊЯШéЮuЮЯШÅĲƨƣĲƖЯШÉЮЯШcŸũĬĲŰЯШ~ЮÑЮ]ЮЯШ[ŸŸťĲƚЯШ
~ЮЯШ[ċũƨƚőЯШ?ЮЯШuĲċŰĲЯШsЮ ЮШċŰĬШÂċƖťőŔũũЯШsЮШыΞΜΝΡьШÅŸċƖǃаШƖċƓŔĬШũċƖŊĲрƚĦċũĲШƓƖŸťċƖǃŸƣĲШ
ƓċŰШŊĲŰŸůĲШċŰċũǃƚŔƚЮШ7ŔŸŔŰŉŸƖůċƣŔĦƚеШΟΝЯШΟΣΦΝрΟΣΦΟЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΦΟоĤŔŸŔŰŉŸƖůċƣŔĦƚоĤƣƻΠΞΝ 

ÂċũċƨЯШÅЮЯШ7ũŸŸůǯĲũĬЯШÉЮsЮЯШsĲŰťŔŰƚЯШ9ЮЯШ]ƖĲŔŊЯШ?ЮÅЮЯШsŸƖŊĲŰƚĲŰЯШ[ЮШċŰĬШ~ċƣőĲƖЯШ ЮEЮШ
ыΞΜΞΠьШòĲƖƚŔŰŔċЮĲŰƣĲƖŸĦŸũŔƣŔĦċЮĤŔŸƻċƖШΝ аШ ŰШƨŰĬĲƖċƓƓƖĲĦŔċƣĲĬШƓŸƣĲŰƣŔċũШƓċƣőŸŊĲŰШŔŰШ
ƣőĲШŉŸŸĬШĦőċŔŰЮШfŰƣĲƖŰċƣŔŸŰċũЮsŸƨƖŰċũЮŸŉЮ[ŸŸĬЮ~ŔĦƖŸĤŔŸũŸŊǃеШΠΝΞЯШΝΝΜΡΡΠЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΝΣоŢЮŔŢŉŸŸĬůŔĦƖŸЮΞΜΞΟЮΝΝΜΡΡΠ 

ÂċƖċĬŔƚЯШEЮШċŰĬШÉĦőũŔĲƓЯШuЮШыΞΜΝΦьШċƓĲШΡЮΜаШċŰШĲŰƻŔƖŸŰůĲŰƣШŉŸƖШůŸĬĲƖŰШƓőǃũŸŊĲŰĲƣŔĦƚШ
ċŰĬШĲƻŸũƨƣŔŸŰċƖǃШċŰċũǃƚĲƚШŔŰШÅЮШ7ŔŸŔŰŉŸƖůċƣŔĦƚеШΟΡЯШΡΞΣрΡΞΥЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΦΟоĤŔŸŔŰŉŸƖůċƣŔĦƚоĤƣǃΣΟΟ 

ÂċƖťƚЯШ?ЮcЮЯШfůĲũŉŸƖƣЯШ~ЮЯШÉťĲŰŰĲƖƣŸŰЯШ9ЮÑЮЯШcƨŊĲŰőŸũƣǍЯШÂЮШċŰĬШÑǃƚŸŰЯШ]ЮìЮШыΞΜΝΡьШ
9őĲĦť~аШċƚƚĲƚƚŔŰŊШƣőĲШƕƨċũŔƣǃШŸŉШůŔĦƖŸĤŔċũШŊĲŰŸůĲƚШƖĲĦŸƻĲƖĲĬШŉƖŸůШŔƚŸũċƣĲƚЯШƚŔŰŊũĲШ
ĦĲũũƚЯШċŰĬШůĲƣċŊĲŰŸůĲƚЮШ]ĲŰŸůĲЮÅĲƚĲċƖĦőеШΞΡЯШΝΜΠΟрΡΡЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΜΝоŊƖЮΝΥΣΜΤΞЮΝΝΠ 

ÂċƣťŸƽƚťŔЯШsЮ7ЮЯШ?ċőũĤĲƖŊЯШÑЮЯШ ůŔŰЯШcЮЯШ]ċőũŸƣЯШ?ЮuЮЯШéŔŢċǃƖċŢƖċƣŰċůЯШÉЮЯШéŸŊĲũЯШsЮÂЮЯШ
[ƖċŰĦŔƚЯШ~ЮÉЮЯШ7ċťĲƖЯШsЮxЮЯШ ŰĬĲƖƚƚŸŰЯШ~ЮШċŰĬШ9ŸƚƣċЯШÑЮÅЮ?ЮШыΞΜΞΟьШÑőĲШ[рƓŔũƨƚШ
ĤŔŸůĲĦőċŰŔĦċũШċĬċƓƣċĤŔũŔƣǃШċĦĦĲũĲƖċƣĲƚШĦŸŰŢƨŊċƣŔƻĲШĬŔƚƚĲůŔŰċƣŔŸŰШŸŉШċŰƣŔůŔĦƖŸĤŔċũШ
ƖĲƚŔƚƣċŰĦĲШċŰĬШĤŔŸǯũůШŉŸƖůċƣŔŸŰЮШ ċƣƨƖĲЮ9ŸůůƨŰŔĦċƣŔŸŰƚеШΝΠЯШΝΥΤΦЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΟΥоƚΠΝΠΣΤрΜΞΟрΟΤΣΜΜрǃ 

ÂŔĦċƖĬЯШ7ЮЯШ]ċƖĦŔċЯШsЮÉЮЯШ]ŸƨƖŔŸƨЯШÉЮЯШ?ƨƖŔĲǍЯШÂЮЯШ7ƖċőŔůŔЯШ ЮЯШ7ŔŰŊĲŰЯШEЮЯШEũŔŸŰЯШsЮШċŰĬШ
?ĲŰċůƨƖЯШEЮШыΝΦΦΦьШÑőĲШxŔŰťШĤĲƣƽĲĲŰШÂőǃũŸŊĲŰǃШċŰĬШéŔƖƨũĲŰĦĲШŔŰШEƚĦőĲƖŔĦőŔċЮĦŸũŔЮЮ
EǂƣƖċŔŰƣĲƚƣŔŰċũШfŰŉĲĦƣŔŸŰЮШfŰŉĲĦƣŔŸŰЮċŰĬЮfůůƨŰŔƣǃеШΣΤЯШΡΠΣрΡΡΟЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΞΥоf fЮΣΤЮΞЮΡΠΣрΡΡΟЮΝΦΦΦ 

ÂŔƣŸƨƣЯШsЮ?Ю?ЮШċŰĬШ9őĲŰЯШxЮШыΞΜΞΟьШÑőĲШÉŔŊŰŔǯĦċŰĦĲШŸŉШEƓŔĬĲůŔĦШÂũċƚůŔĬƚШŔŰШƣőĲШ
ÉƨĦĦĲƚƚШŸŉШ~ƨũƣŔĬƖƨŊрÅĲƚŔƚƣċŰƣШ?ƖƨŊШÂċŰĬĲůŔĦШEǂƣƖċŔŰƣĲƚƣŔŰċũШÂċƣőŸŊĲŰŔĦШ
EƚĦőĲƖŔĦőŔċЮĦŸũŔЮШfŰŉĲĦƣŔŸƨƚЮ?ŔƚĲċƚĲЮċŰĬЮÑőĲƖċƓǃеШΝΞЯШΝΜΞΦрΝΜΠΝЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΜΤоƚΠΜΝΞΝрΜΞΟрΜΜΤΦΝрΠ 

ÂŔƣŸƨƣЯШsЮ?Ю?ЮЯШÂĲŔƖċŰŸЯШ]ЮЯШ9őĲŰЯШxЮЯШ?ĲéŔŰŰĲǃЯШÅЮШċŰĬШ~ċƣƚƨůƨƖċЯШòЮШыΞΜΞΞьШ
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ÂŸůĤċЯШ9ЮЯШĬċШ[ŸŰƚĲĦċШsŸċŰċЯШ?ЮЯШ7ċƓƣŔƚƣċШ7ƖƨŰŸЯШ9ЮЯШ9ŸƖƖĲŔċШsŸƚĳЯШ?ЮШċŰĬШ~ċƖƣŖŰĲǍр
~ċƖƣŖŰĲǍЯШxЮШыΞΜΜΦьШ?ĲƣĲĦƣŔŸŰШŸŉШƣőĲШÂċŰĬĲůŔĦШ§ΞΡрÉÑΝΟΝШcƨůċŰШéŔƖƨũĲŰƣШ
EƚĦőĲƖŔĦőŔċЮĦŸũŔШ9Ññр~рΝΡрÂƖŸĬƨĦŔŰŊШ9ũŸŰĲШcċƖĤŸƖŔŰŊШƣőĲШƕŰƖ7ΞШċŰĬШċċĦыΣ҅ьрfĤрĦƖШ
]ĲŰĲƚШŔŰШċШ?ŸŊЮШŰƣŔůŔĦƖŸĤŔċũЮ ŊĲŰƣƚЮċŰĬЮ9őĲůŸƣőĲƖċƓǃеШΡΟЯШΟΞΤрΟΞΥЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΞΥоċċĦЮΜΜΥΦΣрΜΥ 

ÂŸůĤċЯШ9ЮЯШxŹƓĲǍр9ĲƖĲƖŸЯШxЮЯШ7ĲũũŔĬŸЯШ~ЮЯШÉĲƖƖċŰŸЯШxЮЯШ7ĲũċƚЯШ ЮЯШ9ŸƨƣŸЯШ ЮЯШ9ċƻċĦŸр
ÉŔũƻċЯШÂЮЯШÅŸĬƖŖŊƨĲǍр7ċŶŸЯШsЮШċŰĬШÂċƚĦƨċũЯШ ЮШыΞΜΝΠьШìŔƣőŔŰрũŔŰĲċŊĲШƻċƖŔċĤŔũŔƣǃШŸŉШÉÑΝΟΝШ
EƚĦőĲƖŔĦőŔċЮĦŸũŔШŔƚŸũċƣĲƚШŉƖŸůШőƨůċŰƚШċŰĬШĦŸůƓċŰŔŸŰШċŰŔůċũƚШŔŰШƣőĲШƚŸƨƣőШŸŉШ
EƨƖŸƓĲЮШsŸƨƖŰċũЮŸŉЮ ŰƣŔůŔĦƖŸĤŔċũЮ9őĲůŸƣőĲƖċƓǃеШΣΦЯШΞΤΝрΟЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΦΟоŢċĦоĬťƣΟΠΟ 

ÂŸŰŊƖČĦǍЯШÂЮШċŰĬШ?ŸĤŸƚЯШÂЮШыΞΜΞΟьШìőċƣШŔƚШċШĦŸůƓċŰŔŸŰШċŰŔůċũеШ ŰШĲƣőŸũŸŊŔĦċũШ
ċƓƓƖŸċĦőШĤċƚĲĬШŸŰШÑŔŰĤĲƖŊĲŰѣƚШŉŸƨƖШƕƨĲƚƣŔŸŰƚЮШ9ƖŔƣŔĦċũШƖĲƻŔĲƽЮШƓƓũŔĲĬЮ ŰŔůċũЮ
7ĲőċƻŔŸƨƖЮÉĦŔĲŰĦĲеШΞΣΤЯШΝΜΣΜΡΡЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΝΣоŢЮċƓƓũċŰŔůЮΞΜΞΟЮΝΜΣΜΡΡ 

ÂƖŔĦĲЯШ~Ю ЮЯШ?ĲőċũЯШÂЮÉЮШċŰĬШ ƖťŔŰЯШ ЮÂЮШыΞΜΜΥьШcŸƖŔǍŸŰƣċũШŊĲŰĲШƣƖċŰƚŉĲƖШċŰĬШƣőĲШ
ĲƻŸũƨƣŔŸŰШŸŉШƣƖċŰƚĦƖŔƓƣŔŸŰċũШƖĲŊƨũċƣŔŸŰШŔŰШEƚĦőĲƖŔĦőŔċЮĦŸũŔЮШ]ĲŰŸůĲЮ7ŔŸũŸŊǃеШΦЯШÅΠЮШ
ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΥΣоŊĤрΞΜΜΥрΦрΝрƖΠ 

ÂƨĤũŔĦШcĲċũƣőШы9ŸŰƣƖŸũШŸŉШ?ŔƚĲċƚĲьШ ĦƣШΝΦΥΠШĦЮΞΞШыΝΦΥΠьШя ĦĦĲƚƚĲĬаШΝΝоΜΣоΞΜΞΡѐ 

ÂƨĤũŔĦШcĲċũƣőШEŰŊũċŰĬЮШыΞΜΜΤьШÖƖŔŰċƖǃЮƣƖċĦƣЮŔŰŉĲĦƣŔŸŰжЮĬŔċŊŰŸƚƣŔĦЮƣŸŸũƚЮŉŸƖЮƓƖŔůċƖǃЮ
ĦċƖĲЮШ]§éЮÖuаШÂƨĤũŔĦШcĲċũƣőШEŰŊũċŰĬЯЮШ ƻċŔũċĤũĲаШ
őƣƣƓƚаооƽƽƽЮŊŸƻЮƨťоŊŸƻĲƖŰůĲŰƣоƓƨĤũŔĦċƣŔŸŰƚоƨƖŔŰċƖǃрƣƖċĦƣрŔŰŉĲĦƣŔŸŰрĬŔċŊŰŸƚŔƚШ
я ĦĦĲƚƚĲĬШΞΡоΜΟоΞΜΞΡѐЮ 

ÂƨĤũŔĦШcĲċũƣőШEŰŊũċŰĬЮШыΞΜΝΣьШ]ƨŔĬĲũŔŰĲƚЮŉŸƖЮƣőĲЮfŰƻĲƚƣŔŊċƣŔŸŰЮŸŉЮüŸŸŰŸƣŔĦЮ?ŔƚĲċƚĲЮŔŰЮ
EŰŊũċŰĬЮċŰĬЮìċũĲƚЮШ ƻċŔũċĤũĲаШ
őƣƣƓƚаооƽƽƽЮŊŸƻЮƨťоŊŸƻĲƖŰůĲŰƣоƓƨĤũŔĦċƣŔŸŰƚоǍŸŸŰŸƣŔĦрĬŔƚĲċƚĲƚрŔŰƻĲƚƣŔŊċƣŔŸŰр
ŊƨŔĬĲũŔŰĲƚШя ĦĦĲƚƚĲĬШΞΥоΜΟоΞΜΞΡѐЮ 

ÅШ9ŸƖĲШÑĲċůЮШыΞΜΞΞьШÅжЮċЮũċŰŊƨċŊĲЮċŰĬЮĲŰƻŔƖŸŰůĲŰƣЮŉŸƖЮƚƣċƣŔƚƣŔĦċũЮĦŸůƓƨƣŔŰŊдШ
[ŸƨŰĬċƣŔŸŰШŉŸƖШÉƣċƣŔƚƣŔĦċũШ9ŸůƓƨƣŔŰŊЯШéŔĲŰŰċЯШ ƨƚƣƖŔċЮШ ƻċŔũċĤũĲаШőƣƣƓƚаооƽƽƽЮÅр
ƓƖŸŢĲĦƣЮŸƖŊоШя ĦĦĲƚƚĲĬШΝΡШ ƓƖШΞΜΞΡѐЮ 

ÅċŰĬċũũЯШxЮÂЮЯШcŸƖƣŸŰЯШÅЮcЮЯШ9őċŰƣĲƖЯШsЮfЮЯШxĲůůċЯШ[ЮШċŰĬШEƻċŰƚЯШÉЮsЮШыΞΜΞΝьШ ШĬĲĦũŔŰĲШŔŰШ
ƣőĲШŸĦĦƨƖƖĲŰĦĲШŸŉШĲǂƣĲŰĬĲĬрƚƓĲĦƣƖƨůШр͉ũċĦƣċůċƚĲрƓƖŸĬƨĦŔŰŊШEƚĦőĲƖŔĦőŔċЮĦŸũŔШŔŰШ
ƖĲƣċŔũШĦőŔĦťĲŰШůĲċƣШŔŰШƣőĲШÖuШĤĲƣƽĲĲŰШΞΜΝΟШċŰĬШΞΜΝΥЮШsŸƨƖŰċũЮŸŉЮ ƓƓũŔĲĬЮ
~ŔĦƖŸĤŔŸũŸŊǃеШΝΟΜЯШΞΠΤрΞΡΤЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΝΝоŢċůЮΝΠΣΥΤ 

ÅċƚťŸЯШ?Ю ЮЯШÅŸƚŸƻŔƣǍЯШ~ЮsЮЯШ~ǃĲƖƚЯШ]ЮÉЮ ЮЯШ~ŸŰŊŸĬŔŰЯШEЮ[ЮЯШ[ƖŔĦťĲЯШìЮ[ЮЯШ]ċŢĲƖЯШÂЮЯШ
9ƖċĤƣƖĲĲЯШsЮЯШÉĲĤċŔőŔċЯШ~ЮЯШÑőŸůƚŸŰЯШ ЮÅЮЯШ9őċƨĬőƨƖŔЯШÅЮЯШcĲŰĬĲƖƚŸŰЯШfЮÅЮЯШÉƓĲƖċŰĬŔŸЯШ
éЮШċŰĬШÅċƻĲũЯШsЮШыΞΜΜΥьШÑőĲШƓċŰŊĲŰŸůĲШƚƣƖƨĦƣƨƖĲШŸŉШEƚĦőĲƖŔĦőŔċЮĦŸũŔжШ9ŸůƓċƖċƣŔƻĲШ
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ŊĲŰŸůŔĦШċŰċũǃƚŔƚШŸŉШEцĦŸũŔЮĦŸůůĲŰƚċũШċŰĬШƓċƣőŸŊĲŰŔĦШŔƚŸũċƣĲƚЮШsŸƨƖŰċũЮŸŉЮ
7ċĦƣĲƖŔŸũŸŊǃеШΝΦΜЯШΣΥΥΝрΣΥΦΟЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΞΥоs7ЮΜΜΣΝΦрΜΥ 

ÅċƣċŢĦǍċťЯШ~ЮЯШxċƖŸĦőĲЯШEЮЯШ7ĲƖƣőĲЯШÑЮЯШ9ũĲƖůŸŰƣЯШ§ЮЯШÂċƽũċťЯШ7ЮЯШ?ĲŰċůƨƖЯШEЮШċŰĬШÂĲƣŔƣЯШ
[ЮШыΞΜΝΜьШfŰǰƨĲŰĦĲШŸŉШőǃĬƖŸũŸŊŔĦċũШĦŸŰĬŔƣŔŸŰƚШŸŰШƣőĲЮEƚĦőĲƖŔĦőŔċЮĦŸũŔШƓŸƓƨũċƣŔŸŰШ
ƚƣƖƨĦƣƨƖĲШŔŰШƣőĲШƽċƣĲƖШŸŉШċШĦƖĲĲťШŸŰШċШƖƨƖċũШƽċƣĲƖƚőĲĬЮШ7~9Ю~ŔĦƖŸĤŔŸũŸŊǃеШΝΜЯШΞΞΞЮШ
ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΥΣоΝΠΤΝрΞΝΥΜрΝΜрΞΞΞ 

ÅċƣŰċůЯШÉЮЯШ~ċƖĦőЯШÉЮ7ЮЯШ őůĲĬЯШÅЮЯШ7ĲǍċŰƚŸŰЯШ]ЮÉЮШċŰĬШuċƚċƣŔǃċЯШÉЮШыΝΦΥΥьШ
9őċƖċĦƣĲƖŔǍċƣŔŸŰШŸŉШEƚĦőĲƖŔĦőŔċЮĦŸũŔЮƚĲƖŸƣǃƓĲШ§ΝΡΤаcΤЮШsŸƨƖŰċũЮŸŉЮ9ũŔŰŔĦċũЮ
~ŔĦƖŸĤŔŸũŸŊǃеШΞΣЯШΞΜΜΣрΝΞЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΞΥоŢĦůЮΞΣЮΝΜЮΞΜΜΣр
ΞΜΝΞЮΝΦΥΥ 

ÅĲŔĬЯШ9ЮsЮЯШ7ũċƨЯШuЮЯШsĲĦőċũťĲЯШÉЮЯШÉůċũũċЯШuЮШċŰĬШ?ŢŸƖĬŢĲƻŔĦЯШÉЮÂЮШыΞΜΞΜьШìőŸũĲШŊĲŰŸůĲШ
ƚĲƕƨĲŰĦŔŰŊШŸŉШEƚĦőĲƖŔĦőŔċЮĦŸũŔЮŉƖŸůШƚƣŸƖĲрĤŸƨŊőƣШƓƖŸĬƨĦĲЮШ[ƖŸŰƣŔĲƖƚЮŔŰЮ~ŔĦƖŸĤŔŸũŸŊǃеШ
ΝΜЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΟΟΥΦоŉůŔĦĤЮΞΜΝΦЮΜΟΜΡΜ 

ÅĲŔƚŰĲƖЯШ ЮЯШcƁũũĲƖЯШ7Ю~ЮЯШ~ŸũŔŰЯШÉЮШċŰĬШüĲĦőŰĲƖЯШEЮxЮШыΞΜΜΣьШÉǃŰĲƖŊŔƚƣŔĦШĲǭĲĦƣƚШŔŰШ
ůŔǂĲĬШEƚĦőĲƖŔĦőŔċЮĦŸũŔШĤŔŸǯũůƚаШĦŸŰŢƨŊċƣŔƻĲШƓũċƚůŔĬШƣƖċŰƚŉĲƖШĬƖŔƻĲƚШĤŔŸǯũůШ
ĲǂƓċŰƚŔŸŰЮШsŸƨƖŰċũЮŸŉЮĤċĦƣĲƖŔŸũŸŊǃеШΝΥΥЯШΟΡΥΞрΥЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΞΥоs7ЮΝΥΥЮΝΜЮΟΡΥΞрΟΡΥΥЮΞΜΜΣ 

ÅĲƻĲũũЯШxЮsЮШыΞΜΝΞьШƓőǃƣŸŸũƚаШċŰШÅШƓċĦťċŊĲШŉŸƖШƓőǃũŸŊĲŰĲƣŔĦШĦŸůƓċƖċƣŔƻĲШĤŔŸũŸŊǃШыċŰĬШ
ŸƣőĲƖШƣőŔŰŊƚьЮШ~ĲƣőŸĬƚЮŔŰЮEĦŸũŸŊǃЮċŰĬЮEƻŸũƨƣŔŸŰеШΟЯШΞΝΤрΞΞΟЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΝΝоŢЮΞΜΠΝрΞΝΜñЮΞΜΝΝЮΜΜΝΣΦЮǂ 

ÅŸĤŔŰƚр7ƖŸƽŰĲЯШÅЮ~ЮШыΝΦΥΤьШÑƖċĬŔƣŔŸŰċũШEŰƣĲƖŸƓċƣőŸŊĲŰŔĦШEƚĦőĲƖŔĦőŔċЮĦŸũŔШŸŉШfŰŉċŰƣŔũĲШ
?ŔċƖƖőĲċЮШÅĲƻŔĲƽƚЮŸŉЮfŰŉĲĦƣŔŸƨƚЮ?ŔƚĲċƚĲƚеШΦЯШΞΥрΡΟЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓаооƽƽƽЮŢƚƣŸƖЮŸƖŊоƚƣċĤũĲоΠΠΡΠΜΟΠЮ 

ÅŸĤŔŰƚŸŰЯШ?Ю[ЮШċŰĬШ[ŸƨũĬƚЯШxЮÅЮШыΝΦΤΦьШ9ŸůƓċƖŔƚŸŰШŸŉШƽĲŔŊőƣĲĬШũċĤĲũũĲĬШƣƖĲĲƚЮШfŰжШ
cŸƖċĬċůЯШ Ю[ЮШċŰĬШìċũũŔƚЯШìЮ?ЮШыĲĬЮШ9ŸůĤŔŰċƣŸƖŔċũЮ~ċƣőĲůċƣŔĦƚЮéfдШÉƓƖŔŰŊĲƖЯШ7ĲƖũŔŰЯШ
cĲŔĬĲũĤĲƖŊЮ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΜΤо7[ĤΜΝΜΞΣΦΜ 

ÅŸĤŔŰƚŸŰЯШ?Ю[ЮШċŰĬШ[ŸƨũĬƚЯШxЮÅЮШыΝΦΥΝьШ9ŸůƓċƖŔƚŸŰШŸŉШƓőǃũŸŊĲŰĲƣŔĦШƣƖĲĲƚЮШ
~ċƣőĲůċƣŔĦċũЮ7ŔŸƚĦŔĲŰĦĲƚеШΡΟЯШΝΟΝрΝΠΤЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΝΣоΜΜΞΡр
ΡΡΣΠыΥΝьΦΜΜΠΟрΞ 

ÅŸĬĲЯШ9ЮuЮЯШ~ĲũťĲƖƚŸŰрìċƣƚŸŰЯШxЮsЮЯШsŸőŰƚŸŰЯШ ЮÑЮШċŰĬШ7ũŸĦőЯШ9Ю ЮШыΝΦΦΦьШÑǃƓĲр
ƚƓĲĦŔǯĦШĦŸŰƣƖŔĤƨƣŔŸŰƚШƣŸШĦőƖŸůŸƚŸůĲШƚŔǍĲШĬŔǭĲƖĲŰĦĲƚШŔŰШEƚĦőĲƖŔĦőŔċЮĦŸũŔЮШfŰŉĲĦƣЮ
fůůƨŰеШΣΤЯШΞΟΜрΣЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΞΥоf fЮΣΤЮΝЮΞΟΜрΞΟΣЮΝΦΦΦ 

ÅŸĬƖŔŊƨĲƚЯШ9ЮЯШ~ċĦőċĬŸЯШEЮЯШ[ĲƖŰċŰĬĲƚЯШÉЮЯШÂĲŔǂĲЯШxЮШċŰĬШ ŸƻċŔƚЯШ&ЮШыΞΜΝΣьШ ŰШƨƓĬċƣĲШ
ŸŰШŉċĲĦċũШĦċƖƖŔċŊĲШŸŉШEÉ7xрƓƖŸĬƨĦŔŰŊШEŰƣĲƖŸĤċĦƣĲƖŔċĦĲċĲШĤǃШÂŸƖƣƨŊƨĲƚĲШőĲċũƣőǃШ
őƨůċŰƚаШĬĲƣĲĦƣŔŸŰШŸŉШƣőĲШcΟΜШƚƨĤĦũŸŰĲШŸŉШ7ΞрÉÑΝΟΝШEƚĦőĲƖŔĦőŔċЮĦŸũŔШƓƖŸĬƨĦŔŰŊШ9Ññр
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ΞΜΣ 
 

~рΞΤЮШsŸƨƖŰċũЮŸŉЮ ŰƣŔůŔĦƖŸĤŔċũЮ9őĲůŸƣőĲƖċƓǃеШΤΝЯШΝΝΞΜрΝΝΞΞЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΦΟоŢċĦоĬťƻΠΠΟ 

ÅŸĬƖŖŊƨĲǍрEǍƓĲũĲƣċЯШ ЮШċŰĬШÂőŔũŔƓƓĲЯШcЮШыΞΜΜΦьШÂőǃũŸŊĲŰŸůŔĦƚЮШfŰжШÉĦőċĲĦőƣĲƖЯШ
~ŸƚĲũŔŸШыĲĬЮШEŰĦǃĦũŸƓĲĬŔċЮŸŉЮ~ŔĦƖŸĤŔŸũŸŊǃЮёÑőŔƖĬЮEĬŔƣŔŸŰђдШ§ǂŉŸƖĬаШ ĦċĬĲůŔĦШ
ÂƖĲƚƚЮΣΟΟрΣΠΟЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΝΣо7ΦΤΥрΜΝΞΟΤΟΦΠΠрΡЮΜΜΜΝΟрΠ 

ÅŸĲƖЯШxЮЯШÑĦőĲƚŰŸťŸƻċЯШéЮЯШ ũũĲƚƏĲЯШÅЮЯШ~ƨƖċĬŸƻċЯШ~ЮЯШ9őċƣƣŸƓċĬőǃċǃЯШÉЮЯШ őƖĲŰŉĲũĬƣЯШsЮЯШ
ÑőŸůƚĲŰЯШ~Ю9Ю[ЮЯШxƨŰĬЯШ§ЮЯШcċŰƚĲŰЯШ[ЮЯШcċůůĲƖƨůЯШ Ю~ЮЯШÉŸťƨƖĲŰťŸЯШEЮШċŰĬШ
cċƚůċŰЯШcЮШыΞΜΝΤьШ?ĲƻĲũŸƓůĲŰƣШŸŉШċШƽĲĤШƣŸŸũШŉŸƖШEƚĦőĲƖŔĦőŔċЮĦŸũŔЮƚƨĤƣǃƓŔŰŊШĤċƚĲĬШ
ŸŰШǯůcШċũũĲũĲƚЮШsŸƨƖŰċũЮŸŉЮ9ũŔŰŔĦċũЮ~ŔĦƖŸĤŔŸũŸŊǃеШΡΡЯШΞΡΟΥрΞΡΠΟЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΞΥоs9~ЮΜΜΤΟΤрΝΤ 

ÅƁőũŔŰŊЯШÉЮЯШxŔŰŰĲЯШ ЮЯШÉĦőĲũũőŸƖŰЯШsЮЯШcŸƚƚĲŔŰŔЯШ~ЮЯШ?ĲŰĦťĲƖЯШÑЮШċŰĬШ~ŸƖŊĲŰƚƣĲƖŰЯШ7ЮШ
ыΞΜΞΜьШÑőĲШŰƨůĤĲƖШŸŉШťрůĲƖШůċƣĦőĲƚШĤĲƣƽĲĲŰШƣƽŸШ?  ШƚĲƕƨĲŰĦĲƚШċƚШċШŉƨŰĦƣŔŸŰШŸŉШťШ
ċŰĬШċƓƓũŔĦċƣŔŸŰƚШƣŸШĲƚƣŔůċƣĲШƓőǃũŸŊĲŰĲƣŔĦШĬŔƚƣċŰĦĲƚЮШÂx§ÉЮ§ EеШΝΡЯШĲΜΞΞΥΜΤΜЮШ
ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΟΤΝоŢŸƨƖŰċũЮƓŸŰĲЮΜΞΞΥΜΤΜ 

ÅŸŰĦŸЯШÑЮЯШÉƣĲŊŊĲƖЯШ~ЮЯШ§ũƚĲŰЯШÅЮcЮЯШÉĲťƚĲЯШ9ЮЯШ ŸƖĬƚƣŸŊċЯШ Ю7ЮЯШÂŸőŢċŰƻŔƖƣċЯШÑЮЯШxŔũŢĲЯШ
7ЮЯШxǃőƚЯШÖЮЯШ ŰĬĲƖƚĲŰЯШÂЮÉЮШċŰĬШÂĲĬĲƖƚĲŰЯШuЮШыΞΜΝΤьШÉƓƖĲċĬШŸŉШċƻŔċŰШƓċƣőŸŊĲŰŔĦШ
EƚĦőĲƖŔĦőŔċЮĦŸũŔШÉÑΝΝΤШ§ΤΥаcΠШŔŰШ ŸƖĬŔĦШĤƖŸŔũĲƖШƓƖŸĬƨĦƣŔŸŰЮШ7~9ЮŊĲŰŸůŔĦƚеШΝΥЮШ
ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΥΣоƚΝΞΥΣΠрΜΝΣрΟΠΝΡрΣ 

ÅŸƚĦőċŰƚťŔЯШ ЮЯШ]ƨĲŰƣőĲƖЯШÉЮЯШéƨЯШÑЮÑЮÑЮЯШ[ŔƚĦőĲƖЯШsЮЯШÉĲůůũĲƖЯШÑЮЯШcƨĲőŰЯШÉЮЯШ ũƣĲƖЯШÑЮШċŰĬШ
ÅŸĲƚũĲƖЯШÖЮШыΞΜΝΤьШéf~рΝШĦċƖĤċƓĲŰĲůċƚĲрƓƖŸĬƨĦŔŰŊШEƚĦőĲƖŔĦőŔċЮĦŸũŔЮŔƚŸũċƣĲĬШŉƖŸůШ
ƖĲƣċŔũШƚĲċŉŸŸĬЯШ]ĲƖůċŰǃШΞΜΝΣЮШEƨƖŸƚƨƖƻĲŔũũċŰĦĲеШΞΞЯШΝΤрΜΜΜΟΞЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΞΥΜΤоΝΡΣΜрΤΦΝΤЮEÉЮΞΜΝΤЮΞΞЮΠΟЮΝΤрΜΜΜΟΞ 

ÅŸƚĲŰЯШ ЮШċŰĬШxĲƻŔŰЯШÅЮEЮШыΝΦΤΜьШ?ĲƣĲĦƣŔŸŰШċŰĬШfŰĦŔĬĲŰĦĲШŸŉШEƚĦőĲƖŔĦőŔċЮĦŸũŔШŸŰШ
ÉƣŸƖċŊĲШÂĲŰШÉƨƖŉċĦĲƚШŸŉШ[ŔƚőŔŰŊШÑƖċƽũĲƖƚЮШƓƓũŔĲĬЮ~ŔĦƖŸĤŔŸũŸŊǃеШΞΜЯШΝΜΟрΝΜΣЮШ ƻċŔũċĤũĲШ
ċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΞΥоċůЮΞΜЮΝЮΝΜΟрΝΜΣЮΝΦΤΜ 

ÅŸƨŊĲƖЯШ ЮЯШÑƖĲƚƚĲЯШ§ЮШċŰĬШüċŊŸƖĲĦЯШ~ЮШыΞΜΝΤьШ7ċĦƣĲƖŔċũШĦŸŰƣċůŔŰċŰƣƚШŸŉШƓŸƨũƣƖǃШůĲċƣаШ
ƚŸƨƖĦĲƚЯШƚƓĲĦŔĲƚЯШċŰĬШĬǃŰċůŔĦƚЮШ~ŔĦƖŸŸƖŊċŰŔƚůƚеШΡЯШΡΜЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΟΟΦΜоůŔĦƖŸŸƖŊċŰŔƚůƚΡΜΟΜΜΡΜ 

ÅŸǃċũШÉŸĦŔĲƣǃШŉŸƖШƣőĲШÂƖĲƻĲŰƣŔŸŰШŸŉШ9ƖƨĲũƣǃШƣŸШ ŰŔůċũƚЮШыΞΜΞΞьШìĲũŉċƖĲЮŸŉЮ~ĲċƣЮ
9őŔĦťĲŰƚЮШ ƻċŔũċĤũĲаШőƣƣƓƚаооƽƽƽЮƖƚƓĦċЮŸƖŊЮƨťоĬŸĦƨůĲŰƣƚоΝΠΦΠΦΟΦоΤΤΝΞΡΤΥо[ ?р
~Ĳċƣр9őŔĦťĲŰƚрfŰŉŸƖůċƣŔŸŰрÉőĲĲƣрΞΜΞΞЮƓĬŉоΤΥĦΡĬĲΤĲрċΠĲΜрΦΜĦŉрŉΤΡċр
ΞΞĲΞΤĤċċΥΝċŉеƣӀΝΣΤΟΣΞΝΠΝΤΡΤΦШя ĦĦĲƚƚĲĬѐЮ 

ÅÉƣƨĬŔŸШÑĲċůЮШыΞΜΞΜьШÅÉƣƨĬŔŸжЮfŰƣĲŊƖċƣĲĬЮ?ĲƻĲũŸƓůĲŰƣЮŉŸƖЮÅЮШÅÉƣƨĬŔŸЯШÂ79ЯШ7ŸƚƣŸŰЯШ
~ ЮШ ƻċŔũċĤũĲаШőƣƣƓаооƽƽƽЮƖƚƣƨĬŔŸЮĦŸůоШя ĦĦĲƚƚĲĬШΝΡоΜΠоΞΜΞΡѐЮ 
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ΞΜΤ 
 

ÅƨƚƚŸЯШÑЮ ЮШċŰĬШsŸőŰƚŸŰЯШsЮÅЮШыΞΜΜΜьШÂƖŸƓŸƚċũШŉŸƖШċШ ĲƽШfŰĦũƨƚŔƻĲШ?ĲƚŔŊŰċƣŔŸŰШŉŸƖШ
EǂƣƖċŔŰƣĲƚƣŔŰċũШÂċƣőŸŊĲŰŔĦШfƚŸũċƣĲƚШŸŉШEƚĦőĲƖŔĦőŔċЮĦŸũŔаШEǂÂE9ЮШÑőĲЮsŸƨƖŰċũЮŸŉЮ
fŰŉĲĦƣŔŸƨƚЮ?ŔƚĲċƚĲƚеШΝΥΝЯШΝΤΡΟрΝΤΡΠЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΥΣоΟΝΡΠΝΥ 

ÉċĤċƣĲЯШ~ЮШċŰĬШÂƖċƣƚЯШ]ЮШыΞΜΜΞьШÉƣƖƨĦƣƨƖĲШċŰĬШŉƨŰĦƣŔŸŰШŸŉШŔŰƣĲŊƖŸŰƚЮШEŰŉĲƖůĲĬċĬĲƚЮ
fŰŉĲĦĦŔŸƚċƚЮòЮ~ŔĦƖŸĤŔŸũŸŊŔċЮ9ũŔŰŔĦċеШΞΜЯШΟΠΝрΟΠΡЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΝΣоƚΜΞΝΟрΜΜΡǂыΜΞьΤΞΥΝΟрΦ 

ÉċŔĬċЯШcЮЯШòƣŸƽЯШ ЮШċŰĬШÉĲťŔЯШcЮШыΝΦΦΥьШÂőŸƣŸůĲƣƖŔĦШċƓƓũŔĦċƣŔŸŰШŸŉШƣőĲШ]ƖċůШƚƣċŔŰШ
ůĲƣőŸĬШƣŸШĦőċƖċĦƣĲƖŔǍĲШŰċƣƨƖċũШĤċĦƣĲƖŔċũШƓŸƓƨũċƣŔŸŰƚШŔŰШċƕƨċƣŔĦШĲŰƻŔƖŸŰůĲŰƣƚЮШ
ƓƓũŔĲĬЮċŰĬЮEŰƻŔƖŸŰůĲŰƣċũЮ~ŔĦƖŸĤŔŸũŸŊǃеШΣΠЯШΤΠΞрΤΠΤЮШ ƻċŔũċĤũĲШċƣаШ

őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΞΥо E~ЮΣΠЮΞЮΤΠΞрΤΠΤЮΝΦΦΥ 

ÉċťŸƓċƖŰŔŊЯШÑЮЯШ[ŔĲũĬЯШ9ЮШċŰĬШƻċŰШ ŔůƽĲŊĲŰЯШEЮШыΞΜΞΝьШìőŸũĲШŊĲŰŸůĲШƓőǃũŸŊĲŰŔĲƚШ
ƖĲǰĲĦƣШƣőĲШĬŔƚƣƖŔĤƨƣŔŸŰƚШŸŉШƖĲĦŸůĤŔŰċƣŔŸŰШƖċƣĲƚШŉŸƖШůċŰǃШĤċĦƣĲƖŔċũШƚƓĲĦŔĲƚЮШEũŔŉĲеШΝΜЮШ
ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΤΡΡΠоĲxŔŉĲЮΣΡΟΣΣ 

ÉċŰƣŸƚШ~fЯШ9ċƻċĦŸШ ЮЯШ]ŸƨƻĲŔċШsЮЯШ ŸƻċŔƚШ~ЮÅЮЯШ ŸŊƨĲŔƖċШÂЮsЮЯШÂĲĬƖŸƚŸШxЮШċŰĬШ~Ю ЮÉЮÉЮЯШ
[ЮШыΞΜΝΞьШEƻċũƨċƣŔŸŰШŸŉШůŔŰŔůċũũǃШƓƖŸĦĲƚƚĲĬШƚċũċĬƚШĦŸůůĲƖĦŔċũŔǍĲĬШŔŰШÂŸƖƣƨŊċũЮШ[ŸŸĬЮ
9ŸŰƣƖŸũеШΞΟЯШΞΤΡрΞΥΝЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΝΣоŢЮŉŸŸĬĦŸŰƣЮΞΜΝΝЮΜΣЮΜΞΞ 

ÉċƖŔċЯШÂЮЯШ?ŸƨũŔĬŔƚЯШÂЮ]ЮЯШ?ĲƚƻċƖƚрxċƖƖŔƻĲЯШ ЮЯШÑŹƣőЯШ Ю]ЮЯШ7ƨƖŊĲŰĲƖЯШfЮ ЮЯШÅŸĬƖŖŊƨĲǍр
ÅŸŢċƚЯШ ЮШċŰĬШ~ċťċƖŸƻċЯШ§ЮШыΞΜΞΡьШÂċŰĬĲůŔĦШőƨůċŰрċƚƚŸĦŔċƣĲĬШĲǂƣĲŰĬĲĬрƚƓĲĦƣƖƨůШ
р͉ũċĦƣċůċƚĲрƓƖŸĬƨĦŔŰŊШEƚĦőĲƖŔĦőŔċЮĦŸũŔШũŔŰĲċŊĲƚШŸŉШÉÑΟΥЯШÉÑΝΟΝШċŰĬШÉÑΝΠΝШŔĬĲŰƣŔǯĲĬШ
ŔŰШéŔĲŰŰĲƚĲШĬŸŊƚЮШsŸƨƖŰċũЮŸŉЮ ŰƣŔůŔĦƖŸĤŔċũЮ9őĲůŸƣőĲƖċƓǃЯШĬťċŉΝΜΟЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΦΟоŢċĦоĬťċŉΝΜΟ 

ÉĦőůŔĬƣЯШéЮ~ЮЯШÂŔŰĦőĤĲĦťЯШ]ЮxЮЯШ ƨƣƣċũũЯШÑЮЯШ~ĦEƽċŰЯШ ЮЯШ?ċƽƚŸŰЯШÉЮШċŰĬШìŔũũŔċůƚЯШ
 ЮsЮШыΞΜΝΡьШ ŰƣŔůŔĦƖŸĤŔċũШƖĲƚŔƚƣċŰĦĲШƖŔƚťШŉċĦƣŸƖƚШċŰĬШĦőċƖċĦƣĲƖŔƚċƣŔŸŰШŸŉШŉċĲĦċũЮEдЮĦŸũŔЮ
ŔƚŸũċƣĲĬШŉƖŸůШőĲċũƣőǃШxċĤƖċĬŸƖШƖĲƣƖŔĲƻĲƖƚШŔŰШƣőĲШÖŰŔƣĲĬШuŔŰŊĬŸůЮШÂƖĲƻĲŰƣŔƻĲЮ
éĲƣĲƖŔŰċƖǃЮ~ĲĬŔĦŔŰĲеШΝΝΦЯШΟΝрΠΜЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΝΣоŢЮƓƖĲƻĲƣůĲĬЮΞΜΝΡЮΜΝЮΜΝΟ 

ÉĦőůŔĬƣЯШìЮШыΝΦΦΡьШÂőǃũŸŊĲŰǃШƖĲĦŸŰƚƣƖƨĦƣŔŸŰШŉŸƖШƓƖŸƣĲŔŰШƚĲƕƨĲŰĦĲƚШĤċƚĲĬШŸŰШċůŔŰŸШ
ċĦŔĬШƓƖŸƓĲƖƣŔĲƚЮШsŸƨƖŰċũЮŸŉЮ~ŸũĲĦƨũċƖЮEƻŸũƨƣŔŸŰеШΠΝЯШΡΞΞрΡΟΜЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΜΤо7[ΜΜΝΣΜΟΞΠ 

ÉĦőƽĲŰŊĲƖƚЯШ§ЮЯШcċŔŰЯШÑЮЯШ9őċťƖċĤŸƖƣǃЯШÑЮШċŰĬШ]ŸĲƚůċŰŰЯШ ЮШыΞΜΞΜьШÅĲŉĲƖĲŰĦĲÉĲĲťĲƖаШ
ƖċƓŔĬШĬĲƣĲƖůŔŰċƣŔŸŰШŸŉШċƓƓƖŸƓƖŔċƣĲШƖĲŉĲƖĲŰĦĲШŊĲŰŸůĲƚЮШsŸƨƖŰċũЮŸŉЮ§ƓĲŰЮÉŸƨƖĦĲЮ
ÉŸŉƣƽċƖĲеШΡЯШΝΦΦΠЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΞΝΝΜΡоŢŸƚƚЮΜΝΦΦΠ 

ÉĲċũĲǃЯШsЮEЮЯШcċůůŸŰĬЯШ ЮЯШÅĲǃőĲƖЯШuЮuЮШċŰĬШ ƻŔƚŸŰЯШ~Ю7ЮШыΞΜΞΟьШ§ŰĲШőĲċũƣőШ
ƣƖċŰƚůŔƚƚŔŸŰШŸŉШǰƨŸƖŸƕƨŔŰŸũŸŰĲрƖĲƚŔƚƣċŰƣЮEƚĦőĲƖŔĦőŔċЮĦŸũŔШċŰĬШƖŔƚťШŉċĦƣŸƖƚШŉŸƖШƣőĲŔƖШ
ĲǂĦƖĲƣŔŸŰШĤǃШĬŸŊƚШũŔƻŔŰŊШŔŰШƨƖĤċŰШċŰĬШŰĲċƖĤǃШƖƨƖċũШƚĲƣƣŔŰŊƚЮШ§ŰĲЮcĲċũƣőеШΝΤЯШΝΜΜΣΠΜЮШ
ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΝΣоŢЮŸŰĲőũƣЮΞΜΞΟЮΝΜΜΣΠΜ 
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ΞΜΥ 
 

ÉĲċƖƚЯШcЮsЮШċŰĬШ7ƖŸƽŰũĲĲЯШfЮШыΝΦΡΞьШ[ƨƖƣőĲƖШŸĤƚĲƖƻċƣŔŸŰƚШŸŰШƣőĲШƓĲƖƚŔƚƣĲŰĦĲШŸŉШ
ŔŰĬŔƻŔĬƨċũШƚƣƖċŔŰƚШŸŉШEƚĦőĲƖŔĦőŔċЮĦŸũŔШŔŰШƣőĲШŔŰƣĲƚƣŔŰċũШƣƖċĦƣШŸŉШůċŰЮШsŸƨƖŰċũЮŸŉЮ
ĤċĦƣĲƖŔŸũŸŊǃеШΣΟЯШΠΤрΡΤЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΞΥоŢĤЮΣΟЮΝЮΠΤрΡΤЮΝΦΡΞ 

ÉĲċƖƚЯШcЮsЮЯШ7ƖŸƽŰũĲĲЯШfЮШċŰĬШÖĦőŔǃċůċЯШsЮuЮШыΝΦΡΜьШÂĲƖƚŔƚƣĲŰĦĲШŸŉШŔŰĬŔƻŔĬƨċũШƚƣƖċŔŰƚШŸŉШ
EƚĦőĲƖŔĦőŔċЮĦŸũŔШŔŰШƣőĲШŔŰƣĲƚƣŔŰċũШƣƖċĦƣШŸŉШůċŰЮШsŸƨƖŰċũЮŸŉЮ7ċĦƣĲƖŔŸũŸŊǃеШΡΦЯШΞΦΟрΟΜΝЮШ
ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΞΥоŢĤЮΡΦЮΞЮΞΦΟрΟΜΝЮΝΦΡΜ 

ÉĲĲůċŰŰЯШÑЮШыΞΜΝΡьШÉŰŔƓƓǃжЮŉċƚƣЮĤċĦƣĲƖŔċũЮƻċƖŔċŰƣЮĦċũũŔŰŊЮŉƖŸůЮ ]ÉЮƖĲċĬƚЮШ ƻċŔũċĤũĲаШ
őƣƣƓƚаооŊŔƣőƨĤЮĦŸůоƣƚĲĲůċŰŰоƚŰŔƓƓǃШя ĦĦĲƚƚĲĬШΞΣШ ƨŊШΞΜΞΡѐЮ 

ÉĲĲůċŰŰЯШÑЮШыΞΜΞΞьШ~xÉÑЮШ ƻċŔũċĤũĲаШőƣƣƓƚаооŊŔƣőƨĤЮĦŸůоƣƚĲĲůċŰŰоůũƚƣШя ĦĦĲƚƚĲĬШ
ΝΟоΜΠоΞΜΞΞѐЮ 

ÉĲĲůċŰŰЯШÑЮЯШuũƁƣǍũЯШ[ЮШċŰĬШÑĲƖőŸƖƚƣЯШsЮШыΞΜΞΝьШƚŰƓцĬŔƚƣƚЮШ ƻċŔũċĤũĲаШ
őƣƣƓƚаооŊŔƣőƨĤЮĦŸůоƣƚĲĲůċŰŰоƚŰƓрĬŔƚƣƚШя ĦĦĲƚƚĲĬШΞΣШ ƨŊШΞΜΞΡѐЮ 

ÉĲŊĲƖůċŰЯШ7ЮШыΞΜΝΞьШÑőĲШŊĲŰĲƣŔĦШŔŰƣĲŊƖŔƣǃШŸŉШĤċĦƣĲƖŔċũШƚƓĲĦŔĲƚаШƣőĲШĦŸƖĲШŊĲŰŸůĲШċŰĬШ
ƣőĲШċĦĦĲƚƚŸƖǃШŊĲŰŸůĲЯШƣƽŸШĬŔǭĲƖĲŰƣШƚƣŸƖŔĲƚЮШ[ƖŸŰƣŔĲƖƚЮŔŰЮ9ĲũũƨũċƖЮċŰĬЮfŰŉĲĦƣŔŸŰЮ
~ŔĦƖŸĤŔŸũŸŊǃеШΞЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΟΟΥΦоŉĦŔůĤЮΞΜΝΞЮΜΜΝΝΣ 

ÉĲũċŰĬĲƖЯШÅЮuЮЯШ9ċƨŊċŰƣЯШ?Ю ЮЯШ§ĦőůċŰЯШcЮЯШ~ƨƚƚĲƖЯШsЮ~ЮЯШ]ŔũůŸƨƖЯШ~Ю ЮШċŰĬШìőŔƣƣċůЯШ
ÑЮÉЮШыΝΦΥΣьШ~ĲƣőŸĬƚШŸŉШůƨũƣŔũŸĦƨƚШĲŰǍǃůĲШĲũĲĦƣƖŸƓőŸƖĲƚŔƚШŉŸƖШĤċĦƣĲƖŔċũШƓŸƓƨũċƣŔŸŰШ
ŊĲŰĲƣŔĦƚШċŰĬШƚǃƚƣĲůċƣŔĦƚЮШƓƓũŔĲĬЮċŰĬЮĲŰƻŔƖŸŰůĲŰƣċũЮůŔĦƖŸĤŔŸũŸŊǃеШΡΝЯШΥΤΟрΥΠЮШ
ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΞΥоċĲůЮΡΝЮΡЮΥΤΟрΥΥΠЮΝΦΥΣ 

ÉĲũċŰĬĲƖЯШÅЮuЮШċŰĬШxĲƻŔŰЯШ7ЮÅЮШыΝΦΥΜьШ]ĲŰĲƣŔĦШĬŔƻĲƖƚŔƣǃШċŰĬШƚƣƖƨĦƣƨƖĲШŔŰШEƚĦőĲƖŔĦőŔċЮ
ĦŸũŔШƓŸƓƨũċƣŔŸŰƚЮШÉĦŔĲŰĦĲеШΞΝΜЯШΡΠΡрΡΠΤЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΞΣоƚĦŔĲŰĦĲЮΣΦΦΦΣΞΟ 

ÉĲůƓũĲЯШ9ЮШċŰĬШÉƣĲĲũЯШ~Ю ЮШыΞΜΜΟьШÂőǃũŸŊĲŰĲƣŔĦƚЮШ§ǂŉŸƖĬЮũĲĦƣƨƖĲЮƚĲƖŔĲƚЮŔŰЮ
ůċƣőĲůċƣŔĦƚЮċŰĬЮŔƣƚЮċƓƓũŔĦċƣŔŸŰƚЮзЮΥΧдШ§ǂŉŸƖĬаШ§ǂŉŸƖĬШÖŰŔƻĲƖƚŔƣǃШÂƖĲƚƚ 

ÉőċťǃċЯШ~ЮЯШ őůĲĬЯШÉЮ ЮЯШ?ċƻĲŰƓŸƖƣЯШuЮìЮЯШ[ũǃŰŰЯШ~Ю9ЮЯШxŸЯШ9Ю9ЮШċŰĬШ9őċŔŰЯШÂЮÉЮ]ЮШ
ыΞΜΞΜьШÉƣċŰĬċƖĬŔǍĲĬШƓőǃũŸŊĲŰĲƣŔĦШċŰĬШůŸũĲĦƨũċƖШĲƻŸũƨƣŔŸŰċƖǃШċŰċũǃƚŔƚШċƓƓũŔĲĬШƣŸШ
ƚƓĲĦŔĲƚШċĦƖŸƚƚШƣőĲШůŔĦƖŸĤŔċũШƣƖĲĲШŸŉШũŔŉĲЮШÉĦŔĲŰƣŔǯĦЮÅĲƓŸƖƣƚеШΝΜЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΟΥоƚΠΝΡΦΥрΜΞΜрΡΥΟΡΣрΝ 

ÉőŔŸůŔЯШ?ЮЯШ~ŸƖŔЯШcЮШċŰĬШ ŔťŔЯШcЮШыΞΜΜΦьШ]ĲŰĲƣŔĦШůĲĦőċŰŔƚůШƖĲŊƨũċƣŔŰŊШĤċĦƣĲƖŔċũШĦĲũũШ
ƚőċƓĲШċŰĬШůĲƣċĤŸũŔƚůЮШ9ŸůůƨŰŔĦċƣŔƻĲЮ҂ЮŔŰƣĲŊƖċƣŔƻĲЮĤŔŸũŸŊǃеШΞЯШΞΝΦрΞΜЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΠΝΣΝоĦŔĤЮΞЮΟЮΤΦΟΜ 

ÉŔůŸŰƚĲŰЯШ~ЮЯШ~ċŔũƨŰĬЯШÑЮШċŰĬШÂĲĬĲƖƚĲŰЯШ9Ю ЮÉЮШыΞΜΜΥьШÅċƓŔĬШŰĲŔŊőĤŸƨƖрŢŸŔŰŔŰŊЮШ
ũŊŸƖŔƣőůƚЮŔŰЮ7ŔŸŔŰŉŸƖůċƣŔĦƚеШΡΞΡΝЯШΝΝΟрΝΞΞЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΜΤоΦΤΥрΟрΡΠΜрΥΤΟΣΝрΤхΝΜ 
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ΞΜΦ 
 

ÉŔůƚЯШ]ЮEЮШċŰĬШuŔůЯШÉЮрcЮШыΞΜΝΝьШìőŸũĲрŊĲŰŸůĲШƓőǃũŸŊĲŰǃШŸŉШEƚĦőĲƖŔĦőŔċЮ
ĦŸũŔфÉőŔŊĲũũċШŊƖŸƨƓШĤǃШŉĲċƣƨƖĲШŉƖĲƕƨĲŰĦǃШƓƖŸǯũĲƚШы[[ÂƚьЮШÂƖŸĦĲĲĬŔŰŊƚЮŸŉЮƣőĲЮ ċƣŔŸŰċũЮ
ĦċĬĲůǃЮŸŉЮÉĦŔĲŰĦĲƚеШΝΜΥЯШΥΟΞΦрΥΟΟΠЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΤΟоƓŰċƚЮΝΝΜΡΝΣΥΝΜΥ 

ÉťŔƓƓŔŰŊƣŸŰЯШEЮШċŰĬШÅċŊċŰЯШ~Ю ЮШыΞΜΝΞьШÂőǃũŸŊĲŰǃШƖċƣőĲƖШƣőċŰШĲĦŸũŸŊǃШŸƖШũŔŉĲƚƣǃũĲШ
ĤŔċƚĲƚШƣőĲШĦŸŰƚƣƖƨĦƣŔŸŰШŸŉШEƚĦőĲƖŔĦőŔċШĦŸũŔрÉőŔŊĲũũċШŊĲŰĲƣŔĦШĲǂĦőċŰŊĲШĦŸůůƨŰŔƣŔĲƚЮШ
§ƓĲŰЮ7ŔŸũŸŊǃеШΞЯШΝΞΜΝΝΞЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΦΥоƖƚŸĤЮΝΞΜΝΝΞ 

ÉũċƣťŔŰЯШ~ЮШыΞΜΜΥьШxŔŰťċŊĲШĬŔƚĲƕƨŔũŔĤƖŔƨůШрШƨŰĬĲƖƚƣċŰĬŔŰŊШƣőĲШĲƻŸũƨƣŔŸŰċƖǃШƓċƚƣШċŰĬШ
ůċƓƓŔŰŊШƣőĲШůĲĬŔĦċũШŉƨƣƨƖĲЮШ ċƣƨƖĲЮÅĲƻŔĲƽƚЮ]ĲŰĲƣŔĦƚеШΦЯШΠΤΤрΠΥΡЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΟΥоŰƖŊΞΟΣΝ 

ÉŸũċЯШ~ЮЯШ~ċŰŔЯШòЮЯШÉċƖċƚЯШEЮЯШ?ƖċƓĲċƨЯШ ЮЯШ]ƖċůŔЯШÅЮЯШ ŸƨŰŔЯШ~ЮЯШ~ċĬĲĦЯШsЮрòЮЯШcċĲŰŰŔЯШ
~ЮШċŰĬШ~ċŰƚŸƨƖЯШìЮШыΞΜΞΞьШÂƖĲƻċũĲŰĦĲШċŰĬШ9őċƖċĦƣĲƖŔǍċƣŔŸŰШŸŉШEǂƣĲŰĬĲĬрÉƓĲĦƣƖƨůШр͉
xċĦƣċůċƚĲрШċŰĬШ9ċƖĤċƓĲŰĲůċƚĲрÂƖŸĬƨĦŔŰŊШEŰƣĲƖŸĤċĦƣĲƖċũĲƚШŉƖŸůШÑƨŰŔƚŔċŰШ
ÉĲċŉŸŸĬЮШ~ŔĦƖŸŸƖŊċŰŔƚůƚеШΝΜЯШΝΟΣΠЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΟΟΦΜоůŔĦƖŸŸƖŊċŰŔƚůƚΝΜΜΤΝΟΣΠ 

ÉŸŰĬċЯШÑЮЯШuƨůĤƨƖƨЯШcЮЯШƻċŰШüƽĲƣƚĲũċċƖЯШ~ЮЯШ ũŔŉƖċŰŊŔƚЯШ~ЮЯШ~ůĤċŊċЯШ7ЮÑЮЯШ ċƖĲƚƣƖƨƓЯШ
[Ю~ЮЯШuŔĤŔťŔЯШ]ЮШċŰĬШxƨŰĬЯШ§ЮШыΞΜΝΥьШìőŸũĲШŊĲŰŸůĲШƚĲƕƨĲŰĦŔŰŊШƖĲƻĲċũƚШőŔŊőШĦũŸŰċũШ
ĬŔƻĲƖƚŔƣǃШŸŉШEƚĦőĲƖŔĦőŔċЮĦŸũŔЮŔƚŸũċƣĲĬШŉƖŸůШƓċƣŔĲŰƣƚШŔŰШċШƣĲƖƣŔċƖǃШĦċƖĲШőŸƚƓŔƣċũШŔŰШ~ŸƚőŔЯШ
ÑċŰǍċŰŔċЮШŰƣŔůŔĦƖŸĤŔċũЮÅĲƚŔƚƣċŰĦĲЮ҂ЮfŰŉĲĦƣŔŸŰЮ9ŸŰƣƖŸũеШΤЯШΝрΝΞЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΥΣоƚΝΟΤΡΣрΜΝΥрΜΟΣΝрǂ 

ÉƣĲĲũЯШ~Ю ЮШċŰĬШÂĲŰŰǃЯШ?ЮШыΝΦΦΟьШ?ŔƚƣƖŔĤƨƣŔŸŰƚШŸŉШÑƖĲĲШ9ŸůƓċƖŔƚŸŰШ~ĲƣƖŔĦƚуÉŸůĲШ
 ĲƽШÅĲƚƨũƣƚЮШÉǃƚƣĲůċƣŔĦЮ7ŔŸũŸŊǃеШΠΞЯШΝΞΣрΝΠΝЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΦΟоƚǃƚĤŔŸоΠΞЮΞЮΝΞΣ 

ÉƣĲĲŰƽǃťЯШsЮxЮЯШxŔЯШòЮЯШüőŸƨЯШñЮЯШÉőĲŰЯШñЮрñЮШċŰĬШÅŸťċƚЯШ ЮШыΞΜΞΟьШfŰĦŸŰŊƖƨĲŰĦĲШŔŰШƣőĲШ
ƓőǃũŸŊĲŰŸůŔĦƚШĲƖċЮШ ċƣƨƖĲЮÅĲƻŔĲƽƚЮ]ĲŰĲƣŔĦƚЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΟΥоƚΠΝΡΤΣрΜΞΟрΜΜΣΞΜрǂ 

ÉƣĲŊĲШÂċƨũЯШ7ЮЯШcŸƖĬŔŢťЯШsЮЯШÉċŰĬőŸũƣШ ƖŰċƖЯШuЮÉЮЯШüŸůĲƖШ ũĬĲƖƣЯШxЮЯШéŔƻĲĲŰШ~ċƖĦŸЯШ9ЮЯШ
ÅŸŊĲƖƚШ~ċũĤĲƖƣЯШÅЮ9ЮЯШÉċũŸůŸŰƚЯШ~ЮЯШìċŊĲŰċċƖШsċċƓЯШ ЮЯШ~ƨŊőŔŰŔр]ƖċƚЯШxЮЯШìŔũũĲůƚШ
ÅŸĤЯШsЮxЮШċŰĬШÂċŊċŰĲũũŔШ[ĲƖŰċŰĬċЯШxЮШыΞΜΞΟьШ]ƨƣШ9ŸũŸŰŔǍċƣŔŸŰШĤǃШEÉ7xрÂƖŸĬƨĦŔŰŊШ
EƚĦőĲƖŔĦőŔċЮĦŸũŔШŔŰШ?ŸŊƚШfƚШ ƚƚŸĦŔċƣĲĬШƽŔƣőШċШ?ŔƚƣŔŰĦƣШ~ŔĦƖŸĤŔŸůĲШċŰĬШÅĲƚŔƚƣŸůĲШ
9ŸůƓŸƚŔƣŔŸŰЮШ~ŔĦƖŸĤŔŸũŸŊǃЮÉƓĲĦƣƖƨůеШΝΝЯШĲΜΜΜΣΟрΞΟЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΞΥоƚƓĲĦƣƖƨůЮΜΜΜΣΟрΞΟ 

ÉƣĲŰƚťĲЯШuЮ ЮЯШ7ĲůŔƚЯШ?Ю ЮЯШ]ŔũũĲƚƓŔĲЯШ7ЮEЮЯШ?ѣÉŸƨǍċЯШ?ЮcЮЯШ§ũŔƻĲƖЯШÉЮÂЮЯШ?ƖċƨŊőŸŰЯШ[Ю ЮЯШ
~ċƣƣĲƚŸŰЯШuЮsЮШċŰĬШ7ċƖƣŊĲƚЯШsЮìЮШыΞΜΜΦьШ9ŸůƓċƖŔƚŸŰШŸŉШĦũŸŰċũШƖĲũċƣĲĬŰĲƚƚШċŰĬШ
ċŰƣŔůŔĦƖŸĤŔċũШƚƨƚĦĲƓƣŔĤŔũŔƣǃШŸŉШŉĲĦċũШEƚĦőĲƖŔĦőŔċЮĦŸũŔШŉƖŸůШőĲċũƣőǃШĬŸŊƚШċŰĬШƣőĲŔƖШ
ŸƽŰĲƖƚЮШůĲƖŔĦċŰЮsŸƨƖŰċũЮŸŉЮéĲƣĲƖŔŰċƖǃЮÅĲƚĲċƖĦőеШΤΜЯШΝΝΜΥрΝΝΝΣЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΞΠΣΜоċŢƻƖЮΤΜЮΦЮΝΝΜΥ 
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ΞΝΜ 
 

ÉƣŸĲƚƚĲƖЯШ ЮЯШÉőĲƓƓċƖĬЯШ ЮEЮЯШ~ŸŸƖĲЯШ9ЮЯШ]ŸũƨĤĦőŔťЯШÑЮЯШÂċƖƖǃЯШ9Ю~ЮЯШ ŊĲƣЯШÂЮЯШÉċƖŸĲƨŰЯШ
~ЮЯШ?ċǃЯШ ЮÂЮЯШ]ŔĲƚƚЯШ ЮШċŰĬШsŸőŰƚŸŰЯШsЮШыΞΜΝΡьШEǂƣĲŰƚŔƻĲШƽŔƣőŔŰрőŸƚƣШĬŔƻĲƖƚŔƣǃШŔŰШŉĲĦċũũǃШ
ĦċƖƖŔĲĬШĲǂƣĲŰĬĲĬрƚƓĲĦƣƖƨůрĤĲƣċрũċĦƣċůċƚĲрƓƖŸĬƨĦŔŰŊШEƚĦőĲƖŔĦőŔċЮĦŸũŔЮŔƚŸũċƣĲƚаШ
ŔůƓũŔĦċƣŔŸŰƚШŉŸƖШƣƖċŰƚůŔƚƚŔŸŰШċŰċũǃƚĲƚЮШsŸƨƖŰċũЮŸŉЮĦũŔŰŔĦċũЮůŔĦƖŸĤŔŸũŸŊǃеШΡΟЯШΞΝΞΞр
ΞΝΟΝЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΞΥоs9~ЮΜΜΟΤΥрΝΡ 

ÉƨŰŊЯШuЮЯШÂċƖťЯШ~ЮЯШuƽĲŸŰЯШ§ЮЯШÂċƖĲĬĲƚЯШ ЮЯШÉċƻĲŰťċЯШ ЮШċŰĬШuőċŰЯШÉЮ ЮШыΞΜΞΡьШ
ÂƖŸƣĲŸůŔĦШŔŰƚŔŊőƣƚШŔŰƣŸШĬƨċũрƚƓĲĦŔĲƚШĤŔŸǯũůШŉŸƖůċƣŔŸŰШŸŉШEдЮĦŸũŔЮċŰĬШEдЮŉċĲĦċũŔƚЮŸŰШ
ƨƖŔŰċƖǃШĦċƣőĲƣĲƖƚЮШÉĦŔĲŰƣŔǯĦЮÅĲƓŸƖƣƚеШΝΡЯШΟΤΟΦЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΟΥоƚΠΝΡΦΥрΜΞΠрΥΝΦΡΟрΟ 

ÑċůЯШ9Ю9ЮЯШÅŸĬƖŔŊƨĲƚЯШxЮ9ЮЯШéŔƻŔċŰŔЯШxЮЯШ?ŸĬĬƚЯШsЮÂЮЯШEƻċŰƚЯШ~ЮÅЮЯШcƨŰƣĲƖЯШÂЮÅЮЯШ]ƖċǃЯШsЮsЮЯШ
xĲƣũĲǃЯШxЮcЮЯШÅċŔƣЯШ]ЮЯШÑŸůƓťŔŰƚЯШ?ЮÉЮШċŰĬШ7ƖŔĲŰЯШÉЮsЮШыΞΜΝΞьШxŸŰŊŔƣƨĬŔŰċũШƚƣƨĬǃШŸŉШ
ŔŰŉĲĦƣŔŸƨƚШŔŰƣĲƚƣŔŰċũШĬŔƚĲċƚĲШŔŰШƣőĲШÖuШыff?ΞШƚƣƨĬǃьаШŔŰĦŔĬĲŰĦĲШŔŰШƣőĲШĦŸůůƨŰŔƣǃШċŰĬШ
ƓƖĲƚĲŰƣŔŰŊШƣŸШŊĲŰĲƖċũШƓƖċĦƣŔĦĲЮШ]ƨƣеШΣΝЯШΣΦЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΟΣоŊƨƣЮΞΜΝΝЮΞΟΥΟΥΣ 

ÑċƖƣŸŉЯШÉЮòЮЯШÉŸũĤĲƖŊЯШ§Ю?ЮЯШ~ċŰŊĲƚЯШ ЮÅЮШċŰĬШÅŔũĲǃЯШxЮìЮШыΞΜΜΡьШ ŰċũǃƚŔƚШŸŉШċШ
ÖƖŸƓċƣőŸŊĲŰŔĦШEƚĦőĲƖŔĦőŔċЮĦŸũŔШ9ũŸŰċũШ]ƖŸƨƓШĤǃШ~ƨũƣŔũŸĦƨƚШÉĲƕƨĲŰĦĲШÑǃƓŔŰŊЮШsŸƨƖŰċũЮ
ŸŉЮ9ũŔŰŔĦċũЮ~ŔĦƖŸĤŔŸũŸŊǃеШΠΟЯШΡΥΣΜрΡΥΣΠЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΞΥоs9~ЮΠΟЮΝΞЮΡΥΣΜрΡΥΣΠЮΞΜΜΡ 

ÑċƽǯĦťЯШ~Ю~ЮЯШEũƚőċůǃЯШ Ю ЮЯШ~ŸőċůĲĬЯШuЮÑЮШċŰĬШEũШ~ĲŰŸŉǃЯШ Ю]ЮШыΞΜΞΞьШ]ƨƣШ
9ŸůůĲŰƚċũШEƚĦőĲƖŔĦőŔċШĦŸũŔЯШċШcŔŊőрÅŔƚťШÅĲƚĲƖƻŸŔƖШŸŉШÑƖċŰƚŉĲƖċĤũĲШÂũċƚůŔĬр~ĲĬŔċƣĲĬШ
ŰƣŔůŔĦƖŸĤŔċũШÅĲƚŔƚƣċŰĦĲШÑƖċŔƣƚЮШfŰŉĲĦƣŔŸŰЮċŰĬЮĬƖƨŊЮƖĲƚŔƚƣċŰĦĲеШΝΡЯШΝΜΤΤрΝΜΦΝЮШ
ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΞΝΠΤоf?ÅЮÉΟΡΠΥΥΠ 

ÑĲŰċŔũũŸŰЯШ§ЮЯШÉťƨƖŰŔťЯШ?ЮЯШÂŔĦċƖĬЯШ7ЮШċŰĬШ?ĲŰċůƨƖЯШEЮШыΞΜΝΜьШÑőĲШƓŸƓƨũċƣŔŸŰШŊĲŰĲƣŔĦƚШ
ŸŉШĦŸůůĲŰƚċũШEƚĦőĲƖŔĦőŔċЮĦŸũŔЮШ ċƣƨƖĲЮÅĲƻŔĲƽƚЮ~ŔĦƖŸĤŔŸũŸŊǃеШΥЯШΞΜΤрΞΝΤЮШ ƻċŔũċĤũĲШ
ċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΟΥоŰƖůŔĦƖŸΞΞΦΥ 

ÑĲƖŰĲŰƣЯШcЮEЮЯШfŰŰŸĦĲŰƣЯШ]ЮÑЮЯШ[ŔũƚőŔĲЯШxЮ~ЮЯШÑċǃũŸƖЯШ?ЮsЮЯШÉƣĲĲũĲЯШìЮ7ЮЯШ~ĦEƽĲŰЯШÉЮ ЮЯШ
ÅĲŔũũǃЯШìЮsЮЯШ]ƨŰŰЯШ]ЮsЮЯШÅĲŔĬЯШÉЮìЮШċŰĬШ~ĲũũŸƖЯШ?ЮsЮШыΞΜΜΠьШ[ƖŸǍĲŰШƚƣŸƖċŊĲШŸŉЮEƚĦőĲƖŔĦőŔċЮ
ĦŸũŔШ§ΝΡΤШŔŰШĤƨǭĲƖĲĬШƓĲƓƣŸŰĲШƽċƣĲƖШċŰĬШŔƣƚШĬĲƣĲĦƣŔŸŰШŸŰШĤŸƻŔŰĲШĦċƖĦċƚƚĲƚЮШsŸƨƖŰċũЮŸŉЮ
[ŸŸĬЮÂƖŸƣĲĦƣŔŸŰеШΣΤЯШΠΜрΡЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΠΟΝΡоΜΟΣΞрΜΞΥñрΣΤЮΝЮΠΜ 

ÑŔůŸŉƣĲЯШ?ЮЯШ~ċĦŔƨĦċЯШfЮEЮЯШuĲůůĲƣƣЯШuЮЯШìċƣƣƖĲƣЯШ ЮШċŰĬШìŔũũŔċůƚЯШ ЮsЮШыΞΜΝΠьШ
?ĲƣĲĦƣŔŸŰШŸŉШƣőĲШőƨůċŰрƓċŰĬĲůŔĦШEƚĦőĲƖŔĦőŔċЮĦŸũŔШ7Ξр§ΞΡĤрÉÑΝΟΝ ŔŰШÖuШĬŸŊƚЮШ
éĲƣĲƖŔŰċƖǃЮÅĲĦŸƖĬеШΝΤΠЯШΟΡΞрΟΡΞЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΟΣоƻƖЮΝΜΝΥΦΟ 

ÑŸŰťŔŰрcŔũũЯШ]ЮЯШxĲĲƚЯШsЮ ЮЯШ7ĲŰƣũĲǃЯШÉЮ?ЮЯШ[ƖŸƚƣЯШÉЮ?ЮìЮШċŰĬШ9ŸƖċŰĬĲƖЯШsЮШыΞΜΝΥьШ
ÅőŔĲƖ7 ÂÉаШ ŰШÅШŔůƓũĲůĲŰƣċƣŔŸŰШŸŉШƣőĲШƓŸƓƨũċƣŔŸŰШĦũƨƚƣĲƖŔŰŊШċũŊŸƖŔƣőůШőŔĲƖ7 ÂÉЮШ
ìĲũũĦŸůĲЮŸƓĲŰЮƖĲƚĲċƖĦőеШΟЯШΦΟрΦΟЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΞΣΥΥоƽĲũũĦŸůĲŸƓĲŰƖĲƚЮΝΠΣΦΠЮΝ 
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ÑŸŸůĤƚрÅƨċŰĲЯШxЮsЮЯШ7ĲŰƚĦőŸƓЯШsЮЯШ[ƖĲŰĦőЯШ ЮÂЮЯШ7ŔŊŊƚЯШÂЮsЮЯШ~ŔĬƽŔŰƣĲƖЯШ Ю9ЮЯШ~ċƖƚőċũũЯШ
sЮ9ЮЯШ9őċŰЯШ~ЮЯШ?ƖŔŰťŸƻŔħЯШ?ЮЯШ[ċǃċǍЯШ ЮЯШ7ċťĲƖЯШ~Ю]ЮЯШ?ŸƨƽĲƚЯШsЮЯШÅŸĤĲƖƣƚЯШ~Ю]ЮШċŰĬШ
7ƨƖŊĲƚƚЯШÉЮ ЮШыΞΜΞΜьШ9ċƖƖŔċŊĲШŸŉШĲǂƣĲŰĬĲĬрƚƓĲĦƣƖƨůрĤĲƣċрũċĦƣċůċƚĲрШċŰĬШ ůƓ9Ш
ĤĲƣċрũċĦƣċůċƚĲрƓƖŸĬƨĦŔŰŊШEƚĦőĲƖŔĦőŔċЮĦŸũŔЮƚƣƖċŔŰƚШŉƖŸůШőƨůċŰƚШċŰĬШƓĲƣƚШŔŰШƣőĲШ
ƚċůĲШőŸƨƚĲőŸũĬƚЮШƓƓũŔĲĬЮċŰĬЮEŰƻŔƖŸŰůĲŰƣċũЮ~ŔĦƖŸĤŔŸũŸŊǃеШΥΣЯШĲΜΝΣΝΟрΞΜЮШ ƻċŔũċĤũĲШ
ċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΞΥо E~ЮΜΝΣΝΟрΞΜ 

ÑŸƨĦőŸŰЯШ~ЮЯШcŸĲĬĲЯШ9ЮЯШÑĲŰċŔũũŸŰЯШ§ЮЯШ7ċƖĤĲЯШéЮЯШ7ċĲƖŔƚƽǃũЯШÉЮЯШ7ŔĬĲƣЯШÂЮЯШ7ŔŰŊĲŰЯШEЮЯШ
7ŸŰċĦŸƖƚŔЯШÉЮЯШ7ŸƨĦőŔĲƖЯШ9ЮЯШ7ŸƨƻĲƣЯШ§ЮЯШ9ċũƣĲċƨЯШ ЮЯШ9őŔċƓĲũũŸЯШcЮЯШ9ũĲƖůŸŰƣЯШ§ЮЯШ
9ƖƨƻĲŔũũĲƖЯШÉЮЯШ?ċŰĦőŔŰЯШ ЮЯШ?ŔċƖĬЯШ~ЮЯШ?ŸƚƚċƣЯШ9ЮЯШEũШuċƖŸƨŔЯШ~ЮЯШ[ƖċƓǃЯШEЮЯШ]ċƖƖǃЯШxЮЯШ
]őŔŊŸЯШsЮ~ЮЯШ]ŔũũĲƚЯШ Ю~ЮЯШsŸőŰƚŸŰЯШsЮЯШxĲШ7ŸƨŊƨĲŰĲĦЯШ9ЮЯШxĲƚĦċƣЯШ~ЮЯШ~ċŰŊĲŰŸƣЯШÉЮЯШ
~ċƖƣŔŰĲǍрsĲőċŰŰĲЯШéЮЯШ~ċƣŔĦЯШfЮЯШ ċƚƚŔŉЯШñЮЯШ§ǍƣċƚЯШÉЮЯШÂĲƣŔƣЯШ~Ю ЮЯШÂŔĦőŸŰЯШ9ЮЯШÅŸƨǃЯШüЮЯШ
ÉċŔŰƣШÅƨŉЯШ9ЮЯШÉĦőŰĲŔĬĲƖЯШ?ЮЯШÑŸƨƖƖĲƣЯШsЮЯШéċĦőĲƖŔĲЯШ7ЮЯШéċũũĲŰĲƣЯШ?ЮЯШ~ĲĬŔŊƨĲЯШ9ЮЯШÅŸĦőċЯШ
EЮÂЮ9ЮШċŰĬШ?ĲŰċůƨƖЯШEЮШыΞΜΜΦьШ§ƖŊċŰŔƚĲĬШ]ĲŰŸůĲШ?ǃŰċůŔĦƚШŔŰШƣőĲШEƚĦőĲƖŔĦőŔċЮĦŸũŔШ
ÉƓĲĦŔĲƚШÅĲƚƨũƣƚШŔŰШcŔŊőũǃШ?ŔƻĲƖƚĲШ ĬċƓƣŔƻĲШÂċƣőƚЮШÂũŸƚЮ]ĲŰĲƣŔĦƚеШΡЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΟΤΝоŢŸƨƖŰċũЮƓŊĲŰЮΝΜΜΜΟΠΠ 

ÑŸƨĦőŸŰЯШ~ЮЯШÂĲƖƖŔŰЯШ ЮЯШĬĲШÉŸƨƚċЯШsЮ Ю~ЮЯШéċŰŊĦőőŔċЯШ7ЮЯШ7ƨƖŰЯШÉЮЯШ§ќ7ƖŔĲŰЯШ9ЮxЮЯШ
?ĲŰċůƨƖЯШEЮЯШ]ŸƖĬŸŰЯШ?ЮШċŰĬШÅŸĦőċЯШEЮÂЮ9ЮШыΞΜΞΜьШÂőǃũŸŊĲŰĲƣŔĦШĤċĦťŊƖŸƨŰĬШċŰĬШ
őċĤŔƣċƣШĬƖŔƻĲШƣőĲШŊĲŰĲƣŔĦШĬŔƻĲƖƚŔǯĦċƣŔŸŰШŸŉШEƚĦőĲƖŔĦőŔċШĦŸũŔЮШÂx§ÉЮ]ĲŰĲƣŔĦƚеШΝΣЯШ
ĲΝΜΜΥΥΣΣЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΟΤΝоŢŸƨƖŰċũЮƓŊĲŰЮΝΜΜΥΥΣΣ 

ÖuШcĲċũƣőШÉĲĦƨƖŔƣǃШ ŊĲŰĦǃЮШыΞΜΞΟċьШΥΣΥΦЮƣŸЮΥΣΥΧЮƖĲƓŸƖƣЮŸŉЮÖuЮŰċƣŔŸŰċũЮƖĲŉĲƖĲŰĦĲЮ
ũċĤŸƖċƣŸƖǃЮŉŸƖЮŉŸŸĬЮůŔĦƖŸĤŔŸũŸŊǃЮШÖuШcĲċũƣőШÉĲĦƨƖŔƣǃШ ŊĲŰĦǃЮШ ƻċŔũċĤũĲаШ
őƣƣƓƚаооƽƽƽЮŊŸƻЮƨťоŊŸƻĲƖŰůĲŰƣоƓƨĤũŔĦċƣŔŸŰƚоŰċƣŔŸŰċũрƖĲŉĲƖĲŰĦĲрũċĤŸƖċƣŸƖǃрŉŸƖрŉŸŸĬр
ůŔĦƖŸĤŔŸũŸŊǃрċŰŰƨċũрƖĲƓŸƖƣШя ĦĦĲƚƚĲĬШΝΝоΜΥоΞΜΞΡѐЮ 

ÖuШcĲċũƣőШÉĲĦƨƖŔƣǃШ ŊĲŰĦǃЮШыΞΜΞΟĤьШÉőŔŊċЮƣŸǂŔŰцƓƖŸĬƨĦŔŰŊЮEƚĦőĲƖŔĦőŔċЮĦŸũŔжЮƓƨĤũŔĦЮ
őĲċũƣőЮůċŰċŊĲůĲŰƣЮШ ƻċŔũċĤũĲаШőƣƣƓƚаооƽƽƽЮŊŸƻЮƨťоŊŸƻĲƖŰůĲŰƣоƓƨĤũŔĦċƣŔŸŰƚоƚőŔŊċр
ƣŸǂŔŰрƓƖŸĬƨĦŔŰŊрĲƚĦőĲƖŔĦőŔċрĦŸũŔрƓƨĤũŔĦрőĲċũƣőрůċŰċŊĲůĲŰƣШя ĦĦĲƚƚĲĬШ
ΝΝоΜΥоΞΜΞΡѐЮ 

ÖuШcĲċũƣőШÉĲĦƨƖŔƣǃШ ŊĲŰĦǃЮШыΞΜΞΠьШEŰŊũŔƚőЮƚƨƖƻĲŔũũċŰĦĲЮƓƖŸŊƖċůůĲЮŉŸƖЮċŰƣŔůŔĦƖŸĤŔċũЮ
ƨƣŔũŔƚċƣŔŸŰЮċŰĬЮƖĲƚŔƚƣċŰĦĲЮёEÉÂ ÖÅђЮÅĲƓŸƖƣЮΥΣΥΦЮƣŸЮΥΣΥΧЮШ ƻċŔũċĤũĲаШ
őƣƣƓƚаооċƚƚĲƣƚЮƓƨĤũŔƚőŔŰŊЮƚĲƖƻŔĦĲЮŊŸƻЮƨťоůĲĬŔċоΣΤΟΠĲΞΜΥĤΣΝΟĲŉĦΟŉΝΥΞΟΜΦΡоEÉÂ Ö
ÅрƖĲƓŸƖƣрΞΜΞΟрΞΜΞΠЮƓĬŉШя ĦĦĲƚƚĲĬШΝΝоΜΣоΞΜΞΡѐЮ 

ÖuШcĲċũƣőШÉĲĦƨƖŔƣǃШ ŊĲŰĦǃЮШыΞΜΞΡċьШÄƨċƖƣĲƖũǃЮĲƓŔĬĲůŔŸũŸŊŔĦċũЮĦŸůůĲŰƣċƖǃжЮ
ůċŰĬċƣŸƖǃЮ]ƖċůцŰĲŊċƣŔƻĲЮĤċĦƣĲƖċĲůŔċеЮ~ÅÉ еЮ~ÉÉ ЮċŰĬЮ9дЮĬŔǭŔĦŔũĲЮŔŰŉĲĦƣŔŸŰƚЮёĬċƣċЮ
ƨƓЮƣŸЮsƨũǃЮƣŸЮÉĲƓƣĲůĤĲƖЮΥΣΥΧђЮШ]§éЮÖuаШÖuШcĲċũƣőШÉĲĦƨƖŔƣǃШ ŊĲŰĦǃЯЮШ ƻċŔũċĤũĲаШ
őƣƣƓƚаооƽƽƽЮŊŸƻЮƨťоŊŸƻĲƖŰůĲŰƣоƚƣċƣŔƚƣŔĦƚоůƖƚċрůƚƚċрŊƖċůрŰĲŊċƣŔƻĲрĤċĦƣĲƖċĲůŔċр
ċŰĬрĦĬŔрƕƨċƖƣĲƖũǃрƖĲƓŸƖƣоƕƨċƖƣĲƖũǃрĲƓŔĬĲůŔŸũŸŊŔĦċũрĦŸůůĲŰƣċƖǃрůċŰĬċƣŸƖǃрŊƖċůр
ŰĲŊċƣŔƻĲрĤċĦƣĲƖċĲůŔċрůƖƚċрůƚƚċрċŰĬрĦрĬŔǭŔĦŔũĲрŔŰŉĲĦƣŔŸŰƚрĬċƣċрƨƓрƣŸрŢƨũǃрƣŸр
ƚĲƓƣĲůĤĲƖрΞΜΞΠШя ĦĦĲƚƚĲĬѐЮ 
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ÖuШcĲċũƣőШÉĲĦƨƖŔƣǃШ ŊĲŰĦǃЮШыΞΜΞΡĤьШÖuЮ ĦĦĲƚƚеЮìċƣĦőеЮÅĲƚĲƖƻĲеЮċŰĬЮ§ƣőĲƖЮ
ĦũċƚƚŔǯĦċƣŔŸŰЮŉŸƖЮċŰƣŔĤŔŸƣŔĦƚЮёÖuц ìċÅĲЮċŰƣŔĤŔŸƣŔĦЮĦũċƚƚŔǯĦċƣŔŸŰђЮШ]§éЮÖuЮШ ƻċŔũċĤũĲаШ
őƣƣƓƚаооƽƽƽЮŊŸƻЮƨťоŊŸƻĲƖŰůĲŰƣоƓƨĤũŔĦċƣŔŸŰƚоƨťрċƽċƖĲрċŰƣŔĤŔŸƣŔĦрĦũċƚƚŔǯĦċƣŔŸŰоƨťр
ċĦĦĲƚƚрƽċƣĦőрƖĲƚĲƖƻĲрċŰĬрŸƣőĲƖрĦũċƚƚŔǯĦċƣŔŸŰрŉŸƖрċŰƣŔĤŔŸƣŔĦƚрƨťрċƽċƖĲрċŰƣŔĤŔŸƣŔĦр
ĦũċƚƚŔǯĦċƣŔŸŰШя ĦĦĲƚƚĲĬШΜΟоΜΣоΞΜΞΡѐЮ 

ÖuШcĲċũƣőШÉĲĦƨƖŔƣǃШ ŊĲŰĦǃШċŰĬШéĲƣĲƖŔŰċƖǃШ~ĲĬŔĦŔŰĲƚШ?ŔƖĲĦƣŸƖċƣĲЮШыΞΜΞΟьШEǂĲĦƨƣŔƻĲЮ
ƚƨůůċƖǃЮÑőŔƖĬЮÖuЮ§ŰĲЮcĲċũƣőЮÅĲƓŸƖƣЮШ ƻċŔũċĤũĲаШ
őƣƣƓƚаооƽƽƽЮŊŸƻЮƨťоŊŸƻĲƖŰůĲŰƣоƓƨĤũŔĦċƣŔŸŰƚоƨťрŸŰĲрőĲċũƣőрƖĲƓŸƖƣрŢŸŔŰƣрƖĲƓŸƖƣрŸŰр
ċŰƣŔĤŔŸƣŔĦрƨƚĲрċŰƣŔĤŔŸƣŔĦрƚċũĲƚрċŰĬрċŰƣŔĤŔŸƣŔĦрƖĲƚŔƚƣċŰĦĲоĲǂĲĦƨƣŔƻĲрƚƨůůċƖǃрƣőŔƖĬр
ƨťрŸŰĲрőĲċũƣőр
ƖĲƓŸƖƣмаӈаƣĲǂƣӀÉċũĲƚӖΞΜĬċƣċӖΞΜŸŰӖΞΜƻĲƣĲƖŔŰċƖǃӖΞΜċŰƣŔĤŔŸƣŔĦƚЯƓŸƣĲŰƣŔċũӖΞΜŉŸƖӖ
ΞΜƣƖċŰƚŉĲƖӖΞΜŸŉӖΞΜ ~ÅЮШя ĦĦĲƚƚĲĬШΜΠоΜΠоΞΜΞΡѐЮ 

ÖuШÂĲƣШ[ŸŸĬЮШыΞΜΞΠьШÖuЮƓĲƣЮƓŸƓƨũċƣŔŸŰЮШ ƻċŔũċĤũĲаШ
őƣƣƓƚаооƽƽƽЮƨťƓĲƣŉŸŸĬЮŸƖŊоŔŰŉŸƖůċƣŔŸŰрĦĲŰƣƖĲоƚƣċƣŔƚƣŔĦƚоƨťрƓĲƣрƓŸƓƨũċƣŔŸŰЮőƣůũШ
я ĦĦĲƚƚĲĬШΞΠШÉĲƓШΞΜΞΠѐЮ 

ÖũŔƣƚťǃЯШfЮЯШ7ƨƖƚƣĲŔŰЯШ?ЮЯШÑƨũũĲƖЯШÑЮШċŰĬШ9őŸƖЯШ7ЮШыΞΜΜΣьШÑőĲШ ƻĲƖċŊĲШ9ŸůůŸŰШÉƨĤƚƣƖŔŰŊШ
ƓƓƖŸċĦőШƣŸШÂőǃũŸŊĲŰŸůŔĦШÅĲĦŸŰƚƣƖƨĦƣŔŸŰЮШsŸƨƖŰċũЮŸŉЮ9ŸůƓƨƣċƣŔŸŰċũЮ7ŔŸũŸŊǃеШΝΟЯШ

ΟΟΣрΟΡΜЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΥΦоĦůĤЮΞΜΜΣЮΝΟЮΟΟΣ 

éċũĲŰǍċЯШ]ЮЯШìĲƖŰĲƖЯШ~ЮЯШEŔƚĲŰĤĲƖŊĲƖЯШ?ЮЯШ ŔĦťĲũЯШÉЮЯШxĲőŰĲƖрÅĲŔŰĬũЯШéЮЯШcƁũũĲƖЯШ9ЮШċŰĬШ
7ŸŊĬċŰЯШ9ЮШыΞΜΝΦьШ[ŔƖƚƣШƖĲƓŸƖƣШŸŉШƣőĲШŰĲƽШĲůĲƖŊŔŰŊШŊũŸĤċũШĦũŸŰĲШÉÑΝΝΦΟШċůŸŰŊШ
ĦũŔŰŔĦċũШŔƚŸũċƣĲƚШŸŉШĲǂƣĲŰĬĲĬрƚƓĲĦƣƖƨůШр͉ũċĦƣċůċƚĲШыEÉ7xьрƓƖŸĬƨĦŔŰŊШEƚĦőĲƖŔĦőŔċЮ
ĦŸũŔЮŉƖŸůШ]ĲƖůċŰǃЮШsŸƨƖŰċũЮŸŉЮ]ũŸĤċũЮ ŰƣŔůŔĦƖŸĤŔċũЮÅĲƚŔƚƣċŰĦĲеШΝΤЯШΟΜΡрΟΜΥЮШ ƻċŔũċĤũĲШ
ċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΝΣоŢЮŢŊċƖЮΞΜΝΦЮΜΝЮΜΝΠ 

ƻċŰШ7ƖĲĲЯШ[ЮÂЮsЮЯШ7ŸťťĲŰЯШ]ЮЯШ~ŔŰĲƨƖЯШÅЮЯШ[ƖċŰƚƚĲŰЯШ[ЮЯШ§ƓƚƣĲĲŊőЯШ~ЮЯШƻċŰШĬĲƖШ]ŔĲƚƚĲŰЯШ
sЮìЮ7ЮЯШxŔƓůċŰЯШxЮsЮ ЮШċŰĬШ§ƻĲƖŊċċƨƽЯШÂЮ Ю~ЮШыΞΜΝΥьШüŸŸŰŸƣŔĦШĤċĦƣĲƖŔċШċŰĬШƓċƖċƚŔƣĲƚШ
ŉŸƨŰĬШŔŰШƖċƽШůĲċƣрĤċƚĲĬШĬŔĲƣƚШŉŸƖШĦċƣƚШċŰĬШĬŸŊƚЮШÑőĲЮéĲƣĲƖŔŰċƖǃЮƖĲĦŸƖĬеШΝΥΞЯШΡΜЮШ
ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΟΣоƻƖЮΝΜΠΡΟΡ 

ƻċŰШĬĲŰШ7ƨŰƣЯШ]ЮЯШ[ũƨŔƣЯШ Ю9ЮЯШÉƓċŰŔŰťƚЯШ~ЮÂЮЯШÑŔůůĲƖůċŰЯШ ЮsЮЯШ]ĲƨƖƣƚЯШòЮЯШuċŰƣЯШ ЮЯШ
ÉĦőċƖƖŔŰŊċЯШsЮЯШ~ĲƻŔƨƚЯШ?ЮЯШìċŊĲŰċċƖЯШsЮ ЮЯШ7ŸŰƣĲŰЯШ~ЮsЮ~ЮЯШƻċŰШÂĲũƣЯШìЮШċŰĬШcŸƖĬŔŢťЯШsЮШ
ыΞΜΞΜьШ[ċĲĦċũШĦċƖƖŔċŊĲЯШƖŔƚťШŉċĦƣŸƖƚЯШċĦƕƨŔƚŔƣŔŸŰШċŰĬШƓĲƖƚŔƚƣĲŰĦĲШŸŉШEÉ7xрƓƖŸĬƨĦŔŰŊШ
EŰƣĲƖŸĤċĦƣĲƖŔċĦĲċĲШŔŰШĬŸŊƚШċŰĬШĦċƣƚШċŰĬШĦŸрĦċƖƖŔċŊĲШƽŔƣőШőƨůċŰƚШĤĲũŸŰŊŔŰŊШƣŸШƣőĲШ
ƚċůĲШőŸƨƚĲőŸũĬЮШsŸƨƖŰċũЮŸŉЮ ŰƣŔůŔĦƖŸĤŔċũЮ9őĲůŸƣőĲƖċƓǃеШΤΡЯШΟΠΞрΟΡΜЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΦΟоŢċĦоĬťǍΠΣΞ 

ƻċŰШĬĲƖШÂƨƣƣĲŰЯШ7Ю9ЮxЮЯШ~ċƣċůŸƖŸƚЯШÉЮЯШ~ĲŰĬĲЯШ?ЮÅЮЯШÉĦőŸũũЯШEЮÅЮЯШĦŸŰƚŸƖƣŔƨů҉ЯШ9ЮШċŰĬШ
ÉĦőƨũƣƚǍЯШ9ЮШыΞΜΞΝьШEƚĦőĲƖŔĦőŔċШƖƨǃƚŔċĲШƚƓЮШŰŸƻЮЯШċШŰŸƻĲũШ]ƖċůрƚƣċŔŰрŰĲŊċƣŔƻĲШ
ĤċĦƣĲƖŔƨůЯШŔƚŸũċƣĲĬШŉƖŸůШċШŉċĲĦċũШƚċůƓũĲШŸŉШċŰШŔŰƣĲƖŰċƣŔŸŰċũШƣƖċƻĲũũĲƖЮШfŰƣĲƖŰċƣŔŸŰċũЮ
sŸƨƖŰċũЮŸŉЮÉǃƚƣĲůċƣŔĦЮċŰĬЮEƻŸũƨƣŔŸŰċƖǃЮ~ŔĦƖŸĤŔŸũŸŊǃеШΤΝЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΦΦоŔŢƚĲůЮΜЮΜΜΠΣΜΦ 
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ΞΝΟ 
 

éċŰŊĦőőŔċЯШ7ЮЯШ7ũǃƣŸŰЯШ~Ю?ЮsЮЯШ9ŸũũŔŊŰŸŰЯШÂЮЯШuĲŰŰĲĬǃЯШuЮШċŰĬШ]ŸƖĬŸŰЯШ?Ю~ЮШыΞΜΝΥьШ
[ċĦƣŸƖƚШċǭĲĦƣŔŰŊШƣőĲШƓƖĲƚĲŰĦĲЯШŊĲŰĲƣŔĦШĬŔƻĲƖƚŔƣǃШċŰĬШċŰƣŔůŔĦƖŸĤŔċũШƚĲŰƚŔƣŔƻŔƣǃШŸŉШ
EƚĦőĲƖŔĦőŔċЮĦŸũŔЮŔŰШƓŸƨũƣƖǃШůĲċƣШƚċůƓũĲƚШĦŸũũĲĦƣĲĬШŉƖŸůШ9ċŰĤĲƖƖċЯШ ƨƚƣƖċũŔċЮШ
EŰƻŔƖŸŰůĲŰƣċũЮůŔĦƖŸĤŔŸũŸŊǃеШΞΜЯШΝΟΡΜрΝΟΣΝЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΝΝоΝΠΣΞрΞΦΞΜЮΝΠΜΟΜ 

éĲƣĲƖŔŰċƖǃШ~ĲĬŔĦŔŰĲƚШ?ŔƖĲĦƣŸƖċƣĲЮШыΞΜΞΠьШÖuЮƻĲƣĲƖŔŰċƖǃЮċŰƣŔĤŔŸƣŔĦЮƖĲƚŔƚƣċŰĦĲЮċŰĬЮƚċũĲƚЮ
ƚƨƖƻĲŔũũċŰĦĲЮƖĲƓŸƖƣЮÖuцé ÅÉÉЮΥΣΥΦЮШ ƻċŔũċĤũĲаШ
őƣƣƓƚаооƽƽƽЮŊŸƻЮƨťоŊŸƻĲƖŰůĲŰƣоƓƨĤũŔĦċƣŔŸŰƚоƻĲƣĲƖŔŰċƖǃрċŰƣŔůŔĦƖŸĤŔċũрƖĲƚŔƚƣċŰĦĲр
ċŰĬрƚċũĲƚрƚƨƖƻĲŔũũċŰĦĲрΞΜΞΟШя ĦĦĲƚƚĲĬШΞΡоΜΦоΞΜΞΡѐЮ 

éĲƣĲƖŔŰċƖǃШ~ĲĬŔĦŔŰĲƚШ?ŔƖĲĦƣŸƖċƣĲЮШыΞΜΞΡьШÖuЮũċƨŰĦőĲƚЮƽŸƖũĬцǯƖƚƣЮƚƣƨĬǃЮƣŸЮċƚƚĲƚƚЮ
ċŰƣŔĤŔŸƣŔĦЮƖĲƚŔƚƣċŰĦĲЮũĲƻĲũƚЮŔŰЮőĲċũƣőǃЮĬŸŊƚЮċŰĬЮĦċƣƚЮШ ƻċŔũċĤũĲаШ
őƣƣƓƚаооƽƽƽЮŊŸƻЮƨťоŊŸƻĲƖŰůĲŰƣоŰĲƽƚоƨťрũċƨŰĦőĲƚрƽŸƖũĬрǯƖƚƣрƚƣƨĬǃрƣŸрċƚƚĲƚƚр
ċŰƣŔĤŔŸƣŔĦрƖĲƚŔƚƣċŰĦĲрũĲƻĲũƚрŔŰрőĲċũƣőǃрĬŸŊƚрċŰĬрĦċƣƚШя ĦĦĲƚƚĲĬШΞΞоΜΦоΞΜΞΡѐЮ 

éŔŰŊŔŰŸЯШ ЮЯШÅŸĤĲƖƣƚЯШ~Ю9ЮЯШìċŔŰƚƣĲŔŰЯШ~ЮЯШìĲƚƣЯШsЮЯШ ŸƖůċŰЯШÉЮ ЮЯШxċůĤŸƨƖŰЯШ?ЮЯШxċőƣŔЯШ
sЮЯШÅƨŔǍЯШÅЮЯШ?ќ ŰŊĲũŔЯШ~ЮШċŰĬШìĲŔƚƚůċŰЯШÉЮsЮШыΞΜΞΝьШÉƨƖƻĲŔũũċŰĦĲШŉŸƖШċŰƣŔĤŔŸƣŔĦр
ƖĲƚŔƚƣċŰƣШEдЮĦŸũŔШŔŰШƣőĲШÉċũŔƚőШÉĲċШEĦŸƚǃƚƣĲůЮШŰƣŔĤŔŸƣŔĦƚеШΝΜЯШΝΞΜΝЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΟΟΦΜоċŰƣŔĤŔŸƣŔĦƚΝΜΝΜΝΞΜΝ 

éŸŊċŰЯШ Ю ЮШċŰĬШcŔŊŊƚЯШÂЮ]ЮШыΞΜΝΝьШÑőĲШċĬƻċŰƣċŊĲƚШċŰĬШĬŔƚċĬƻċŰƣċŊĲƚШŸŉШőŸƖŔǍŸŰƣċũШ
ŊĲŰĲШƣƖċŰƚŉĲƖШċŰĬШƣőĲШĲůĲƖŊĲŰĦĲШŸŉШƣőĲШǯƖƚƣШƚƓĲĦŔĲƚЮШ7ŔŸũŸŊǃЮ?ŔƖĲĦƣеШΣЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΥΣоΝΤΠΡрΣΝΡΜрΣрΝ 

ìċũťЯШÉЮÑЮЯШ ũůЯШEЮìЮЯШ9ċũőŸƨŰЯШxЮ~ЮЯШ~ũċĬŸŰŔĦťǃЯШsЮ~ЮШċŰĬШìőŔƣƣċůЯШÑЮÉЮШыΞΜΜΤьШ
]ĲŰĲƣŔĦШĬŔƻĲƖƚŔƣǃШċŰĬШƓŸƓƨũċƣŔŸŰШƚƣƖƨĦƣƨƖĲШŸŉШEƚĦőĲƖŔĦőŔċЮĦŸũŔШŔƚŸũċƣĲĬШŉƖŸůШ
ŉƖĲƚőƽċƣĲƖШĤĲċĦőĲƚЮШEŰƻŔƖŸŰůĲŰƣċũЮ~ŔĦƖŸĤŔŸũŸŊǃеШΦЯШΞΞΤΠрΞΞΥΥЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΝΝоŢЮΝΠΣΞрΞΦΞΜЮΞΜΜΤЮΜΝΟΠΝЮǂ 

ìċũťЯШÉЮÑЮЯШ ũůЯШEЮìЮЯШ]ŸƖĬŸŰЯШ?Ю~ЮЯШÅċůЯШsЮxЮЯШÑŸƖċŰǍŸƚЯШ]Ю ЮЯШÑŔĲĬŢĲЯШsЮ~ЮШċŰĬШ
ìőŔƣƣċůЯШÑЮÉЮШыΞΜΜΦьШ9ƖǃƓƣŔĦШxŔŰĲċŊĲƚШŸŉШƣőĲШ]ĲŰƨƚШEƚĦőĲƖŔĦőŔċЮШƓƓũŔĲĬЮċŰĬЮ
EŰƻŔƖŸŰůĲŰƣċũЮ~ŔĦƖŸĤŔŸũŸŊǃеШΤΡЯШΣΡΟΠрΣΡΠΠЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΞΥо E~ЮΜΝΞΣΞрΜΦ 

ìċŰŊЯШÄЮЯШcċŰЯШòЮòЮЯШüőċŰŊЯШÑЮsЮЯШ9őĲŰЯШñЮЯШxŔŰЯШcЮЯШìċŰŊЯШcЮ ЮШċŰĬШxĲŔЯШ9ЮìЮШыΞΜΞΠьШ
ìőŸũĲрŊĲŰŸůĲШƚĲƕƨĲŰĦŔŰŊШŸŉШEƚĦőĲƖŔĦőŔċЮĦŸũŔШŉƖŸůШƖĲƣċŔũШůĲċƣШŔŰШ9őŔŰċШƖĲƻĲċũƚШƣőĲШ
ĬŔƚƚĲůŔŰċƣŔŸŰШŸŉШĦũŔŰŔĦċũũǃШŔůƓŸƖƣċŰƣШċŰƣŔůŔĦƖŸĤŔċũШƖĲƚŔƚƣċŰĦĲШŊĲŰĲƚЮШfŰƣĲƖŰċƣŔŸŰċũЮ
sŸƨƖŰċũЮŸŉЮ[ŸŸĬЮ~ŔĦƖŸĤŔŸũŸŊǃеШΠΝΡЯШΝΝΜΣΟΠЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΝΣоŢЮŔŢŉŸŸĬůŔĦƖŸЮΞΜΞΠЮΝΝΜΣΟΠ 

ìċŰŊЯШñЮЯШsŸƖĬċŰЯШfЮuЮШċŰĬШ~ċǃĲƖЯШxЮìЮШыΞΜΝΡьШ9őċƓƣĲƖШΞΦШрШШÂőǃũŸŊĲŰĲƣŔĦШÂĲƖƚƓĲĦƣŔƻĲШ
ŸŰШ~ŸũĲĦƨũċƖШEƓŔĬĲůŔŸũŸŊǃЮШfŰжШÑċŰŊЯШòŔрìĲŔЯШÉƨƚƚůċŰЯШ~ċǂЯШxŔƨЯШ?ŸŰŊǃŸƨЯШÂŸǂƣŸŰЯШ
fċŰШċŰĬШÉĦőƽċƖƣǍůċŰЯШsŸƚĲƓőШыĲĬЮШΞьШ~ŸũĲĦƨũċƖЮ~ĲĬŔĦċũЮ~ŔĦƖŸĤŔŸũŸŊǃЮёÉĲĦŸŰĬЮ

https://doi.org/10.1111/1462-2920.14030
https://www.gov.uk/government/publications/veterinary-antimicrobial-resistance-and-sales-surveillance-2023
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https://doi.org/10.3390/antibiotics10101201
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ΞΝΠ 
 

EĬŔƣŔŸŰђдШ7ŸƚƣŸŰаШ ĦċĬĲůŔĦШÂƖĲƚƚЮΡΝΤрΡΟΣЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΝΣо7ΦΤΥрΜрΝΞрΟΦΤΝΣΦрΞЮΜΜΜΞΦрΦ 

ìċƣƚŸŰЯШsЮ?ЮШċŰĬШ9ƖŔĦťЯШ[ЮcЮ9ЮШыΝΦΡΟьШ~ŸũĲĦƨũċƖШÉƣƖƨĦƣƨƖĲШŸŉШ ƨĦũĲŔĦШ ĦŔĬƚаШ Ш
ÉƣƖƨĦƣƨƖĲШŉŸƖШ?ĲŸǂǃƖŔĤŸƚĲШ ƨĦũĲŔĦШ ĦŔĬЮШ ċƣƨƖĲеШΝΤΝЯШΤΟΤрΤΟΥЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΟΥоΝΤΝΤΟΤċΜ 

ìĲŰƚũĲǃЯШÉЮЯШ7ĲƣƣŸŰЯШéЮЯШ]ŸƚƚĦőċũťЯШuЮЯШcŸŸťĲƖЯШÅЮЯШ~ċŔŰЯШ?Ю9ЮsЮЯШ~ċƖƣŔŰЯШ ЮШċŰĬШÑŔƓƣŸŰЯШ
EЮШыΞΜΞΝьШ?ƖŔƻŔŰŊШĲƻŔĬĲŰĦĲрĤċƚĲĬШŔůƓƖŸƻĲůĲŰƣƚШŉŸƖШƣőĲШÖuѣƚШћÉƣƖĲƚƚĲĬЮШxŸŰĲũǃЮШ
§ƻĲƖƽĲŔŊőƣЮШ7ŸƖĲĬЮШ ŊŊƖĲƚƚŔƻĲЮШ~ŔƚƨŰĬĲƖƚƣŸŸĬвĤƨƣШũŸƻĲĬќШĦŸůƓċŰŔŸŰШċŰŔůċũƚЮШ
éĲƣĲƖŔŰċƖǃЮÅĲĦŸƖĬеШΝΥΦЯШĲΤЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΜΞоƻĲƣƖЮΤ 

ìőŔƣĲЯШÅЮÑЮЯШ7ƨũũЯШ~ЮsЮЯШ7ċƖťĲƖЯШ9ЮÅЮЯШ ƖŰŸƣƣЯШsЮ~ЮЯШìŸŸƣƣŸŰЯШ~ЮЯШsŸŰĲƚЯШxЮÉЮЯШcŸƽĲЯШÅЮ ЮЯШ
~ŸƖŊċŰЯШ~ЮЯШ ƚőĦƖŸŉƣЯШ~Ю~ЮЯШ[ŸƖĬĲЯШ7Ю~ЮЯШ9ŸŰŰŸƖЯШÑЮÅЮШċŰĬШ7ĲċƣƚŸŰЯШÉЮ ЮШыΞΜΞΠьШ
]ĲŰŸůŔĦШĲƓŔĬĲůŔŸũŸŊǃШƖĲƻĲċũƚШŊĲŸŊƖċƓőŔĦċũШĦũƨƚƣĲƖŔŰŊШŸŉШůƨũƣŔĬƖƨŊрƖĲƚŔƚƣċŰƣШ
EƚĦőĲƖŔĦőŔċЮĦŸũŔЮÉÑΝΟΝШċƚƚŸĦŔċƣĲĬШƽŔƣőШĤċĦƣĲƖċĲůŔċШŔŰШìċũĲƚЮШ ċƣƨƖĲЮ
9ŸůůƨŰŔĦċƣŔŸŰƚеШΝΡЯШΝΟΤΝЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΟΥоƚΠΝΠΣΤрΜΞΠрΠΡΣΜΥр
Ν 

ìőŔƣƣċůЯШÑЮÉЮЯШ§ĦőůċŰЯШcЮШċŰĬШÉĲũċŰĬĲƖЯШÅЮuЮШыΝΦΥΟьШ~ƨũƣŔũŸĦƨƚШŊĲŰĲƣŔĦШƚƣƖƨĦƣƨƖĲШŔŰШ
ŰċƣƨƖċũШƓŸƓƨũċƣŔŸŰƚШŸŉШEƚĦőĲƖŔĦőŔċЮĦŸũŔЮШÂƖŸĦĲĲĬŔŰŊƚЮŸŉЮƣőĲЮ ċƣŔŸŰċũЮ ĦċĬĲůǃЮŸŉЮ
ÉĦŔĲŰĦĲƚЮŸŉЮƣőĲЮÖŰŔƣĲĬЮÉƣċƣĲƚЮŸŉЮ ůĲƖŔĦċеШΥΜЯШΝΤΡΝрΡЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΤΟоƓŰċƚЮΥΜЮΣЮΝΤΡΝ 

ìŔĦťőċůЯШcЮШыΞΜΝΣьШŊŊƓũŸƣΥжЮEũĲŊċŰƣЮ]ƖċƓőŔĦƚЮŉŸƖЮ?ċƣċЮ ŰċũǃƚŔƚЮШ ƻċŔũċĤũĲаШ
őƣƣƓƚаооŊŊƓũŸƣΞЮƣŔĬǃƻĲƖƚĲЮŸƖŊШя ĦĦĲƚƚĲĬШΝΝоΜΥоΞΜΞΡѐЮ 

ìŔũũŔċůƚЯШ?ЮЯШ[ŸƨƖŰŔĲƖЯШ]ЮÂЮЯШxċƓŔĲƖƖĲЯШÂЮЯШÉƽŔƣőĲƖƚЯШuЮÉЮЯШ]ƖĲĲŰЯШ Ю]ЮЯШ ŰĬċůЯШ9ЮÂЮШċŰĬШ
]ŸŊċƖƣĲŰЯШsЮÂЮШыΞΜΝΝьШ ШÅŸŸƣĲĬШ ĲƣШŸŉШxŔŉĲЮШ7ŔŸũŸŊǃЮ?ŔƖĲĦƣеШΣЯШΠΡЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΥΣоΝΤΠΡрΣΝΡΜрΣрΠΡ 

ìŔũƚŸŰЯШ?ЮЯШ?ŸũċŰЯШ]ЮЯШ ŔƖĬЯШcЮЯШÉŸƖƖĲũũЯШÉЮЯШ?ċũũůċŰЯШÑЮsЮЯШsĲŰťŔŰƚЯШ9ЮЯШÅŸĤĲƖƣƚŸŰЯШxЮШċŰĬШ
]ŸƖƣŸŰЯШÅЮШыΞΜΝΥьШ[ċƖůрƣŸрŉŸƖťШŔŰƻĲƚƣŔŊċƣŔŸŰШŸŉШċŰШŸƨƣĤƖĲċťШŸŉШÉőŔŊċШƣŸǂŔŰрƓƖŸĬƨĦŔŰŊШ
EƚĦőĲƖŔĦőŔċЮĦŸũŔЮ§ΝΡΤЮШ~ŔĦƖŸĤŔċũЮ]ĲŰŸůŔĦƚеШΠЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΦΦоůŊĲŰЮΜЮΜΜΜΝΣΜ 

ìŔƖƣőЯШÑЮЯШ[ċũƨƚőЯШ?ЮЯШxċŰЯШÅЮЯШ9ŸũũĲƚЯШ[ЮЯШ~ĲŰƚċЯШÂЮЯШìŔĲũĲƖЯШxЮcЮЯШuċƖĦőЯШcЮЯШÅĲĲƻĲƚЯШ
ÂЮÅЮЯШ~ċŔĬĲŰЯШ~Ю9ЮЯШ§ĦőůċŰЯШcЮШċŰĬШ ĦőƣůċŰЯШ~ЮШыΞΜΜΣьШÉĲǂШċŰĬШƻŔƖƨũĲŰĦĲШŔŰШ
EƚĦőĲƖŔĦőŔċЮĦŸũŔаШċŰШĲƻŸũƨƣŔŸŰċƖǃШƓĲƖƚƓĲĦƣŔƻĲЮШ~ŸũĲĦƨũċƖЮůŔĦƖŸĤŔŸũŸŊǃеШΣΜЯШΝΝΟΣрΡΝЮШ
ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΝΝоŢЮΝΟΣΡрΞΦΡΥЮΞΜΜΣЮΜΡΝΤΞЮǂ 

ìŸƖũĬШcĲċũƣőШ§ƖŊċŰŔǍċƣŔŸŰЮШыΞΜΝΡьШìc§ЮĲƚƣŔůċƣĲƚЮŸŉЮƣőĲЮŊũŸĤċũЮĤƨƖĬĲŰЮŸŉЮŉŸŸĬĤŸƖŰĲЮ
ĬŔƚĲċƚĲƚжЮŉŸŸĬĤŸƖŰĲЮĬŔƚĲċƚĲЮĤƨƖĬĲŰЮĲƓŔĬĲůŔŸũŸŊǃЮƖĲŉĲƖĲŰĦĲЮŊƖŸƨƓЮΥΣΣΪцΥΣΤΨЮШ
]ĲŰĲƻċаШìŸƖũĬШcĲċũƣőШ§ƖŊċŰŔǍċƣŔŸŰЮШ ƻċŔũċĤũĲаШ
őƣƣƓƚаооŔƖŔƚЮƽőŸЮŔŰƣоőċŰĬũĲоΝΜΣΣΡоΝΦΦΟΡΜШя ĦĦĲƚƚĲĬШΝΝоΜΣоΞΜΞΡѐЮ 

https://doi.org/10.1016/B978-0-12-397169-2.00029-9
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ΞΝΡ 
 

ìŸƖũĬШcĲċũƣőШ§ƖŊċŰŔǍċƣŔŸŰЮШыΞΜΝΦьШ9ƖŔƣŔĦċũũǃЮŔůƓŸƖƣċŰƣЮċŰƣŔůŔĦƖŸĤŔċũƚЮŉŸƖЮőƨůċŰЮ
ůĲĬŔĦŔŰĲжЮΩƣőЮƖĲƻŔƚŔŸŰЮШìŸƖũĬШcĲċũƣőШ§ƖŊċŰŔǍċƣŔŸŰЮШ ƻċŔũċĤũĲаШ
őƣƣƓƚаооƽƽƽЮƽőŸЮŔŰƣоŊƖŸƨƓƚоċĬƻŔƚŸƖǃрŊƖŸƨƓрŸŰрƣőĲрƽőŸрũŔƚƣрŸŉрĦƖŔƣŔĦċũũǃрŔůƓŸƖƣċŰƣр
ċŰƣŔůŔĦƖŸĤŔċũƚШя ĦĦĲƚƚĲĬШΝΝШsƨŰШΞΜΞΡѐЮ 

ìŸƖũĬШcĲċũƣőШ§ƖŊċŰŔǍċƣŔŸŰЮШыΞΜΞΞьШìc§ЮŊũŸĤċũЮƚƣƖċƣĲŊǃЮŉŸƖЮŉŸŸĬЮƚċŉĲƣǃЮΥΣΥΥцΥΣΦΣжЮ
ƣŸƽċƖĬƚЮƚƣƖŸŰŊĲƖЮŉŸŸĬЮƚċŉĲƣǃЮƚǃƚƣĲůƚЮċŰĬЮŊũŸĤċũЮĦŸŸƓĲƖċƣŔŸŰЮШ ƻċŔũċĤũĲаШ
őƣƣƓƚаооƽƽƽЮƽőŸЮŔŰƣоƓƨĤũŔĦċƣŔŸŰƚоŔоŔƣĲůоΦΤΥΦΞΠΜΜΡΤΣΥΡШя ĦĦĲƚƚĲĬШΝΝоΜΣоΞΜΞΡѐЮ 

ìŸƖũĬШcĲċũƣőШ§ƖŊċŰŔǍċƣŔŸŰЮШыΞΜΞΟьШìċÅĲЮĦũċƚƚŔǯĦċƣŔŸŰЮŸŉЮċŰƣŔĤŔŸƣŔĦƚЮŉŸƖЮĲƻċũƨċƣŔŸŰЮ
ċŰĬЮůŸŰŔƣŸƖŔŰŊЮŸŉЮƨƚĲеЮΥΣΥΦЮШ ƻċŔũċĤũĲаШ
őƣƣƓƚаооƽƽƽЮƽőŸЮŔŰƣоƓƨĤũŔĦċƣŔŸŰƚоŔоŔƣĲůоìc§р~cÂрcÂÉрE~xрΞΜΞΟЮΜΠШя ĦĦĲƚƚĲĬШ
ΜΟоΜΣоΞΜΞΡѐЮ 

ìŸƖũĬШcĲċũƣőШ§ƖŊċŰŔǍċƣŔŸŰЮШыΞΜΞΠьШìc§ЮůĲĬŔĦċũũǃЮŔůƓŸƖƣċŰƣЮċŰƣŔůŔĦƖŸĤŔċũЮũŔƚƣЮШ
ƻċŔũċĤũĲаШőƣƣƓƚаооƽƽƽЮƽőŸЮŔŰƣоŰĲƽƚоŔƣĲůоΜΥрΜΞрΞΜΞΠрƽőŸрůĲĬŔĦċũũǃрŔůƓŸƖƣċŰƣр
ċŰƣŔůŔĦƖŸĤŔċũрũŔƚƣрΞΜΞΠШя ĦĦĲƚƚĲĬШΝΝШsƨŰШΞΜΞΡѐЮ 

ìŸƖũĬШcĲċũƣőШ§ƖŊċŰŔǍċƣŔŸŰЮШыΞΜΞΡьШ§ŰĲЮcĲċũƣőЮШ ƻċŔũċĤũĲаШ
őƣƣƓƚаооƽƽƽЮƽőŸЮŔŰƣоőĲċũƣőрƣŸƓŔĦƚоŸŰĲрőĲċũƣőмƣċĤӀƣċĤхΝШя ĦĦĲƚƚĲĬШΞΜШ~ċƖĦőШΞΜΞΡѐЮ 

ñŔċЯШ[ЮЯШsŔċŰŊЯШ~ЮЯШìĲŰЯШüЮЯШìċŰŊЯШüЮЯШìċŰŊЯШ~ЮЯШñƨЯШòЮЯШüőƨŊĲЯШñЮШċŰĬШ?ċŔЯШsЮШыΞΜΞΞьШ
9ŸůƓũĲƣĲШŊĲŰŸůŔĦШċŰċũǃƚŔƚШŸŉШÉÑΝΝΤШũŔŰĲċŊĲШĲǂƣƖċŔŰƣĲƚƣŔŰċũШƓċƣőŸŊĲŰŔĦШEƚĦőĲƖŔĦőŔċЮ
ĦŸũŔЮыEǂÂE9ьШƣŸШƖĲƻĲċũШůƨũƣŔƓũĲШŊĲŰĲƣŔĦШĬĲƣĲƖůŔŰċŰƣƚШƣŸШĬƖŔƻĲШŔƣƚШŊũŸĤċũШƣƖċŰƚůŔƚƚŔŸŰаШ
ÉÑΝΝΤШEдЮĦŸũŔЮċƚШċŰШĲůĲƖŊŔŰŊШůƨũƣŔĬƖƨŊрƖĲƚŔƚƣċŰƣШŉŸŸĬĤŸƖŰĲШEǂÂE9ШƽŔƣőШǍŸŸŰŸƣŔĦШ
ƓŸƣĲŰƣŔċũЮШÑƖċŰƚĤŸƨŰĬċƖǃЮċŰĬЮEůĲƖŊŔŰŊЮ?ŔƚĲċƚĲƚеШΣΦЯШΟΞΡΣрΟΞΤΟЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΝΝоƣĤĲĬЮΝΠΣΤΥ 

ñƨЯШsЮШыΞΜΜΣьШ~ŔĦƖŸĤŔċũШĲĦŸũŸŊǃШŔŰШƣőĲШċŊĲШŸŉШŊĲŰŸůŔĦƚШċŰĬШůĲƣċŊĲŰŸůŔĦƚаШĦŸŰĦĲƓƣƚЯШ
ƣŸŸũƚЯШċŰĬШƖĲĦĲŰƣШċĬƻċŰĦĲƚЮШ~ŸũĲĦƨũċƖЮEĦŸũŸŊǃеШΝΡЯШΝΤΝΟрΟΝЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΝΝоŢЮΝΟΣΡрΞΦΠñЮΞΜΜΣЮΜΞΥΥΞЮǂ 

òċůċŢŔЯШÅЮЯШ[ƖŔĲĬůċŰЯШ9ЮÅЮЯШÅƨĤŔŰЯШsЮЯШÉƨőЯШsЮЯШÑőǃƚЯШEЮЯШ~Ħ?ĲƖůŸƣƣЯШÂЮЯШcƨŰŊр[ċŰЯШ~ЮШ
ċŰĬШÅŔũĲǃЯШxЮìЮШыΞΜΝΥьШ ШÂŸƓƨũċƣŔŸŰр7ċƚĲĬШÉƨƖƻĲŔũũċŰĦĲШÉƣƨĬǃШŸŉШÉőċƖĲĬШ]ĲŰŸƣǃƓĲƚШŸŉШ
EƚĦőĲƖŔĦőŔċЮĦŸũŔЮfƚŸũċƣĲƚШŉƖŸůШÅĲƣċŔũШ~ĲċƣШċŰĬШÉƨƚƓĲĦƣĲĬШ9ċƚĲƚШŸŉШÖƖŔŰċƖǃШÑƖċĦƣШ
fŰŉĲĦƣŔŸŰƚЮШ~ƚƓőĲƖĲеШΟЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΞΥоůÉƓőĲƖĲЮΜΜΝΤΦрΝΥ 
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òƨЯШ?ЮЯШ7ċŰƣŔŰŊЯШ]ЮШċŰĬШ ĲƨůċŰŰЯШ Ю[ЮШыΞΜΞΝьШ ШƖĲƻŔĲƽШŸŉШƣőĲШƣċǂŸŰŸůǃЯШŊĲŰĲƣŔĦƚЯШċŰĬШ
ĤŔŸũŸŊǃШŸŉШƣőĲШŊĲŰƨƚШEƚĦőĲƖŔĦőŔċШċŰĬШƣőĲШƣǃƓĲШƚƓĲĦŔĲƚШEƚĦőĲƖŔĦőŔċЮĦŸũŔЮШ9ċŰċĬŔċŰЮ
sŸƨƖŰċũЮŸŉЮ~ŔĦƖŸĤŔŸũŸŊǃеШΣΤЯШΡΡΟрΡΤΝЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΟΦоĦŢůрΞΜΞΜр
ΜΡΜΥ 

òƨЯШ]ЮШыΞΜΞΜьШÖƚŔŰŊШŊŊƣƖĲĲШƣŸШƻŔƚƨċũŔǍĲШĬċƣċШŸŰШƣƖĲĲрũŔťĲШƚƣƖƨĦƣƨƖĲƚЮШ9ƨƖƖĲŰƣЮÂƖŸƣŸĦŸũƚЮ
ŔŰЮ7ŔŸŔŰŉŸƖůċƣŔĦƚеШΣΦЯШĲΦΣЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΜΞоĦƓĤŔЮΦΣ 

üċŰťċƖŔЯШEЮЯШ ũũĲƚƏĲЯШÅЮЯШsŸĲŰƚĲŰЯШuЮ]ЮЯШ9ċƻċĦŸЯШxЮ~ЮЯШxƨŰĬЯШ§ЮШċŰĬШ ċƖĲƚƣƖƨƓЯШ[Ю~ЮШ
ыΞΜΝΤьШÂŸŔŰƣ[ŔŰĬĲƖаШċШŰŸƻĲũШƽĲĤШƣŸŸũШŉŸƖШì]ÉрĤċƚĲĬШĬĲƣĲĦƣŔŸŰШŸŉШċŰƣŔůŔĦƖŸĤŔċũШ
ƖĲƚŔƚƣċŰĦĲШċƚƚŸĦŔċƣĲĬШƽŔƣőШĦőƖŸůŸƚŸůċũШƓŸŔŰƣШůƨƣċƣŔŸŰƚШŔŰШĤċĦƣĲƖŔċũШƓċƣőŸŊĲŰƚЮШ
sŸƨƖŰċũЮŸŉЮ ŰƣŔůŔĦƖŸĤŔċũЮ9őĲůŸƣőĲƖċƓǃеШΤΞЯШΞΤΣΠрΞΤΣΥЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΦΟоŢċĦоĬťǂΞΝΤ 

üőċŰŊЯШ9ЮЯШÅċĤŔĲĲЯШ~ЮЯШÉċǃǃċƖŔЯШEЮШċŰĬШ~ŔƖċƖċĤЯШÉЮШыΞΜΝΥьШ ÉÑÅ xрfffаШƓŸũǃŰŸůŔċũШƣŔůĲШ
ƚƓĲĦŔĲƚШƣƖĲĲШƖĲĦŸŰƚƣƖƨĦƣŔŸŰШŉƖŸůШƓċƖƣŔċũũǃШƖĲƚŸũƻĲĬШŊĲŰĲШƣƖĲĲƚЮШ7~9Ю7ŔŸŔŰŉŸƖůċƣŔĦƚеШ
ΝΦЯШΝΡΟЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΥΣоƚΝΞΥΡΦрΜΝΥрΞΝΞΦрǃ 

üőċŰŊЯШ9ЮЯШÉĦŸƖŰċƻċĦĦċЯШ9ЮЯШ~ŸũũŸǃЯШEЮuЮШċŰĬШ~ŔƖċƖċĤЯШÉЮШыΞΜΞΜьШ ÉÑÅ xрÂƖŸаШÄƨċƖƣĲƣр
7ċƚĲĬШÉƓĲĦŔĲƚрÑƖĲĲШfŰŉĲƖĲŰĦĲШĬĲƚƓŔƣĲШÂċƖċũŸŊǃЮШ~ŸũĲĦƨũċƖЮ7ŔŸũŸŊǃЮċŰĬЮEƻŸũƨƣŔŸŰеШΟΤЯШ
ΟΞΦΞрΟΟΜΤЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΦΟоůŸũĤĲƻоůƚċċΝΟΦ 

üőċŰŊЯШìЮрxЮЯШ7ŔĲũċƚǍĲƽƚťċЯШ~ЮЯШ7ŸĦťĲůƬőũЯШsЮЯШÉĦőůŔĬƣЯШcЮЯШÉĦőĲƨƣǍЯШ[ЮШċŰĬШuċƖĦőЯШcЮШ
ыΞΜΜΜьШ~ŸũĲĦƨũċƖШ ŰċũǃƚŔƚШŸŉШcШ ŰƣŔŊĲŰƚШÅĲƻĲċũƚШƣőċƣШcƨůċŰШ?ŔċƖƖőĲċŊĲŰŔĦШ
EƚĦőĲƖŔĦőŔċЮĦŸũŔШ§ΞΣШÉƣƖċŔŰƚШÑőċƣШ9ċƖƖǃШƣőĲШĲċĲШ]ĲŰĲШ7ĲũŸŰŊШƣŸШƣőĲШcΝΝШ9ũŸŰċũШ
9ŸůƓũĲǂЮШsŸƨƖŰċũЮŸŉЮ9ũŔŰŔĦċũЮ~ŔĦƖŸĤŔŸũŸŊǃеШΟΥЯШΞΦΥΦрΞΦΦΟЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΞΥоs9~ЮΟΥЮΥЮΞΦΥΦрΞΦΦΟЮΞΜΜΜ 

üőċŸЯШÅЮЯШcċŸЯШsЮЯШòċŰŊЯШsЮЯШÑŸŰŊЯШ9ЮЯШñŔĲЯШxЮЯШñŔċŸЯШ?ЮЯШüĲŰŊЯШüЮШċŰĬШñŔŸŰŊЯШìЮШыΞΜΞΞьШÑőĲШ
ĦŸрŸĦĦƨƖƖĲŰĦĲШŸŉШċŰƣŔĤŔŸƣŔĦШƖĲƚŔƚƣċŰĦĲШŊĲŰĲƚШĤĲƣƽĲĲŰШĬŸŊƚШċŰĬШƣőĲŔƖШŸƽŰĲƖƚШŔŰШ
ŉċůŔũŔĲƚЮШfůĲƣċеШΝЯШĲΞΝЮШ ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΜΞоŔůƣΞЮΞΝ 

üőŔЯШÉЮЯШ7ċŰƣŔŰŊЯШ]ЮЯШÉƣŸƣőċƖĬЯШÂЮЯШ ƚőĤŸũƣЯШ ЮsЮЯШ9őĲĦťũĲǃЯШÉЮЯШ~ĲǃĲƖЯШuЮЯШ§ƣƣŸЯШÉЮШċŰĬШ
 ĲƨůċŰŰЯШ Ю[ЮШыΞΜΝΦьШEƻŔĬĲŰĦĲШŉŸƖШƣőĲШĲƻŸũƨƣŔŸŰЯШĦũŸŰċũШĲǂƓċŰƚŔŸŰШċŰĬШŊũŸĤċũШ
ĬŔƚƚĲůŔŰċƣŔŸŰШŸŉШƽċƣĲƖШƣƖĲċƣůĲŰƣрƖĲƚŔƚƣċŰƣШŰċƣƨƖċũŔǍĲĬШƚƣƖċŔŰƚШŸŉШEƚĦőĲƖŔĦőŔċЮĦŸũŔШŔŰШ
ƽċƚƣĲƽċƣĲƖЮШìċƣĲƖЮÅĲƚĲċƖĦőеШΝΡΣЯШΞΜΥрΞΞΞЮШ ƻċŔũċĤũĲШċƣаШ
őƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΜΝΣоŢЮƽċƣƖĲƚЮΞΜΝΦЮΜΟЮΜΞΠ 

üőŸƨЯШüЮЯШ ũŔťőċŰЯШ Ю[ЮЯШ~ŸőċůĲĬЯШuЮЯШ[ċŰЯШòЮШċŰĬШ ĦőƣůċŰЯШ~ЮШыΞΜΞΜьШÑőĲШEŰƣĲƖŸ7ċƚĲШ
ƨƚĲƖѣƚШŊƨŔĬĲЯШƽŔƣőШĦċƚĲШƚƣƨĬŔĲƚШŸŰШÉċũůŸŰĲũũċШƣƖċŰƚůŔƚƚŔŸŰƚЯШòĲƖƚŔŰŔċЮƓĲƚƣŔƚШ
ƓőǃũŸŊĲŰǃЯШċŰĬШEƚĦőĲƖŔĦőŔċШĦŸƖĲШŊĲŰŸůŔĦШĬŔƻĲƖƚŔƣǃЮШ]ĲŰŸůĲЮƖĲƚĲċƖĦőеШΟΜЯШΝΟΥрΝΡΞЮШ
ƻċŔũċĤũĲШċƣаШőƣƣƓƚаооĬŸŔЮŸƖŊоΝΜЮΝΝΜΝоŊƖЮΞΡΝΣΤΥЮΝΝΦ 

üőƨŊĲЯШñЮЯШüőŸƨЯШüЮЯШsŔċŰŊЯШ~ЮЯШìċŰŊЯШüЮЯШÉƨŰЯШòЮЯШÑċŰŊЯШ[ЮЯШñƨĲЯШ[ЮЯШÅĲŰЯШsЮШċŰĬШ?ċŔЯШsЮШ
ыΞΜΞΝьШ9őŔĦťĲŰрƚŸƨƖĦĲШEƚĦőĲƖŔĦőŔċЮĦŸũŔШƽŔƣőŔŰШƓőǃũŸŊƖŸƨƓШ[ШƚőċƖĲƚШƻŔƖƨũĲŰĦĲШ
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Appendix 1: Literature review of 54 studies on Pubmed (date accessed 07/08/2023), using the terms (Escherichia coli) AND 

(whole genome) AND (sequencing) AND (phylogenetic) AND (population), and subset to papers from 2020 onwards. 

PMID Title Year DOI Phylogenomic 

method 

36855171 Quinolone-resistant Escherichia coli at the 

interface between humans, poultry and their 

shared environment- a potential public health risk 

2023 10.1186/s42522-023-00079-0 cgMLST 

33671102 High Risk Clone: A Proposal of Criteria Adapted 

to the One Health Context with Application to 

Enterotoxigenic Escherichia coli in the Pig 

Population 

2021 10.3390/antibiotics10030244 multiple alignment 

and Maximum 

likelihood tree 

33757589 Genetic relatedness of multidrug resistant 

Escherichia coli isolated from humans, chickens 

and poultry environments 

2021 10.1186/s13756-021-00930-x Maximum 

likelihood SNP tree 

34568479 Occurrence of Colibacillosis in Broilers and Its 

Relationship With Avian Pathogenic Escherichia 

coli (APEC) Population Structure and Molecular 

Characteristics 

2021 10.3389/fvets.2021.737720 Maximum 

likelihood SNP tree 

37104397 Description of Antimicrobial-Resistant 

Escherichia coli and Their Dissemination 

Mechanisms on Dairy Farms 

2023 10.3390/vetsci10040242 cgMLST, SNP tree 
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Appendix 1: Literature review of 54 studies on Pubmed (date accessed 07/08/2023), using the terms (Escherichia coli) AND 

(whole genome) AND (sequencing) AND (phylogenetic) AND (population), and subset to papers from 2020 onwards. 

PMID Title Year DOI Phylogenomic 

method 

37338386 Previous Antibiotic Exposure Reshapes the 

Population Structure of Infecting Uropathogenic 

Escherichia coli Strains by Selecting for Antibiotic 

Resistance over Urovirulence 

2023 10.1128/spectrum.05242-22 Maximum 

likelihood SNP tree 

against reference 

34777266 The Population Genetics, Virulence, and Public 

Health Concerns of Escherichia coli Collected 

From Rats Within an Urban Environment 

2021 10.3389/fmicb.2021.631761 cgMLST alignment, 

SNPs extracted 

and substitution 

model, Maximum 

likelihood 

37374960 Escherichia coli Strains Display Varying 

Susceptibility to Grazing by the Soil Amoeba 

Dictyostelium discoideum 

2023 10.3390/microorganisms11061457 core gene 

alignment and 

RaxML 

34878971 The global population structure and evolutionary 

history of the acquisition of major virulence 

factor-encoding genetic elements in Shiga toxin-

producing Escherichia coli O121:H19 

2021 10.1099/mgen.0.000716 Maximum 

likelihood SNP tree 

against reference 

33627701 Population structure and genetic diversity of non-

O157 Shiga toxin-producing Escherichia coli 

(STEC) clinical isolates from Michigan 

2021 10.1038/s41598-021-83775-z MLST sequence 

alignmnet and NJ 
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Appendix 1: Literature review of 54 studies on Pubmed (date accessed 07/08/2023), using the terms (Escherichia coli) AND 

(whole genome) AND (sequencing) AND (phylogenetic) AND (population), and subset to papers from 2020 onwards. 

PMID Title Year DOI Phylogenomic 

method 

36480516 Effects of chronic exposure to arsenic on the 

fecal carriage of antibiotic-resistant Escherichia 

coli among people in rural Bangladesh 

2022 10.1371/journal.ppat.1010952 rMLST and 

concatenated 

35544167 Emergence and dissemination of antimicrobial 

resistance in Escherichia coli causing 

bloodstream infections in Norway in 2002-17: a 

nationwide, longitudinal, microbial population 

genomic study 

2021 10.1016/S2666-5247(21)00031-8 Maximum 

likelihood SNP tree 

against reference 

34047644 The Avian Pathogenic Escherichia coli (APEC) 

pathotype is comprised of multiple distinct, 

independent genotypes 

2021 10.1080/03079457.2021.1915960 Core genome 

ParSNP 

35392797 Rates of evolutionary change of resident 

Escherichia coli O157:H7 differ within the same 

ecological niche 

2022 10.1186/s12864-022-08497-6 SNPs in a multiple 

sequence 

alignment file and 

NJ. 

34935444 A 21-Year Survey of Escherichia coli from 

Bloodstream Infections (BSI) in a Tertiary 

Hospital Reveals How Community-Hospital 

Dynamics of B2 Phylogroup Clones Influence 

Local BSI Rates 

2021 10.1128/msphere.00868-21 core genome, 

maximum 

likelihood 
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Appendix 1: Literature review of 54 studies on Pubmed (date accessed 07/08/2023), using the terms (Escherichia coli) AND 

(whole genome) AND (sequencing) AND (phylogenetic) AND (population), and subset to papers from 2020 onwards. 

PMID Title Year DOI Phylogenomic 

method 

33416498 Whole genome phylogenies reflect the 

distributions of recombination rates for many 

bacterial species 

2021 10.7554/eLife.65366 Core genome 

alignment and core 

alignment blocks 

36406419 Non-lactose fermenting Escherichia coli: 

Following in the footsteps of lactose fermenting 

E. coli high-risk clones 

2022 10.3389/fmicb.2022.1027494 alignment mapping 

to multiple 

reference 

sequences 

(REALPHY) 

33408222 Genomic Epidemiology and Evolution of 

Escherichia coli in Wild Animals in Mexico 

2021 10.1128/mSphere.00738-20 Roary, SNPs 

extracted and 

mapped against 

reference using an 

alignmnet free 

approach, similarity 

matrix and 

converted into 

distance matrix & 

NJ 
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Appendix 1: Literature review of 54 studies on Pubmed (date accessed 07/08/2023), using the terms (Escherichia coli) AND 

(whole genome) AND (sequencing) AND (phylogenetic) AND (population), and subset to papers from 2020 onwards. 

PMID Title Year DOI Phylogenomic 

method 

33481909 The utility of Escherichia coli as a contamination 

indicator for rural drinking water: Evidence from 

whole genome sequencing 

2021 10.1371/journal.pone.0245910 Roary and Fastree 

(approximate 

maximum-

likelihood) 

33952335 Phylogroup stability contrasts with high within 

sequence type complex dynamics of Escherichia 

coli bloodstream infection isolates over a 12-year 

period 

2021 10.1186/s13073-021-00892-0 Roary, Iqtree 

33961542 Insights into the acquisition of the pks island and 

production of colibactin in the Escherichia coli 

population 

2021 10.1099/mgen.0.000579 Roary, snip-sites 

and RaxML 

34431197 The E phylogroup of Escherichia coli is highly 

diverse and mimics the whole E. coli species 

population structure 

2021 10.1111/1462-2920.15742 Roary Iqtree 

34534282 Spread of ESC-, carbapenem- and colistin-

resistant Escherichia coli clones and plasmids 

within and between food workers in Lebanon 

2021 10.1093/jac/dkab327 Roary, gubbins, 

RaxML 
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Appendix 1: Literature review of 54 studies on Pubmed (date accessed 07/08/2023), using the terms (Escherichia coli) AND 

(whole genome) AND (sequencing) AND (phylogenetic) AND (population), and subset to papers from 2020 onwards. 

PMID Title Year DOI Phylogenomic 

method 

34710106 Genomic analysis of shiga toxin-containing 

Escherichia coli O157:H7 isolated from 

Argentinean cattle 

2021 10.1371/journal.pone.0258753 Roary, RAxML 

35138158 Characterization of Genetic Elements Carrying 

mcr-1 Gene in Escherichia coli from the 

Community and Hospital Settings in Vietnam 

2022 10.1128/spectrum.01356-21 Roary, Iqtree 

35333870 Whole-genome sequencing and gene sharing 

network analysis powered by machine learning 

identifies antibiotic resistance sharing between 

animals, humans and environment in livestock 

farming 

2022 10.1371/journal.pcbi.1010018 Roary, Iqtree 

35945191 Complete genomic analysis of ST117 lineage 

extraintestinal pathogenic Escherichia coli 

(ExPEC) to reveal multiple genetic determinants 

to drive its global transmission: ST117 E. coli as 

an emerging multidrug-resistant foodborne 

ExPEC with zoonotic potential 

2022 10.1111/tbed.14678 Roary, RAxML 

36585742 A one-year genomic investigation of Escherichia 

coli epidemiology and nosocomial spread at a 

large US healthcare network 

2022 10.1186/s13073-022-01150-7 Roary, SNP calling 
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Appendix 1: Literature review of 54 studies on Pubmed (date accessed 07/08/2023), using the terms (Escherichia coli) AND 

(whole genome) AND (sequencing) AND (phylogenetic) AND (population), and subset to papers from 2020 onwards. 

PMID Title Year DOI Phylogenomic 

method 

36752777 Identification of genes influencing the evolution of 

Escherichia coli ST372 in dogs and humans 

2023 10.1099/mgen.0.000930 Roary, Iqtree 

36951916 Global population structure, genomic diversity 

and carbohydrate fermentation characteristics of 

clonal complex 119 (CC119), an understudied 

Shiga toxin-producing E. coli (STEC) lineage 

including O165:H25 and O172:H25 

2023 10.1099/mgen.0.000959 Roary, SNP sites 

and RaxML 

37355007 Stress Resistance and Virulence Gene Profiles 

Associated with Phylogeny and Phenotypes of 

Escherichia coli from Cattle 

2023 10.1016/j.jfp.2023.100122 Roary, RAxML 

37392822 Population genomics of diarrheagenic 

Escherichia coli uncovers high connectivity 

between urban and rural communities in Ecuador 

2023 10.1016/j.meegid.2023.105476 Roary, Iqtree 

32561945 Investigation of On-Farm Transmission Routes 

for Contamination of Dairy Cows with Top 7 

Escherichia coli O-Serogroups 

2021 10.1007/s00248-020-01542-5 compared to 

reference, SNP 

detection, 

presence, absence 

matrix 
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Appendix 1: Literature review of 54 studies on Pubmed (date accessed 07/08/2023), using the terms (Escherichia coli) AND 

(whole genome) AND (sequencing) AND (phylogenetic) AND (population), and subset to papers from 2020 onwards. 

PMID Title Year DOI Phylogenomic 

method 

33232750 Extended-spectrum beta-lactamase-producing 

Escherichia coli and antimicrobial resistance in 

municipal and hospital wastewaters in Czech 

Republic: Culture-based and metagenomic 

approaches 

2021 10.1016/j.envres.2020.110487 Maximum 

likelihood SNP tree 

34431692 Arrangements of Mobile Genetic Elements 

among Virotype E Subpopulation of Escherichia 

coli Sequence Type 131 Strains with High 

Antimicrobial Resistance and Virulence Gene 

Content 

2021 10.1128/mSphere.00550-21 Maximum 

likelihood SNP tree 

34904942 Genomic insights into the circulation of pandemic 

fluoroquinolone-resistant extra-intestinal 

pathogenic Escherichia coli ST1193 in Vietnam 

2021 10.1099/mgen.0.000733 Maximum 

likelihood SNP tree 

against reference 

34671331 International High-Risk Clones Among Extended-

Spectrum ɓ-Lactamase-Producing Escherichia 

coli in Dhaka, Bangladesh 

2021 10.3389/fmicb.2021.736464 Maximum 

likelihood SNP tree 

against reference 

34910614 Genomic comparisons of Escherichia coli ST131 

from Australia 

2021 10.1099/mgen.0.000721 Maximum 

likelihood SNP tree 

against reference 
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Appendix 1: Literature review of 54 studies on Pubmed (date accessed 07/08/2023), using the terms (Escherichia coli) AND 

(whole genome) AND (sequencing) AND (phylogenetic) AND (population), and subset to papers from 2020 onwards. 

PMID Title Year DOI Phylogenomic 

method 

35087053 Population structure analysis and laboratory 

monitoring of Shigella by core-genome multilocus 

sequence typing 

2022 10.1038/s41467-022-28121-1 cgMLST , shared 

allele, NJ tree 

35862685 The Population Genomics of Increased Virulence 

and Antibiotic Resistance in Human Commensal 

Escherichia coli over 30 Years in France 

2022 10.1128/aem.00664-22 Maximum 

likelihood SNP tree 

against reference 

35935201 Molecular characterization of extended spectrum 

cephalosporin resistant Escherichia coli isolated 

from livestock and in-contact humans in 

Southeast Nigeria 

2022 10.3389/fmicb.2022.937968 Maximum 

likelihood SNP tree 

against reference 

36695602 Characterization of Escherichia coli and Other 

Enterobacterales Resistant to Extended-

Spectrum Cephalosporins Isolated from Dairy 

Manure in Ontario, Canada 

2023 10.1128/aem.01869-22 Maximum 

likelihood SNP tree 

against reference 

32826992 The population genetics of pathogenic 

Escherichia coli 

2021 10.1038/s41579-020-0416-x Roary and RaxML 

33528112 Isolation and characterization of Escherichia 

albertii in poultry at the pre-harvest level 

2021 10.1111/zph.12812 
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Appendix 1: Literature review of 54 studies on Pubmed (date accessed 07/08/2023), using the terms (Escherichia coli) AND 

(whole genome) AND (sequencing) AND (phylogenetic) AND (population), and subset to papers from 2020 onwards. 

PMID Title Year DOI Phylogenomic 

method 

33664715 Fecal Carriage and Genetic Characterization of 

CTX-M-1/9/1-Producing Escherichia coli From 

Healthy Humans in Hangzhou, China 

2021 10.3389/fmicb.2021.616687 core genome 

alignment and SNP 

calling 

33716997 Genomic Characterization of Two Shiga Toxin-

Converting Bacteriophages Induced From 

Environmental Shiga Toxin-Producing 

Escherichia coli 

2021 10.3389/fmicb.2021.587696 
 

35483624 Dynamics of carbapenemase-producing 

Enterobacterales intestinal colonisation in the 

elderly population after hospital discharge, Italy, 

2018-2020 

2022 10.1016/j.ijantimicag.2022.106594 
 

35847090 CARB-ES-19 Multicenter Study of 

Carbapenemase-Producing Klebsiella 

pneumoniae and Escherichia coli From All 

Spanish Provinces Reveals Interregional Spread 

of High-Risk Clones Such as ST307/OXA-48 and 

ST512/KPC-3 

2022 10.3389/fmicb.2022.918362 
 

35989605 The effect of sequencing and assembly on the 

inference of horizontal gene transfer on 

chromosomal and plasmid phylogenies 

2022 10.1098/rstb.2021.0245 
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Appendix 1: Literature review of 54 studies on Pubmed (date accessed 07/08/2023), using the terms (Escherichia coli) AND 

(whole genome) AND (sequencing) AND (phylogenetic) AND (population), and subset to papers from 2020 onwards. 

PMID Title Year DOI Phylogenomic 

method 

35997596 Contrasting long-term dynamics of antimicrobial 

resistance and virulence plasmids in Salmonella 

Typhimurium from animals 

2022 10.1099/mgen.0.000826 
 

36556442 Emergence and Dissemination of Extraintestinal 

Pathogenic High-Risk International Clones of 

Escherichia coli 

2022 10.3390/life12122077 
 

36916881 Dissemination of carbapenemase-producing 

Enterobacterales in Ireland from 2012 to 2017: a 

retrospective genomic surveillance study 

2023 10.1099/mgen.0.000924 VLKC, SNP sites in 

resulting 

alignments. 

37143741 Prevalence and molecular characteristics of 

polymyxin-resistant Enterobacterales in a 

Chinese tertiary teaching hospital 

2023 10.3389/fcimb.2023.1118122 Maximum 

likelihood SNP tree 

against reference 

37272818 Psychrobacter Phage Encoding an Antibiotics 

Resistance Gene Represents a Novel Caudoviral 

Family 

2023 10.1128/spectrum.05335-22 
 

 



ΞΟΝ 
 

Appendix 2: Accession information, multilocus sequence types, phylogroups, date collected and food commodity metadata of 

the 1,067 complete Escherichia coli genomes generated within this study 

Genome Bioproject 
accession 

Accession Biosample 
Accession 

ST Phylogroup Date 
Collected 

Commodity 

EC18CH-0001-1 PRJNA1177805 SRR31116043 SAMN44451565 117 G 2018-05 Chicken 

EC18CH-0001-2 PRJNA1177805 SRR31116042 SAMN44451566 3107 A 2018-05 Chicken 

EC18CH-0001-3 PRJNA1177805 SRR31115257 SAMN44451567 10 A 2018-05 Chicken 

EC18CH-0001-4 PRJNA1177805 SRR31115788 SAMN44451568 191 A 2018-05 Chicken 

EC18CH-0002-1 PRJNA1177805 SRR31115195 SAMN44451569 3107 A 2018-05 Chicken 

EC18CH-0002-2 PRJNA1177805 SRR31115389 SAMN44451570 4038 B1 2018-05 Chicken 

EC18CH-0002-3 PRJNA1177805 SRR31115646 SAMN44451571 1485 F 2018-05 Chicken 

EC18CH-0002-4 PRJNA1177805 SRR31115888 SAMN44451572 1485 F 2018-05 Chicken 

EC18CH-0003-1 PRJNA1177805 SRR31115873 SAMN44451573 155 B1 2018-05 Chicken 

EC18CH-0003-2 PRJNA1177805 SRR31115284 SAMN44451574 155 B1 2018-05 Chicken 

EC18CH-0003-3 PRJNA1177805 SRR31116041 SAMN44451575 155 B1 2018-05 Chicken 

EC18CH-0003-4 PRJNA1177805 SRR31116030 SAMN44451576 155 B1 2018-05 Chicken 

EC18CH-0004-1 PRJNA1177805 SRR31116019 SAMN44451577 1611 B1 2018-05 Chicken 

EC18CH-0004-2 PRJNA1177805 SRR31115848 SAMN44451578 48 A 2018-05 Chicken 

EC18CH-0004-3 PRJNA1177805 SRR31115837 SAMN44451579 48 A 2018-05 Chicken 

EC18CH-0005-1 PRJNA1177805 SRR31115826 SAMN44451580 117 G 2018-05 Chicken 

EC18CH-0005-2 PRJNA1177805 SRR31115478 SAMN44451581 69 D 2018-05 Chicken 

EC18CH-0005-3 PRJNA1177805 SRR31115467 SAMN44451582 101 B1 2018-05 Chicken 

EC18CH-0005-4 PRJNA1177805 SRR31115456 SAMN44451583 117 G 2018-05 Chicken 

EC18CH-0006-1 PRJNA1177805 SRR31115268 SAMN44451584 1640 E 2018-05 Chicken 

EC18CH-0006-2 PRJNA1177805 SRR31115256 SAMN44451585 1 Novel A 2018-05 Chicken 

EC18CH-0006-3 PRJNA1177805 SRR31115245 SAMN44451586 1485 F 2018-05 Chicken 
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Appendix 2: Accession information, multilocus sequence types, phylogroups, date collected and food commodity metadata of 

the 1,067 complete Escherichia coli genomes generated within this study 

Genome Bioproject 
accession 

Accession Biosample 
Accession 

ST Phylogroup Date 
Collected 

Commodity 

EC18CH-0006-4 PRJNA1177805 SRR31116004 SAMN44451587 10 A 2018-05 Chicken 

EC18CH-0007-1 PRJNA1177805 SRR31115993 SAMN44451588 58 B1 2018-05 Chicken 

EC18CH-0007-2 PRJNA1177805 SRR31115982 SAMN44451589 1148 B1 2018-05 Chicken 

EC18CH-0007-3 PRJNA1177805 SRR31115233 SAMN44451590 1148 B1 2018-05 Chicken 

EC18CH-0007-4 PRJNA1177805 SRR31115222 SAMN44451591 58 B1 2018-05 Chicken 

EC18CH-0008-1 PRJNA1177805 SRR31115211 SAMN44451592 88 C 2018-05 Chicken 

EC18CH-0008-2 PRJNA1177805 SRR31115810 SAMN44451593 10 A 2018-05 Chicken 

EC18CH-0008-3 PRJNA1177805 SRR31115799 SAMN44451594 1148 B1 2018-05 Chicken 

EC18CH-0008-4 PRJNA1177805 SRR31115450 SAMN44451595 38 D 2018-05 Chicken 

EC18CH-0009-1 PRJNA1177805 SRR31115439 SAMN44451596 140 B2 2018-06 Chicken 

EC18CH-0009-2 PRJNA1177805 SRR31115428 SAMN44451597 57 E 2018-06 Chicken 

EC18CH-0009-3 PRJNA1177805 SRR31115786 SAMN44451598 23 C 2018-06 Chicken 

EC18CH-0010-1 PRJNA1177805 SRR31115775 SAMN44451599 1146 B1 2018-07 Chicken 

EC18CH-0010-2 PRJNA1177805 SRR31115764 SAMN44451600 1844 B1 2018-07 Chicken 

EC18CH-0010-3 PRJNA1177805 SRR31115977 SAMN44451601 106 D 2018-07 Chicken 

EC18CH-0010-4 PRJNA1177805 SRR31115966 SAMN44451602 2001 D 2018-07 Chicken 

EC18CH-0011-1 PRJNA1177805 SRR31115955 SAMN44451603 3090 B1 2018-08 Chicken 

EC18CH-0011-2 PRJNA1177805 SRR31115206 SAMN44451604 10 A 2018-08 Chicken 

EC18CH-0011-3 PRJNA1177805 SRR31115707 SAMN44451605 10 A 2018-08 Chicken 

EC18CH-0011-4 PRJNA1177805 SRR31115696 SAMN44451606 3858 B1 2018-08 Chicken 

EC18CH-0012-1 PRJNA1177805 SRR31115750 SAMN44451607 117 G 2018-08 Chicken 

EC18CH-0012-2 PRJNA1177805 SRR31115739 SAMN44451608 398 A 2018-08 Chicken 
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Appendix 2: Accession information, multilocus sequence types, phylogroups, date collected and food commodity metadata of 

the 1,067 complete Escherichia coli genomes generated within this study 

Genome Bioproject 
accession 

Accession Biosample 
Accession 

ST Phylogroup Date 
Collected 

Commodity 

EC18CH-0012-4 PRJNA1177805 SRR31115728 SAMN44451609 607 A 2018-08 Chicken 

EC18CH-0013-1 PRJNA1177805 SRR31115941 SAMN44451610 539 B1 2018-08 Chicken 

EC18CH-0013-2 PRJNA1177805 SRR31115930 SAMN44451611 539 B1 2018-08 Chicken 

EC18CH-0013-4 PRJNA1177805 SRR31115919 SAMN44451612 1158 E 2018-08 Chicken 

EC18CH-0014-1 PRJNA1177805 SRR31115411 SAMN44451613 1485 F 2018-08 Chicken 

EC18CH-0014-2 PRJNA1177805 SRR31115400 SAMN44451614 10 A 2018-08 Chicken 

EC18CH-0014-3 PRJNA1177805 SRR31115388 SAMN44451615 352 B2 2018-08 Chicken 

EC18CH-0014-4 PRJNA1177805 SRR31115377 SAMN44451616 352 B2 2018-08 Chicken 

EC18CH-0015-1 PRJNA1177805 SRR31115366 SAMN44451617 1056 B1 2018-08 Chicken 

EC18CH-0015-2 PRJNA1177805 SRR31115355 SAMN44451618 88 C 2018-08 Chicken 

EC18CH-0015-3 PRJNA1177805 SRR31115344 SAMN44451619 46 A 2018-08 Chicken 

EC18CH-0016-1 PRJNA1177805 SRR31115333 SAMN44451620 117 G 2018-09 Chicken 

EC18CH-0017-1 PRJNA1177805 SRR31115690 SAMN44451621 162 B1 2018-09 Chicken 

EC18CH-0018-1 PRJNA1177805 SRR31115679 SAMN44451622 57 E 2018-09 Chicken 

EC18CH-0019-1 PRJNA1177805 SRR31115668 SAMN44451623 1737 B1 2018-09 Chicken 

EC18CH-0022-1 PRJNA1177805 SRR31115657 SAMN44451624 101 B1 2018-09 Chicken 

EC18CH-0023-1 PRJNA1177805 SRR31115645 SAMN44451625 1844 B1 2018-09 Chicken 

EC18CH-0025-4 PRJNA1177805 SRR31115634 SAMN44451626 57 E 2018-09 Chicken 

EC18CH-0026-1 PRJNA1177805 SRR31115720 SAMN44451627 117 G 2018-09 Chicken 

EC18CH-0026-3 PRJNA1177805 SRR31115709 SAMN44451628 10 A 2018-09 Chicken 

EC18CH-0028-2 PRJNA1177805 SRR31115521 SAMN44451629 2520 B1 2018-09 Chicken 

EC18CH-0029-2 PRJNA1177805 SRR31115622 SAMN44451630 69 D 2018-09 Chicken 
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EC18CH-0029-3 PRJNA1177805 SRR31115611 SAMN44451631 752 A 2018-09 Chicken 

EC18CH-0029-4 PRJNA1177805 SRR31115600 SAMN44451632 117 G 2018-09 Chicken 

EC18CH-0030-2 PRJNA1177805 SRR31115910 SAMN44451633 2 Novel E 2018-09 Chicken 

EC18CH-0030-3 PRJNA1177805 SRR31115899 SAMN44451634 1485 F 2018-09 Chicken 

EC18CH-0030-4 PRJNA1177805 SRR31115887 SAMN44451635 224 B1 2018-09 Chicken 

EC18CH-0033-2 PRJNA1177805 SRR31115315 SAMN44451636 1163 G 2018-09 Chicken 

EC18CH-0040-1 PRJNA1177805 SRR31115304 SAMN44451637 641 B1 2018-10 Chicken 

EC18CH-0040-2 PRJNA1177805 SRR31115293 SAMN44451638 155 B1 2018-10 Chicken 

EC18CH-0041-1 PRJNA1177805 SRR31115506 SAMN44451639 3234 B1 2018-10 Chicken 

EC18CH-0041-2 PRJNA1177805 SRR31115495 SAMN44451640 212 B1 2018-10 Chicken 

EC18CH-0058-1 PRJNA1177805 SRR31115484 SAMN44451641 117 G 2018-10 Chicken 

EC18CH-0058-2 PRJNA1177805 SRR31115585 SAMN44451642 4674 G 2018-10 Chicken 

EC18CH-0059-1 PRJNA1177805 SRR31115574 SAMN44451643 117 G 2018-10 Chicken 

EC18CH-0059-2 PRJNA1177805 SRR31115563 SAMN44451644 69 D 2018-10 Chicken 

EC18CH-0066-1 PRJNA1177805 SRR31115872 SAMN44451645 155 B1 2018-10 Chicken 

EC18CH-0066-2 PRJNA1177805 SRR31115861 SAMN44451646 1172 B1 2018-10 Chicken 

EC18CH-0067-1 PRJNA1177805 SRR31115561 SAMN44451647 442 B1 2018-10 Chicken 

EC18CH-0067-2 PRJNA1177805 SRR31115550 SAMN44451648 162 B1 2018-10 Chicken 

EC18CH-0068-1 PRJNA1177805 SRR31115539 SAMN44451649 1304 B1 2018-10 Chicken 

EC18CH-0068-2 PRJNA1177805 SRR31115289 SAMN44451650 3 Novel B1 2018-10 Chicken 

EC18CH-0076-1 PRJNA1177805 SRR31115288 SAMN44451651 23 C 2018-11 Chicken 

EC18CH-0076-2 PRJNA1177805 SRR31115287 SAMN44451652 117 G 2018-11 Chicken 
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EC18CH-0077-1 PRJNA1177805 SRR31115286 SAMN44451653 140 B2 2018-11 Chicken 

EC18CH-0077-2 PRJNA1177805 SRR31115285 SAMN44451654 135 B2 2018-11 Chicken 

EC18CH-0080-1 PRJNA1177805 SRR31115283 SAMN44451655 117 G 2018-11 Chicken 

EC18CH-0080-2 PRJNA1177805 SRR31115282 SAMN44451656 1172 B1 2018-11 Chicken 

EC18CH-0081-1 PRJNA1177805 SRR31115281 SAMN44451657 5203 B1 2018-11 Chicken 

EC18CH-0081-2 PRJNA1177805 SRR31115280 SAMN44451658 162 B1 2018-11 Chicken 

EC18CH-0083-1 PRJNA1177805 SRR31115279 SAMN44451659 6286 G 2018-11 Chicken 

EC18CH-0083-2 PRJNA1177805 SRR31115278 SAMN44451660 155 B1 2018-11 Chicken 

EC18CH-0090-1 PRJNA1177805 SRR31115277 SAMN44451661 1276 F 2018-11 Chicken 

EC18CH-0090-2 PRJNA1177805 SRR31115276 SAMN44451662 4 Novel B1 2018-11 Chicken 

EC18CH-0091-1 PRJNA1177805 SRR31115275 SAMN44451663 1485 F 2018-11 Chicken 

EC18CH-0091-2 PRJNA1177805 SRR31115274 SAMN44451664 117 G 2018-11 Chicken 

EC18CH-0092-1 PRJNA1177805 SRR31116040 SAMN44451665 1485 F 2018-11 Chicken 

EC18CH-0092-2 PRJNA1177805 SRR31116039 SAMN44451666 744 A 2018-11 Chicken 

EC18CH-0093-1 PRJNA1177805 SRR31116038 SAMN44451667 2792 E 2018-11 Chicken 

EC18CH-0093-2 PRJNA1177805 SRR31116037 SAMN44451668 2792 E 2018-11 Chicken 

EC18CH-0094-1 PRJNA1177805 SRR31116036 SAMN44451669 95 B2 2018-11 Chicken 

EC18CH-0094-2 PRJNA1177805 SRR31116035 SAMN44451670 1485 F 2018-11 Chicken 

EC18CH-0099-1 PRJNA1177805 SRR31116034 SAMN44451671 4 Novel B1 2018-12 Chicken 

EC18CH-0099-2 PRJNA1177805 SRR31116033 SAMN44451672 1775 E 2018-12 Chicken 

EC18CH-0100-1 PRJNA1177805 SRR31116032 SAMN44451673 1483 B1 2018-12 Chicken 

EC18CH-0100-2 PRJNA1177805 SRR31116031 SAMN44451674 1775 E 2018-12 Chicken 
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EC18CH-0103-1 PRJNA1177805 SRR31116029 SAMN44451675 117 G 2018-12 Chicken 

EC18CH-0103-2 PRJNA1177805 SRR31116028 SAMN44451676 2705 A 2018-12 Chicken 

EC18CH-0106-1 PRJNA1177805 SRR31116027 SAMN44451677 2772 B1 2018-12 Chicken 

EC18CH-0106-2 PRJNA1177805 SRR31116026 SAMN44451678 665 A 2018-12 Chicken 

EC18CH-0107-1 PRJNA1177805 SRR31116025 SAMN44451679 154 B1 2018-12 Chicken 

EC18CH-0107-2 PRJNA1177805 SRR31116024 SAMN44451680 154 B1 2018-12 Chicken 

EC18CH-0120-1 PRJNA1177805 SRR31116023 SAMN44451681 1011 D 2019-01 Chicken 

EC18CH-0120-2 PRJNA1177805 SRR31116022 SAMN44451682 1775 E 2019-01 Chicken 

EC18CH-0121-1 PRJNA1177805 SRR31116021 SAMN44451683 135 B2 2019-01 Chicken 

EC18CH-0121-2 PRJNA1177805 SRR31116020 SAMN44451684 10 A 2019-01 Chicken 

EC18CH-0122-1 PRJNA1177805 SRR31116018 SAMN44451685 752 A 2019-01 Chicken 

EC18CH-0122-2 PRJNA1177805 SRR31116017 SAMN44451686 135 B2 2019-01 Chicken 

EC18CH-0123-2 PRJNA1177805 SRR31116016 SAMN44451687 1049 B1 2019-01 Chicken 

EC18CH-0124-2 PRJNA1177805 SRR31116015 SAMN44451688 2171 F 2019-01 Chicken 

EC18CH-0126-1 PRJNA1177805 SRR31116014 SAMN44451689 2599 B1 2019-01 Chicken 

EC18CH-0127-2 PRJNA1177805 SRR31116013 SAMN44451690 359 B1 2019-01 Chicken 

EC18CH-0128-1 PRJNA1177805 SRR31116012 SAMN44451691 1286 A 2019-01 Chicken 

EC18CH-0128-2 PRJNA1177805 SRR31115851 SAMN44451692 5796 G 2019-01 Chicken 

EC18CH-0130-1 PRJNA1177805 SRR31115850 SAMN44451693 117 G 2019-01 Chicken 

EC18CH-0130-2 PRJNA1177805 SRR31115849 SAMN44451694 4162 B1 2019-01 Chicken 

EC18CH-0132-1 PRJNA1177805 SRR31115847 SAMN44451695 1844 B1 2019-01 Chicken 

EC18CH-0132-2 PRJNA1177805 SRR31115846 SAMN44451696 1844 B1 2019-01 Chicken 
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EC18CH-0133-2 PRJNA1177805 SRR31115845 SAMN44451697 1148 B1 2019-01 Chicken 

EC18CH-0135-2 PRJNA1177805 SRR31115844 SAMN44451698 40 B1 2019-01 Chicken 

EC18CH-0137-2 PRJNA1177805 SRR31115843 SAMN44451699 1011 D 2019-02 Chicken 

EC18CH-0138-1 PRJNA1177805 SRR31115842 SAMN44451700 117 G 2019-02 Chicken 

EC18CH-0138-2 PRJNA1177805 SRR31115841 SAMN44451701 4993 D 2019-02 Chicken 

EC18CH-0139-1 PRJNA1177805 SRR31115840 SAMN44451702 117 G 2019-02 Chicken 

EC18CH-0139-2 PRJNA1177805 SRR31115839 SAMN44451703 58 B1 2019-02 Chicken 

EC18CH-0140-1 PRJNA1177805 SRR31115838 SAMN44451704 10 A 2019-02 Chicken 

EC18CH-0140-2 PRJNA1177805 SRR31115836 SAMN44451705 10 A 2019-02 Chicken 

EC18CH-0141-2 PRJNA1177805 SRR31115835 SAMN44451706 117 G 2019-02 Chicken 

EC18CH-0144-1 PRJNA1177805 SRR31115834 SAMN44451707 5 Novel G 2019-02 Chicken 

EC18CH-0144-2 PRJNA1177805 SRR31115833 SAMN44451708 297 B1 2019-02 Chicken 

EC18CH-0148-1 PRJNA1177805 SRR31115832 SAMN44451709 10 A 2019-02 Chicken 

EC18CH-0148-2 PRJNA1177805 SRR31115831 SAMN44451710 162 B1 2019-02 Chicken 

EC18CH-0149-1 PRJNA1177805 SRR31115830 SAMN44451711 58 B1 2019-02 Chicken 

EC18CH-0149-2 PRJNA1177805 SRR31115829 SAMN44451712 1286 A 2019-02 Chicken 

EC18CH-0154-1 PRJNA1177805 SRR31115828 SAMN44451713 162 B1 2019-02 Chicken 

EC18CH-0154-2 PRJNA1177805 SRR31115827 SAMN44451714 162 B1 2019-02 Chicken 

EC18CH-0155-1 PRJNA1177805 SRR31115825 SAMN44451715 174 G 2019-02 Chicken 

EC18CH-0155-2 PRJNA1177805 SRR31115824 SAMN44451716 457 F 2019-02 Chicken 

EC18CH-0176-1 PRJNA1177805 SRR31115823 SAMN44451717 350 E 2019-04 Chicken 

EC18CH-0176-2 PRJNA1177805 SRR31115822 SAMN44451718 355 B2 2019-04 Chicken 
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EC18CH-0192-1 PRJNA1107692 SRR28893365 SAMN41200024 6 Novel C 2019-05 Chicken 

EC18CH-0192-2 PRJNA1107692 SRR28893364 SAMN41200025 10 A 2019-05 Chicken 

EC18CH-0192-3 PRJNA1107692 SRR28893221 SAMN41200026 10 A 2019-05 Chicken 

EC18CH-0192-4 PRJNA1107692 SRR28893323 SAMN41200027 1485 F 2019-05 Chicken 

EC18CH-0195-1 PRJNA1107692 SRR28893312 SAMN41200028 117 G 2019-05 Chicken 

EC18CH-0195-2 PRJNA1107692 SRR28893301 SAMN41200029 57 E 2019-05 Chicken 

EC18CH-0195-3 PRJNA1107692 SRR28893258 SAMN41200030 117 G 2019-05 Chicken 

EC18CH-0195-4 PRJNA1107692 SRR28893247 SAMN41200031 7 Novel B1 2019-05 Chicken 

EC18CH-0201-1 PRJNA1107692 SRR28893236 SAMN41200032 117 G 2019-06 Chicken 

EC18CH-0201-2 PRJNA1107692 SRR28893376 SAMN41200033 355 B2 2019-06 Chicken 

EC18CH-0201-3 PRJNA1107692 SRR28893363 SAMN41200034 4038 B1 2019-06 Chicken 

EC18CH-0201-4 PRJNA1107692 SRR28893439 SAMN41200035 3006 A 2019-06 Chicken 

EC18CH-0202-1 PRJNA1107692 SRR28893428 SAMN41200036 88 C 2019-06 Chicken 

EC18CH-0202-2 PRJNA1107692 SRR28893417 SAMN41200037 4162 B1 2019-06 Chicken 

EC18CH-0202-3 PRJNA1107692 SRR28893351 SAMN41200038 88 C 2019-06 Chicken 

EC18CH-0212-1 PRJNA1107692 SRR28893340 SAMN41200039 8 Novel A 2019-06 Chicken 

EC18CH-0212-2 PRJNA1107692 SRR28893297 SAMN41200040 8 Novel A 2019-06 Chicken 

EC18CH-0212-3 PRJNA1107692 SRR28893286 SAMN41200041 8 Novel A 2019-06 Chicken 

EC18CH-0212-4 PRJNA1107692 SRR28893275 SAMN41200042 155 B1 2019-06 Chicken 

EC18CH-0215-1 PRJNA1107692 SRR28893232 SAMN41200043 354 F 2019-06 Chicken 

EC18CH-0215-2 PRJNA1107692 SRR28893220 SAMN41200044 1844 B1 2019-06 Chicken 

EC18CH-0215-3 PRJNA1107692 SRR28893209 SAMN41200045 354 F 2019-06 Chicken 
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EC18CH-0215-4 PRJNA1107692 SRR28893413 SAMN41200046 1146 B1 2019-06 Chicken 

EC18CH-0216-1 PRJNA1107692 SRR28893402 SAMN41200047 1163 G 2019-06 Chicken 

EC18CH-0216-2 PRJNA1107692 SRR28893391 SAMN41200048 101 B1 2019-06 Chicken 

EC18CH-0216-3 PRJNA1107692 SRR28893328 SAMN41200049 117 G 2019-06 Chicken 

EC18CH-0216-4 PRJNA1107692 SRR28893327 SAMN41200050 117 G 2019-06 Chicken 

EC18CH-0222-1 PRJNA1177805 SRR31115821 SAMN44451719 162 B1 2019-06 Chicken 

EC18CH-0222-2 PRJNA1177805 SRR31115820 SAMN44451720 101 B1 2019-06 Chicken 

EC18CH-0223-1 PRJNA1107692 SRR28893326 SAMN41200051 1485 F 2019-06 Chicken 

EC18CH-0223-2 PRJNA1107692 SRR28893325 SAMN41200052 1485 F 2019-06 Chicken 

EC18CH-0223-3 PRJNA1107692 SRR28893324 SAMN41200053 1170 B2 2019-06 Chicken 

EC18CH-0223-4 PRJNA1107692 SRR28893322 SAMN41200054 1485 F 2019-06 Chicken 

EC18CH-0224-1 PRJNA1107692 SRR28893321 SAMN41200055 101 B1 2019-07 Chicken 

EC18CH-0224-2 PRJNA1107692 SRR28893320 SAMN41200056 101 B1 2019-07 Chicken 

EC18CH-0224-3 PRJNA1107692 SRR28893319 SAMN41200057 101 B1 2019-07 Chicken 

EC18CH-0224-4 PRJNA1107692 SRR28893318 SAMN41200058 101 B1 2019-07 Chicken 

EC18CH-0225-1 PRJNA1177805 SRR31115482 SAMN44451721 401 A 2019-07 Chicken 

EC18CH-0225-2 PRJNA1177805 SRR31115481 SAMN44451722 401 A 2019-07 Chicken 

EC18CH-0232-1 PRJNA1107692 SRR28893317 SAMN41200059 88 C 2019-07 Chicken 

EC18CH-0232-2 PRJNA1107692 SRR28893316 SAMN41200060 117 G 2019-07 Chicken 

EC18CH-0232-3 PRJNA1107692 SRR28893315 SAMN41200061 117 G 2019-07 Chicken 

EC18CH-0232-4 PRJNA1107692 SRR28893314 SAMN41200062 2722 B1 2019-07 Chicken 

EC18CH-0234-1 PRJNA1177805 SRR31115480 SAMN44451723 2280 B1 2019-07 Chicken 
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EC18CH-0234-2 PRJNA1177805 SRR31115479 SAMN44451724 2280 B1 2019-07 Chicken 

EC18CH-0235-1 PRJNA1107692 SRR28893313 SAMN41200063 1844 B1 2019-07 Chicken 

EC18CH-0235-2 PRJNA1107692 SRR28893311 SAMN41200064 1844 B1 2019-07 Chicken 

EC18CH-0235-3 PRJNA1107692 SRR28893310 SAMN41200065 1844 B1 2019-07 Chicken 

EC18CH-0235-4 PRJNA1107692 SRR28893309 SAMN41200066 115 D 2019-07 Chicken 

EC18CH-0242-1 PRJNA1177805 SRR31115477 SAMN44451725 1140 D 2019-08 Chicken 

EC18CH-0242-2 PRJNA1177805 SRR31115476 SAMN44451726 10 A 2019-08 Chicken 

EC18CH-0243-1 PRJNA1107692 SRR28893308 SAMN41200067 540 A 2019-08 Chicken 

EC18CH-0243-2 PRJNA1107692 SRR28893307 SAMN41200068 10 A 2019-08 Chicken 

EC18CH-0243-3 PRJNA1107692 SRR28893306 SAMN41200069 1684 A 2019-08 Chicken 

EC18CH-0243-4 PRJNA1107692 SRR28893305 SAMN41200070 88 C 2019-08 Chicken 

EC18CH-0245-1 PRJNA1107692 SRR28893304 SAMN41200071 155 B1 2019-08 Chicken 

EC18CH-0245-2 PRJNA1107692 SRR28893303 SAMN41200072 162 B1 2019-08 Chicken 

EC18CH-0245-3 PRJNA1107692 SRR28893302 SAMN41200073 212 B1 2019-08 Chicken 

EC18CH-0245-4 PRJNA1107692 SRR28893300 SAMN41200074 93 A 2019-08 Chicken 

EC18CH-0248-1 PRJNA1177805 SRR31115475 SAMN44451727 10 A 2019-08 Chicken 

EC18CH-0248-2 PRJNA1177805 SRR31115474 SAMN44451728 9 Novel B1 2019-08 Chicken 

EC18CH-0249-1 PRJNA1177805 SRR31115473 SAMN44451729 117 G 2019-08 Chicken 

EC18CH-0249-2 PRJNA1177805 SRR31115472 SAMN44451730 533 B1 2019-08 Chicken 

EC18CH-0251-1 PRJNA1107692 SRR28893299 SAMN41200075 124 B1 2019-08 Chicken 

EC18CH-0251-2 PRJNA1107692 SRR28893298 SAMN41200076 124 B1 2019-08 Chicken 

EC18CH-0251-3 PRJNA1107692 SRR28893265 SAMN41200077 57 E 2019-08 Chicken 
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EC18CH-0251-4 PRJNA1107692 SRR28893264 SAMN41200078 117 G 2019-08 Chicken 

EC18CH-0252-2 PRJNA1177805 SRR31115471 SAMN44451731 117 G 2019-08 Chicken 

EC18CH-0253-2 PRJNA1177805 SRR31115470 SAMN44451732 101 B1 2019-08 Chicken 

EC18CH-0254-1 PRJNA1177805 SRR31115469 SAMN44451733 10 A 2019-08 Chicken 

EC18CH-0254-2 PRJNA1177805 SRR31115468 SAMN44451734 156 B1 2019-08 Chicken 

EC18CH-0255-1 PRJNA1177805 SRR31115466 SAMN44451735 10 A 2019-08 Chicken 

EC18CH-0255-2 PRJNA1177805 SRR31115465 SAMN44451736 224 B1 2019-08 Chicken 

EC18CH-0256-1 PRJNA1177805 SRR31115464 SAMN44451737 212 B1 2019-09 Chicken 

EC18CH-0256-2 PRJNA1177805 SRR31115463 SAMN44451738 6635 A 2019-09 Chicken 

EC18CH-0257-1 PRJNA1177805 SRR31115462 SAMN44451739 1276 F 2019-09 Chicken 

EC18CH-0257-2 PRJNA1177805 SRR31115461 SAMN44451740 10 A 2019-09 Chicken 

EC18CH-0258-1 PRJNA1177805 SRR31115460 SAMN44451741 88 C 2019-09 Chicken 

EC18CH-0258-2 PRJNA1177805 SRR31115459 SAMN44451742 88 C 2019-09 Chicken 

EC18CH-0259-2 PRJNA1177805 SRR31115458 SAMN44451743 69 D 2019-09 Chicken 

EC18CH-0260-1 PRJNA1177805 SRR31115457 SAMN44451744 5375 D 2019-09 Chicken 

EC18CH-0260-2 PRJNA1177805 SRR31115455 SAMN44451745 117 G 2019-09 Chicken 

EC18CH-0261-1 PRJNA1177805 SRR31115454 SAMN44451746 442 B1 2019-09 Chicken 

EC18CH-0261-2 PRJNA1177805 SRR31115453 SAMN44451747 155 B1 2019-09 Chicken 

EC18CH-0262-1 PRJNA1177805 SRR31115452 SAMN44451748 297 B1 2019-09 Chicken 

EC18CH-0262-2 PRJNA1177805 SRR31115451 SAMN44451749 297 B1 2019-09 Chicken 

EC18CH-0263-1 PRJNA1177805 SRR31115273 SAMN44451750 58 B1 2019-09 Chicken 

EC18CH-0263-2 PRJNA1177805 SRR31115272 SAMN44451751 602 B1 2019-09 Chicken 
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EC18CH-0264-1 PRJNA1107692 SRR28893263 SAMN41200079 351 B1 2019-09 Chicken 

EC18CH-0264-2 PRJNA1107692 SRR28893262 SAMN41200080 2973 A 2019-09 Chicken 

EC18CH-0264-3 PRJNA1107692 SRR28893261 SAMN41200081 1158 E 2019-09 Chicken 

EC18CH-0264-4 PRJNA1107692 SRR28893260 SAMN41200082 117 G 2019-09 Chicken 

EC18CH-0265-1 PRJNA1177805 SRR31115271 SAMN44451752 1011 D 2019-09 Chicken 

EC18CH-0265-2 PRJNA1177805 SRR31115270 SAMN44451753 57 E 2019-09 Chicken 

EC18CH-0266-1 PRJNA1107692 SRR28893259 SAMN41200083 648 F 2019-09 Chicken 

EC18CH-0266-2 PRJNA1107692 SRR28893257 SAMN41200084 101 B1 2019-09 Chicken 

EC18CH-0266-3 PRJNA1107692 SRR28893256 SAMN41200085 135 B2 2019-09 Chicken 

EC18CH-0266-4 PRJNA1107692 SRR28893255 SAMN41200086 648 F 2019-09 Chicken 

EC18CH-0267-1 PRJNA1177805 SRR31115269 SAMN44451754 10 A 2019-09 Chicken 

EC18CH-0267-2 PRJNA1177805 SRR31115267 SAMN44451755 10 A 2019-09 Chicken 

EC18CH-0269-1 PRJNA1177805 SRR31115266 SAMN44451756 57 E 2019-09 Chicken 

EC18CH-0269-2 PRJNA1177805 SRR31115265 SAMN44451757 117 G 2019-09 Chicken 

EC18CH-0270-1 PRJNA1107692 SRR28893254 SAMN41200087 23 C 2019-09 Chicken 

EC18CH-0270-2 PRJNA1107692 SRR28893253 SAMN41200088 101 B1 2019-09 Chicken 

EC18CH-0270-3 PRJNA1107692 SRR28893252 SAMN41200089 23 C 2019-09 Chicken 

EC18CH-0270-4 PRJNA1107692 SRR28893251 SAMN41200090 23 C 2019-09 Chicken 

EC18CH-0271-1 PRJNA1177805 SRR31115264 SAMN44451758 162 B1 2019-09 Chicken 

EC18CH-0271-2 PRJNA1177805 SRR31115263 SAMN44451759 162 B1 2019-09 Chicken 

EC18CH-0273-1 PRJNA1107692 SRR28893250 SAMN41200091 3549 B1 2019-09 Chicken 

EC18CH-0273-2 PRJNA1107692 SRR28893249 SAMN41200092 57 E 2019-09 Chicken 
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EC18CH-0273-3 PRJNA1107692 SRR28893248 SAMN41200093 57 E 2019-09 Chicken 

EC18CH-0273-4 PRJNA1107692 SRR28893246 SAMN41200094 57 E 2019-09 Chicken 

EC18CH-0274-1 PRJNA1177805 SRR31115262 SAMN44451760 69 D 2019-09 Chicken 

EC18CH-0274-2 PRJNA1177805 SRR31115261 SAMN44451761 2473 B1 2019-09 Chicken 

EC18CH-0275-1 PRJNA1177805 SRR31115260 SAMN44451762 162 B1 2019-09 Chicken 

EC18CH-0275-2 PRJNA1177805 SRR31115259 SAMN44451763 348 B1 2019-09 Chicken 

EC18CH-0276-1 PRJNA1107692 SRR28893245 SAMN41200095 6664 D 2019-09 Chicken 

EC18CH-0276-2 PRJNA1107692 SRR28893244 SAMN41200096 602 B1 2019-09 Chicken 

EC18CH-0276-3 PRJNA1107692 SRR28893243 SAMN41200097 665 A 2019-09 Chicken 

EC18CH-0276-4 PRJNA1107692 SRR28893242 SAMN41200098 155 B1 2019-09 Chicken 

EC18CH-0279-1 PRJNA1107692 SRR28893241 SAMN41200099 1775 E 2019-09 Chicken 

EC18CH-0279-2 PRJNA1107692 SRR28893240 SAMN41200100 373 A 2019-09 Chicken 

EC18CH-0279-3 PRJNA1107692 SRR28893239 SAMN41200101 1551 E 2019-09 Chicken 

EC18CH-0279-4 PRJNA1107692 SRR28893238 SAMN41200102 847 B1 2019-09 Chicken 

EC18CH-0280-1 PRJNA1107692 SRR28893237 SAMN41200103 1049 B1 2019-10 Chicken 

EC18CH-0280-2 PRJNA1107692 SRR28893235 SAMN41200104 117 G 2019-10 Chicken 

EC18CH-0280-3 PRJNA1107692 SRR28893234 SAMN41200105 665 A 2019-10 Chicken 

EC18CH-0281-1 PRJNA1177805 SRR31115258 SAMN44451764 677 B1 2019-10 Chicken 

EC18CH-0282-1 PRJNA1107692 SRR28893384 SAMN41200106 117 G 2019-10 Chicken 

EC18CH-0282-2 PRJNA1107692 SRR28893383 SAMN41200107 117 G 2019-10 Chicken 

EC18CH-0282-3 PRJNA1107692 SRR28893382 SAMN41200108 117 G 2019-10 Chicken 

EC18CH-0282-4 PRJNA1107692 SRR28893381 SAMN41200109 1594 A 2019-10 Chicken 



ΞΠΠ 
 

Appendix 2: Accession information, multilocus sequence types, phylogroups, date collected and food commodity metadata of 

the 1,067 complete Escherichia coli genomes generated within this study 

Genome Bioproject 
accession 

Accession Biosample 
Accession 

ST Phylogroup Date 
Collected 

Commodity 

EC18CH-0283-2 PRJNA1177805 SRR31115255 SAMN44451765 7013 A 2019-10 Chicken 

EC18CH-0288-1 PRJNA1107692 SRR28893380 SAMN41200110 744 A 2019-10 Chicken 

EC18CH-0288-2 PRJNA1107692 SRR28893379 SAMN41200111 2040 A 2019-10 Chicken 

EC18CH-0288-3 PRJNA1107692 SRR28893378 SAMN41200112 744 A 2019-10 Chicken 

EC18CH-0288-4 PRJNA1107692 SRR28893377 SAMN41200113 2599 B1 2019-10 Chicken 

EC18CH-0293-1 PRJNA1107692 SRR28893375 SAMN41200114 8874 B2 2019-10 Chicken 

EC18CH-0293-2 PRJNA1107692 SRR28893374 SAMN41200115 8874 B2 2019-10 Chicken 

EC18CH-0293-3 PRJNA1107692 SRR28893373 SAMN41200116 8874 B2 2019-10 Chicken 

EC18CH-0293-4 PRJNA1107692 SRR28893372 SAMN41200117 135 B2 2019-10 Chicken 

EC18CH-0302-1 PRJNA1107692 SRR28893371 SAMN41200118 117 G 2019-11 Chicken 

EC18CH-0302-2 PRJNA1107692 SRR28893370 SAMN41200119 117 G 2019-11 Chicken 

EC18CH-0302-3 PRJNA1107692 SRR28893369 SAMN41200120 8611 B2 2019-11 Chicken 

EC18CH-0302-4 PRJNA1107692 SRR28893368 SAMN41200121 117 G 2019-11 Chicken 

EC18CH-0306-1 PRJNA1107692 SRR28893367 SAMN41200122 10 A 2019-11 Chicken 

EC18CH-0306-2 PRJNA1107692 SRR28893366 SAMN41200123 10 
Novel 

A 2019-11 Chicken 

EC18CH-0306-3 PRJNA1107692 SRR28893362 SAMN41200124 10 
Novel 

A 2019-11 Chicken 

EC18CH-0306-4 PRJNA1107692 SRR28893448 SAMN41200125 206 A 2019-11 Chicken 

EC18CH-0310-1 PRJNA1107692 SRR28893447 SAMN41200126 8611 B2 2019-11 Chicken 

EC18CH-0310-2 PRJNA1107692 SRR28893446 SAMN41200127 57 E 2019-11 Chicken 

EC18CH-0310-3 PRJNA1107692 SRR28893445 SAMN41200128 131 B2 2019-11 Chicken 

EC18CH-0311-1 PRJNA1107692 SRR28893444 SAMN41200129 48 A 2019-11 Chicken 



ΞΠΡ 
 

Appendix 2: Accession information, multilocus sequence types, phylogroups, date collected and food commodity metadata of 

the 1,067 complete Escherichia coli genomes generated within this study 

Genome Bioproject 
accession 

Accession Biosample 
Accession 

ST Phylogroup Date 
Collected 

Commodity 

EC18CH-0311-2 PRJNA1107692 SRR28893443 SAMN41200130 58 B1 2019-11 Chicken 

EC18CH-0311-3 PRJNA1107692 SRR28893442 SAMN41200131 351 B1 2019-11 Chicken 

EC18CH-0311-4 PRJNA1107692 SRR28893441 SAMN41200132 641 B1 2019-11 Chicken 

EC18LG-0001-1 PRJNA1177805 SRR31115254 SAMN44451766 6422 B1 2018-05 Leafy_Greens 

EC18LG-0001-2 PRJNA1177805 SRR31115253 SAMN44451767 1723 B1 2018-05 Leafy_Greens 

EC18LG-0001-3 PRJNA1177805 SRR31115252 SAMN44451768 212 B1 2018-05 Leafy_Greens 

EC18LG-0001-4 PRJNA1177805 SRR31115251 SAMN44451769 6422 B1 2018-05 Leafy_Greens 

EC18LG-0003-1 PRJNA1177805 SRR31115250 SAMN44451770 452 B2 2018-05 Leafy_Greens 

EC18LG-0003-2 PRJNA1177805 SRR31115249 SAMN44451771 452 B2 2018-05 Leafy_Greens 

EC18LG-0003-3 PRJNA1177805 SRR31115248 SAMN44451772 452 B2 2018-05 Leafy_Greens 

EC18LG-0003-4 PRJNA1177805 SRR31115247 SAMN44451773 452 B2 2018-05 Leafy_Greens 

EC18LG-0005-1 PRJNA1177805 SRR31115246 SAMN44451774 10 A 2018-05 Leafy_Greens 

EC18LG-0005-2 PRJNA1177805 SRR31115244 SAMN44451775 10 A 2018-05 Leafy_Greens 

EC18LG-0010-1 PRJNA1177805 SRR31115243 SAMN44451776 1421 A 2018-07 Leafy_Greens 

EC18LG-0010-2 PRJNA1177805 SRR31115242 SAMN44451777 1421 A 2018-07 Leafy_Greens 

EC18LG-0010-3 PRJNA1177805 SRR31116011 SAMN44451778 642 B1 2018-07 Leafy_Greens 

EC18LG-0010-4 PRJNA1177805 SRR31116010 SAMN44451779 1421 A 2018-07 Leafy_Greens 

EC18LG-0011-1 PRJNA1177805 SRR31116009 SAMN44451780 939 A 2018-08 Leafy_Greens 

EC18LG-0011-2 PRJNA1177805 SRR31116008 SAMN44451781 939 A 2018-08 Leafy_Greens 

EC18LG-0011-3 PRJNA1177805 SRR31116007 SAMN44451782 939 A 2018-08 Leafy_Greens 

EC18LG-0011-4 PRJNA1177805 SRR31116006 SAMN44451783 939 A 2018-08 Leafy_Greens 

EC18LG-0013-1 PRJNA1177805 SRR31116005 SAMN44451784 937 B1 2018-08 Leafy_Greens 
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Appendix 2: Accession information, multilocus sequence types, phylogroups, date collected and food commodity metadata of 

the 1,067 complete Escherichia coli genomes generated within this study 

Genome Bioproject 
accession 

Accession Biosample 
Accession 

ST Phylogroup Date 
Collected 

Commodity 

EC18LG-0013-2 PRJNA1177805 SRR31116003 SAMN44451785 937 B1 2018-08 Leafy_Greens 

EC18LG-0013-3 PRJNA1177805 SRR31116002 SAMN44451786 937 B1 2018-08 Leafy_Greens 

EC18LG-0013-4 PRJNA1177805 SRR31116001 SAMN44451787 937 B1 2018-08 Leafy_Greens 

EC18LG-0014-1 PRJNA1177805 SRR31116000 SAMN44451788 906 B1 2018-08 Leafy_Greens 

EC18LG-0014-2 PRJNA1177805 SRR31115999 SAMN44451789 906 B1 2018-08 Leafy_Greens 

EC18LG-0014-3 PRJNA1177805 SRR31115998 SAMN44451790 906 B1 2018-08 Leafy_Greens 

EC18LG-0014-4 PRJNA1177805 SRR31115997 SAMN44451791 906 B1 2018-08 Leafy_Greens 

EC18LG-0016-1 PRJNA1177805 SRR31115996 SAMN44451792 2144 B1 2018-09 Leafy_Greens 

EC18LG-0016-2 PRJNA1177805 SRR31115995 SAMN44451793 69 D 2018-09 Leafy_Greens 

EC18LG-0016-3 PRJNA1177805 SRR31115994 SAMN44451794 349 D 2018-09 Leafy_Greens 

EC18LG-0016-4 PRJNA1177805 SRR31115992 SAMN44451795 349 D 2018-09 Leafy_Greens 

EC18LG-0017-1 PRJNA1177805 SRR31115991 SAMN44451796 11 
Novel 

D 2018-09 Leafy_Greens 

EC18LG-0017-2 PRJNA1177805 SRR31115990 SAMN44451797 11 
Novel 

D 2018-09 Leafy_Greens 

EC18LG-0017-3 PRJNA1177805 SRR31115989 SAMN44451798 11 
Novel 

D 2018-09 Leafy_Greens 

EC18LG-0017-4 PRJNA1177805 SRR31115988 SAMN44451799 11 
Novel 

D 2018-09 Leafy_Greens 

EC18LG-0018-1 PRJNA1177805 SRR31115987 SAMN44451800 1148 B1 2018-09 Leafy_Greens 

EC18LG-0018-2 PRJNA1177805 SRR31115986 SAMN44451801 1148 B1 2018-09 Leafy_Greens 

EC18LG-0018-3 PRJNA1177805 SRR31115985 SAMN44451802 1148 B1 2018-09 Leafy_Greens 

EC18LG-0018-4 PRJNA1177805 SRR31115984 SAMN44451803 1148 B1 2018-09 Leafy_Greens 

EC18LG-0019-1 PRJNA1177805 SRR31115983 SAMN44451804 1049 B1 2018-09 Leafy_Greens 



ΞΠΤ 
 

Appendix 2: Accession information, multilocus sequence types, phylogroups, date collected and food commodity metadata of 

the 1,067 complete Escherichia coli genomes generated within this study 

Genome Bioproject 
accession 

Accession Biosample 
Accession 

ST Phylogroup Date 
Collected 

Commodity 

EC18LG-0020-1 PRJNA1177805 SRR31115981 SAMN44451805 906 B1 2018-09 Leafy_Greens 

EC18LG-0020-2 PRJNA1177805 SRR31115980 SAMN44451806 906 B1 2018-09 Leafy_Greens 

EC18LG-0020-3 PRJNA1177805 SRR31115241 SAMN44451807 906 B1 2018-09 Leafy_Greens 

EC18LG-0020-4 PRJNA1177805 SRR31115240 SAMN44451808 12 
Novel 

B1 2018-09 Leafy_Greens 

EC18LG-0021-1 PRJNA1177805 SRR31115239 SAMN44451809 1730 B1 2018-09 Leafy_Greens 

EC18LG-0021-2 PRJNA1177805 SRR31115238 SAMN44451810 4038 B1 2018-09 Leafy_Greens 

EC18LG-0021-3 PRJNA1177805 SRR31115237 SAMN44451811 13 
Novel 

B1 2018-09 Leafy_Greens 

EC18LG-0021-4 PRJNA1177805 SRR31115236 SAMN44451812 2005 B1 2018-09 Leafy_Greens 

EC18LG-0022-1 PRJNA1177805 SRR31115235 SAMN44451813 2602 B1 2018-09 Leafy_Greens 

EC18LG-0024-1 PRJNA1177805 SRR31115234 SAMN44451814 219 E 2018-09 Leafy_Greens 

EC18LG-0024-2 PRJNA1177805 SRR31115232 SAMN44451815 219 E 2018-09 Leafy_Greens 

EC18LG-0024-3 PRJNA1177805 SRR31115231 SAMN44451816 1858 B2 2018-09 Leafy_Greens 

EC18LG-0024-4 PRJNA1177805 SRR31115230 SAMN44451817 219 E 2018-09 Leafy_Greens 

EC18LG-0026-1 PRJNA1177805 SRR31115229 SAMN44451818 4197 E 2018-09 Leafy_Greens 

EC18LG-0026-2 PRJNA1177805 SRR31115228 SAMN44451819 14 
Novel 

A 2018-09 Leafy_Greens 

EC18LG-0026-3 PRJNA1177805 SRR31115227 SAMN44451820 1049 B1 2018-09 Leafy_Greens 

EC18LG-0026-4 PRJNA1177805 SRR31115226 SAMN44451821 4197 E 2018-09 Leafy_Greens 

EC18LG-0028-1 PRJNA1177805 SRR31115225 SAMN44451822 2161 B1 2018-09 Leafy_Greens 

EC18LG-0028-2 PRJNA1177805 SRR31115224 SAMN44451823 2161 B1 2018-09 Leafy_Greens 

EC18LG-0028-3 PRJNA1177805 SRR31115223 SAMN44451824 2161 B1 2018-09 Leafy_Greens 



ΞΠΥ 
 

Appendix 2: Accession information, multilocus sequence types, phylogroups, date collected and food commodity metadata of 

the 1,067 complete Escherichia coli genomes generated within this study 

Genome Bioproject 
accession 

Accession Biosample 
Accession 

ST Phylogroup Date 
Collected 

Commodity 

EC18LG-0028-4 PRJNA1177805 SRR31115221 SAMN44451825 2161 B1 2018-09 Leafy_Greens 

EC18LG-0029-1 PRJNA1177805 SRR31115220 SAMN44451826 641 B1 2018-09 Leafy_Greens 

EC18LG-0029-2 PRJNA1177805 SRR31115219 SAMN44451827 641 B1 2018-09 Leafy_Greens 

EC18LG-0029-3 PRJNA1177805 SRR31115218 SAMN44451828 641 B1 2018-09 Leafy_Greens 

EC18LG-0029-4 PRJNA1177805 SRR31115217 SAMN44451829 641 B1 2018-09 Leafy_Greens 

EC18LG-0030-1 PRJNA1177805 SRR31115216 SAMN44451830 3167 B1 2018-09 Leafy_Greens 

EC18LG-0030-2 PRJNA1177805 SRR31115215 SAMN44451831 3167 B1 2018-09 Leafy_Greens 

EC18LG-0030-3 PRJNA1177805 SRR31115214 SAMN44451832 69 D 2018-09 Leafy_Greens 

EC18LG-0030-4 PRJNA1177805 SRR31115213 SAMN44451833 69 D 2018-09 Leafy_Greens 

EC18LG-0032-1 PRJNA1177805 SRR31115212 SAMN44451834 15 
Novel 

B1 2018-09 Leafy_Greens 

EC18LG-0032-2 PRJNA1177805 SRR31115210 SAMN44451835 15 
Novel 

B1 2018-09 Leafy_Greens 

EC18LG-0032-3 PRJNA1177805 SRR31115819 SAMN44451836 15 
Novel 

B1 2018-09 Leafy_Greens 

EC18LG-0032-4 PRJNA1177805 SRR31115818 SAMN44451837 15 
Novel 

B1 2018-09 Leafy_Greens 

EC18LG-0037-1 PRJNA1177805 SRR31115817 SAMN44451838 4118 D 2018-09 Leafy_Greens 

EC18LG-0037-2 PRJNA1177805 SRR31115816 SAMN44451839 4118 D 2018-09 Leafy_Greens 

EC18LG-0037-3 PRJNA1177805 SRR31115815 SAMN44451840 4118 D 2018-09 Leafy_Greens 

EC18LG-0037-4 PRJNA1177805 SRR31115814 SAMN44451841 4118 D 2018-09 Leafy_Greens 

EC18LG-0039-2 PRJNA1177805 SRR31115813 SAMN44451842 16 
Novel 

A 2018-09 Leafy_Greens 



ΞΠΦ 
 

Appendix 2: Accession information, multilocus sequence types, phylogroups, date collected and food commodity metadata of 

the 1,067 complete Escherichia coli genomes generated within this study 

Genome Bioproject 
accession 

Accession Biosample 
Accession 

ST Phylogroup Date 
Collected 

Commodity 

EC18LG-0039-4 PRJNA1177805 SRR31115812 SAMN44451843 16 
Novel 

A 2018-09 Leafy_Greens 

EC18LG-0041-1 PRJNA1177805 SRR31115811 SAMN44451844 108 D 2018-10 Leafy_Greens 

EC18LG-0041-2 PRJNA1177805 SRR31115809 SAMN44451845 108 D 2018-10 Leafy_Greens 

EC18LG-0041-3 PRJNA1177805 SRR31115808 SAMN44451846 108 D 2018-10 Leafy_Greens 

EC18LG-0041-4 PRJNA1177805 SRR31115807 SAMN44451847 108 D 2018-10 Leafy_Greens 

EC18LG-0043-1 PRJNA1177805 SRR31115806 SAMN44451848 1629 E 2018-10 Leafy_Greens 

EC18LG-0043-2 PRJNA1177805 SRR31115805 SAMN44451849 1629 E 2018-10 Leafy_Greens 

EC18LG-0043-3 PRJNA1177805 SRR31115804 SAMN44451850 1629 E 2018-10 Leafy_Greens 

EC18LG-0043-4 PRJNA1177805 SRR31115803 SAMN44451851 1629 E 2018-10 Leafy_Greens 

EC18LG-0044-1 PRJNA1177805 SRR31115802 SAMN44451852 155 B1 2018-10 Leafy_Greens 

EC18LG-0044-2 PRJNA1177805 SRR31115801 SAMN44451853 155 B1 2018-10 Leafy_Greens 

EC18LG-0044-3 PRJNA1177805 SRR31115800 SAMN44451854 155 B1 2018-10 Leafy_Greens 

EC18LG-0044-4 PRJNA1177805 SRR31115798 SAMN44451855 155 B1 2018-10 Leafy_Greens 

EC18LG-0045-1 PRJNA1177805 SRR31115797 SAMN44451856 17 
Novel 

A 2018-10 Leafy_Greens 

EC18LG-0045-2 PRJNA1177805 SRR31115796 SAMN44451857 17 
Novel 

A 2018-10 Leafy_Greens 

EC18LG-0045-3 PRJNA1177805 SRR31115795 SAMN44451858 17 
Novel 

A 2018-10 Leafy_Greens 

EC18LG-0045-4 PRJNA1177805 SRR31115794 SAMN44451859 17 
Novel 

A 2018-10 Leafy_Greens 

EC18LG-0071-1 PRJNA1177805 SRR31115793 SAMN44451860 69 D 2018-10 Leafy_Greens 

EC18LG-0071-2 PRJNA1177805 SRR31115792 SAMN44451861 69 D 2018-10 Leafy_Greens 



ΞΡΜ 
 

Appendix 2: Accession information, multilocus sequence types, phylogroups, date collected and food commodity metadata of 

the 1,067 complete Escherichia coli genomes generated within this study 

Genome Bioproject 
accession 

Accession Biosample 
Accession 

ST Phylogroup Date 
Collected 

Commodity 

EC18LG-0096-1 PRJNA1177805 SRR31115791 SAMN44451862 131 B2 2018-12 Leafy_Greens 

EC18LG-0097-1 PRJNA1177805 SRR31115790 SAMN44451863 2973 A 2018-12 Leafy_Greens 

EC18LG-0097-2 PRJNA1177805 SRR31115789 SAMN44451864 130 E 2018-12 Leafy_Greens 

EC18LG-0100-1 PRJNA1177805 SRR31115449 SAMN44451865 5765 B1 2018-12 Leafy_Greens 

EC18LG-0102-1 PRJNA1177805 SRR31115448 SAMN44451866 602 B1 2018-12 Leafy_Greens 

EC18LG-0102-2 PRJNA1177805 SRR31115447 SAMN44451867 602 B1 2018-12 Leafy_Greens 

EC18LG-0203-1 PRJNA1107692 SRR28893440 SAMN41200133 23 C 2019-06 Leafy_Greens 

EC18LG-0207-1 PRJNA1107692 SRR28893438 SAMN41200134 111 B1 2019-06 Leafy_Greens 

EC18LG-0207-2-
R 

PRJNA1177805 SRR31115446 SAMN44451868 111 B1 2019-06 Leafy_Greens 

EC18LG-0207-3-
R 

PRJNA1177805 SRR31115445 SAMN44451869 1148 B1 2019-06 Leafy_Greens 

EC18LG-0207-4-
R 

PRJNA1177805 SRR31115444 SAMN44451870 111 B1 2019-06 Leafy_Greens 

EC18LG-0208-1-
R 

PRJNA1177805 SRR31115443 SAMN44451871 191 A 2019-06 Leafy_Greens 

EC18LG-0208-2-
R 

PRJNA1177805 SRR31115442 SAMN44451872 191 A 2019-06 Leafy_Greens 

EC18LG-0208-3-
R 

PRJNA1177805 SRR31115441 SAMN44451873 10176 B1 2019-06 Leafy_Greens 

EC18LG-0211-1 PRJNA1107692 SRR28893431 SAMN41200141 2522 B1 2019-06 Leafy_Greens 

EC18LG-0211-2 PRJNA1107692 SRR28893430 SAMN41200142 2522 B1 2019-06 Leafy_Greens 

EC18LG-0211-3 PRJNA1107692 SRR28893429 SAMN41200143 6603 B2 2019-06 Leafy_Greens 

EC18LG-0211-4 PRJNA1107692 SRR28893427 SAMN41200144 2522 B1 2019-06 Leafy_Greens 



ΞΡΝ 
 

Appendix 2: Accession information, multilocus sequence types, phylogroups, date collected and food commodity metadata of 

the 1,067 complete Escherichia coli genomes generated within this study 

Genome Bioproject 
accession 

Accession Biosample 
Accession 

ST Phylogroup Date 
Collected 

Commodity 

EC18LG-0216-1 PRJNA1107692 SRR28893426 SAMN41200145 3576 B1 2019-06 Leafy_Greens 

EC18LG-0216-2 PRJNA1107692 SRR28893425 SAMN41200146 3576 B1 2019-06 Leafy_Greens 

EC18LG-0216-3 PRJNA1107692 SRR28893424 SAMN41200147 3576 B1 2019-06 Leafy_Greens 

EC18LG-0218-1 PRJNA1107692 SRR28893423 SAMN41200148 10 A 2019-06 Leafy_Greens 

EC18LG-0218-2 PRJNA1107692 SRR28893422 SAMN41200149 2973 A 2019-06 Leafy_Greens 

EC18LG-0218-3 PRJNA1107692 SRR28893421 SAMN41200150 154 B1 2019-06 Leafy_Greens 

EC18LG-0218-4 PRJNA1107692 SRR28893420 SAMN41200151 57 E 2019-06 Leafy_Greens 

EC18LG-0222-1 PRJNA1107692 SRR28893419 SAMN41200152 5478 B1 2019-06 Leafy_Greens 

EC18LG-0222-2 PRJNA1107692 SRR28893418 SAMN41200153 3568 cladeIII 2019-06 Leafy_Greens 

EC18LG-0222-3 PRJNA1107692 SRR28893361 SAMN41200154 5478 B1 2019-06 Leafy_Greens 

EC18LG-0233-1 PRJNA1107692 SRR28893360 SAMN41200155 1684 A 2019-07 Leafy_Greens 

EC18LG-0233-2 PRJNA1107692 SRR28893359 SAMN41200156 5614 B1 2019-07 Leafy_Greens 

EC18LG-0233-3 PRJNA1107692 SRR28893358 SAMN41200157 5156 F 2019-07 Leafy_Greens 

EC18LG-0239-1 PRJNA1107692 SRR28893357 SAMN41200158 642 B1 2019-07 Leafy_Greens 

EC18LG-0239-2 PRJNA1107692 SRR28893356 SAMN41200159 642 B1 2019-07 Leafy_Greens 

EC18LG-0239-3 PRJNA1107692 SRR28893355 SAMN41200160 642 B1 2019-07 Leafy_Greens 

EC18LG-0239-4 PRJNA1107692 SRR28893354 SAMN41200161 642 B1 2019-07 Leafy_Greens 

EC18LG-0247-1 PRJNA1107692 SRR28893353 SAMN41200162 1167 B1 2019-08 Leafy_Greens 

EC18LG-0250-1 PRJNA1177805 SRR31115440 SAMN44451874 4038 B1 2019-08 Leafy_Greens 

EC18LG-0250-2 PRJNA1177805 SRR31115438 SAMN44451875 4038 B1 2019-08 Leafy_Greens 

EC18LG-0254-1 PRJNA1107692 SRR28893352 SAMN41200163 18 
Novel 

E 2019-08 Leafy_Greens 
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Appendix 2: Accession information, multilocus sequence types, phylogroups, date collected and food commodity metadata of 

the 1,067 complete Escherichia coli genomes generated within this study 

Genome Bioproject 
accession 

Accession Biosample 
Accession 

ST Phylogroup Date 
Collected 

Commodity 

EC18LG-0254-2 PRJNA1107692 SRR28893350 SAMN41200164 18 
Novel 

E 2019-08 Leafy_Greens 

EC18LG-0254-3 PRJNA1107692 SRR28893349 SAMN41200165 18 
Novel 

E 2019-08 Leafy_Greens 

EC18LG-0265-1 PRJNA1107692 SRR28893348 SAMN41200166 6188 B1 2019-09 Leafy_Greens 

EC18LG-0265-2 PRJNA1107692 SRR28893347 SAMN41200167 196 D 2019-09 Leafy_Greens 

EC18LG-0265-3 PRJNA1107692 SRR28893346 SAMN41200168 6188 B1 2019-09 Leafy_Greens 

EC18LG-0265-4 PRJNA1107692 SRR28893345 SAMN41200169 28 B2 2019-09 Leafy_Greens 

EC18LG-0271-1 PRJNA1177805 SRR31115437 SAMN44451876 297 B1 2019-09 Leafy_Greens 

EC18LG-0271-2 PRJNA1177805 SRR31115436 SAMN44451877 297 B1 2019-09 Leafy_Greens 

EC18LG-0274-1 PRJNA1107692 SRR28893344 SAMN41200170 19 
Novel 

B1 2019-09 Leafy_Greens 

EC18LG-0274-2 PRJNA1107692 SRR28893343 SAMN41200171 19 
Novel 

B1 2019-09 Leafy_Greens 

EC18LG-0274-3 PRJNA1107692 SRR28893342 SAMN41200172 19 
Novel 

B1 2019-09 Leafy_Greens 

EC18LG-0274-4 PRJNA1107692 SRR28893341 SAMN41200173 19 
Novel 

B1 2019-09 Leafy_Greens 

EC18LG-0277-1 PRJNA1107692 SRR28893339 SAMN41200174 1844 B1 2019-09 Leafy_Greens 

EC18LG-0283-1 PRJNA1107692 SRR28893338 SAMN41200175 154 B1 2019-10 Leafy_Greens 

EC18LG-0283-2 PRJNA1107692 SRR28893337 SAMN41200176 154 B1 2019-10 Leafy_Greens 

EC18LG-0283-3 PRJNA1107692 SRR28893336 SAMN41200177 154 B1 2019-10 Leafy_Greens 

EC18LG-0283-4 PRJNA1107692 SRR28893335 SAMN41200178 154 B1 2019-10 Leafy_Greens 

EC18LG-0287-1 PRJNA1107692 SRR28893334 SAMN41200179 56 B1 2019-10 Leafy_Greens 
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Genome Bioproject 
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Accession Biosample 
Accession 

ST Phylogroup Date 
Collected 

Commodity 

EC18LG-0287-2 PRJNA1107692 SRR28893333 SAMN41200180 56 B1 2019-10 Leafy_Greens 

EC18LG-0287-3 PRJNA1107692 SRR28893332 SAMN41200181 56 B1 2019-10 Leafy_Greens 

EC18LG-0297-1 PRJNA1107692 SRR28893331 SAMN41200182 196 B1 2019-11 Leafy_Greens 

EC18LG-0297-2 PRJNA1107692 SRR28893330 SAMN41200183 34 A 2019-11 Leafy_Greens 

EC18LG-0297-3 PRJNA1107692 SRR28893296 SAMN41200184 20 
Novel 

B1 2019-11 Leafy_Greens 

EC18LG-0298-1 PRJNA1107692 SRR28893295 SAMN41200185 448 B1 2019-11 Leafy_Greens 

EC18LG-0298-2 PRJNA1107692 SRR28893294 SAMN41200186 448 B1 2019-11 Leafy_Greens 

EC18LG-0302-1 PRJNA1177805 SRR31115435 SAMN44451878 5328 B2 2019-11 Leafy_Greens 

EC18LG-0302-2 PRJNA1177805 SRR31115434 SAMN44451879 5328 B2 2019-11 Leafy_Greens 

EC18PK-0002-1 PRJNA1177805 SRR31115433 SAMN44451880 625 B2 2018-05 Pork 

EC18PK-0002-2 PRJNA1177805 SRR31115432 SAMN44451881 710 A 2018-05 Pork 

EC18PK-0002-3 PRJNA1177805 SRR31115431 SAMN44451882 1434 A 2018-05 Pork 

EC18PK-0002-4 PRJNA1177805 SRR31115430 SAMN44451883 1434 A 2018-05 Pork 

EC18PK-0003-1 PRJNA1177805 SRR31115429 SAMN44451884 10 A 2018-05 Pork 

EC18PK-0003-2 PRJNA1177805 SRR31115427 SAMN44451885 10 A 2018-05 Pork 

EC18PK-0003-3 PRJNA1177805 SRR31115426 SAMN44451886 21 
Novel 

A 2018-05 Pork 

EC18PK-0003-4 PRJNA1177805 SRR31115425 SAMN44451887 10 A 2018-05 Pork 

EC18PK-0007-1 PRJNA1177805 SRR31115424 SAMN44451888 345 B1 2018-05 Pork 

EC18PK-0007-2 PRJNA1177805 SRR31115423 SAMN44451889 345 B1 2018-05 Pork 

EC18PK-0007-3 PRJNA1177805 SRR31115422 SAMN44451890 23 C 2018-05 Pork 

EC18PK-0007-4 PRJNA1177805 SRR31115421 SAMN44451891 23 C 2018-05 Pork 
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EC18PK-0008-1 PRJNA1177805 SRR31115420 SAMN44451892 1011 D 2018-05 Pork 

EC18PK-0008-2 PRJNA1177805 SRR31115419 SAMN44451893 155 B1 2018-05 Pork 

EC18PK-0008-3 PRJNA1177805 SRR31115787 SAMN44451894 1148 B1 2018-05 Pork 

EC18PK-0008-4 PRJNA1177805 SRR31115785 SAMN44451895 155 B1 2018-05 Pork 

EC18PK-0010-1 PRJNA1177805 SRR31115784 SAMN44451896 942 B1 2018-07 Pork 

EC18PK-0010-2 PRJNA1177805 SRR31115783 SAMN44451897 1434 A 2018-07 Pork 

EC18PK-0010-3 PRJNA1177805 SRR31115782 SAMN44451898 1434 A 2018-07 Pork 

EC18PK-0010-4 PRJNA1177805 SRR31115781 SAMN44451899 1434 A 2018-07 Pork 

EC18PK-0011-1 PRJNA1177805 SRR31115780 SAMN44451900 2531 A 2018-08 Pork 

EC18PK-0011-2 PRJNA1177805 SRR31115779 SAMN44451901 2531 A 2018-08 Pork 

EC18PK-0011-3 PRJNA1177805 SRR31115778 SAMN44451902 2531 A 2018-08 Pork 

EC18PK-0011-4 PRJNA1177805 SRR31115777 SAMN44451903 2531 A 2018-08 Pork 

EC18PK-0012-1 PRJNA1177805 SRR31115776 SAMN44451904 1429 A 2018-08 Pork 

EC18PK-0012-2 PRJNA1177805 SRR31115774 SAMN44451905 1429 A 2018-08 Pork 

EC18PK-0012-3 PRJNA1177805 SRR31115773 SAMN44451906 1429 A 2018-08 Pork 

EC18PK-0013-1 PRJNA1177805 SRR31115772 SAMN44451907 10 A 2018-08 Pork 

EC18PK-0013-2 PRJNA1177805 SRR31115771 SAMN44451908 1972 A 2018-08 Pork 

EC18PK-0013-3 PRJNA1177805 SRR31115770 SAMN44451909 1972 A 2018-08 Pork 

EC18PK-0013-4 PRJNA1177805 SRR31115769 SAMN44451910 216 A 2018-08 Pork 

EC18PK-0014-1 PRJNA1177805 SRR31115768 SAMN44451911 4704 A 2018-08 Pork 

EC18PK-0014-2 PRJNA1177805 SRR31115767 SAMN44451912 4704 A 2018-08 Pork 

EC18PK-0014-3 PRJNA1177805 SRR31115766 SAMN44451913 4704 A 2018-08 Pork 
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EC18PK-0014-4 PRJNA1177805 SRR31115765 SAMN44451914 4704 A 2018-08 Pork 

EC18PK-0015-2 PRJNA1177805 SRR31115763 SAMN44451915 111 B1 2018-08 Pork 

EC18PK-0015-3 PRJNA1177805 SRR31115762 SAMN44451916 124 B1 2018-08 Pork 

EC18PK-0015-4 PRJNA1177805 SRR31115761 SAMN44451917 111 B1 2018-08 Pork 

EC18PK-0016-1 PRJNA1177805 SRR31115760 SAMN44451918 216 A 2018-09 Pork 

EC18PK-0016-2 PRJNA1177805 SRR31115759 SAMN44451919 216 A 2018-09 Pork 

EC18PK-0016-3 PRJNA1177805 SRR31115758 SAMN44451920 216 A 2018-09 Pork 

EC18PK-0016-4 PRJNA1177805 SRR31115757 SAMN44451921 216 A 2018-09 Pork 

EC18PK-0017-1 PRJNA1177805 SRR31115756 SAMN44451922 101 B1 2018-09 Pork 

EC18PK-0017-2 PRJNA1177805 SRR31115979 SAMN44451923 101 B1 2018-09 Pork 

EC18PK-0017-3 PRJNA1177805 SRR31115978 SAMN44451924 101 B1 2018-09 Pork 

EC18PK-0017-4 PRJNA1177805 SRR31115976 SAMN44451925 101 B1 2018-09 Pork 

EC18PK-0018-1 PRJNA1177805 SRR31115975 SAMN44451926 541 A 2018-09 Pork 

EC18PK-0018-4 PRJNA1177805 SRR31115974 SAMN44451927 131 B2 2018-09 Pork 

EC18PK-0019-1 PRJNA1177805 SRR31115973 SAMN44451928 1718 A 2018-09 Pork 

EC18PK-0019-3 PRJNA1177805 SRR31115972 SAMN44451929 1718 A 2018-09 Pork 

EC18PK-0019-4 PRJNA1177805 SRR31115971 SAMN44451930 1718 A 2018-09 Pork 

EC18PK-0020-1 PRJNA1177805 SRR31115970 SAMN44451931 399 A 2018-09 Pork 

EC18PK-0021-1 PRJNA1177805 SRR31115969 SAMN44451932 5474 B1 2018-09 Pork 

EC18PK-0021-2 PRJNA1177805 SRR31115968 SAMN44451933 5474 B1 2018-09 Pork 

EC18PK-0021-3 PRJNA1177805 SRR31115967 SAMN44451934 5474 B1 2018-09 Pork 

EC18PK-0021-4 PRJNA1177805 SRR31115965 SAMN44451935 5474 B1 2018-09 Pork 
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EC18PK-0022-1 PRJNA1177805 SRR31115964 SAMN44451936 101 B1 2018-09 Pork 

EC18PK-0022-2 PRJNA1177805 SRR31115963 SAMN44451937 13 B1 2018-09 Pork 

EC18PK-0022-3 PRJNA1177805 SRR31115962 SAMN44451938 10 A 2018-09 Pork 

EC18PK-0022-4 PRJNA1177805 SRR31115961 SAMN44451939 88 C 2018-09 Pork 

EC18PK-0023-1 PRJNA1177805 SRR31115960 SAMN44451940 101 B1 2018-09 Pork 

EC18PK-0024-1 PRJNA1177805 SRR31115959 SAMN44451941 7940 E 2018-09 Pork 

EC18PK-0024-2 PRJNA1177805 SRR31115958 SAMN44451942 7940 E 2018-09 Pork 

EC18PK-0024-3 PRJNA1177805 SRR31115957 SAMN44451943 7940 E 2018-09 Pork 

EC18PK-0024-4 PRJNA1177805 SRR31115956 SAMN44451944 7940 E 2018-09 Pork 

EC18PK-0025-1 PRJNA1177805 SRR31115954 SAMN44451945 206 A 2018-09 Pork 

EC18PK-0025-2 PRJNA1177805 SRR31115953 SAMN44451946 10 A 2018-09 Pork 

EC18PK-0025-3 PRJNA1177805 SRR31115952 SAMN44451947 155 B1 2018-09 Pork 

EC18PK-0025-4 PRJNA1177805 SRR31115951 SAMN44451948 10 A 2018-09 Pork 

EC18PK-0026-3 PRJNA1177805 SRR31115950 SAMN44451949 2531 A 2018-09 Pork 

EC18PK-0027-1 PRJNA1177805 SRR31115949 SAMN44451950 2144 B1 2018-09 Pork 

EC18PK-0027-2 PRJNA1177805 SRR31115948 SAMN44451951 22 
Novel 

G 2018-09 Pork 

EC18PK-0027-3 PRJNA1177805 SRR31115209 SAMN44451952 602 B1 2018-09 Pork 

EC18PK-0027-4 PRJNA1177805 SRR31115208 SAMN44451953 602 B1 2018-09 Pork 

EC18PK-0028-1 PRJNA1177805 SRR31115207 SAMN44451954 677 B1 2018-09 Pork 

EC18PK-0028-2 PRJNA1177805 SRR31115205 SAMN44451955 7940 E 2018-09 Pork 

EC18PK-0028-3 PRJNA1177805 SRR31115204 SAMN44451956 677 B1 2018-09 Pork 

EC18PK-0028-4 PRJNA1177805 SRR31115203 SAMN44451957 677 B1 2018-09 Pork 
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EC18PK-0029-1 PRJNA1177805 SRR31115202 SAMN44451958 677 B1 2018-09 Pork 

EC18PK-0029-2 PRJNA1177805 SRR31115201 SAMN44451959 677 B1 2018-09 Pork 

EC18PK-0029-3 PRJNA1177805 SRR31115200 SAMN44451960 677 B1 2018-09 Pork 

EC18PK-0029-4 PRJNA1177805 SRR31115199 SAMN44451961 635 A 2018-09 Pork 

EC18PK-0030-1 PRJNA1177805 SRR31115198 SAMN44451962 1434 A 2018-09 Pork 

EC18PK-0030-2 PRJNA1177805 SRR31115197 SAMN44451963 23 
Novel 

A 2018-09 Pork 

EC18PK-0030-3 PRJNA1177805 SRR31115196 SAMN44451964 23 
Novel 

A 2018-09 Pork 

EC18PK-0030-4 PRJNA1177805 SRR31115706 SAMN44451965 1434 A 2018-09 Pork 

EC18PK-0032-1 PRJNA1177805 SRR31115705 SAMN44451966 10 A 2018-09 Pork 

EC18PK-0032-2 PRJNA1177805 SRR31115704 SAMN44451967 10 A 2018-09 Pork 

EC18PK-0032-3 PRJNA1177805 SRR31115703 SAMN44451968 10 A 2018-09 Pork 

EC18PK-0032-4 PRJNA1177805 SRR31115702 SAMN44451969 10 A 2018-09 Pork 

EC18PK-0033-1 PRJNA1177805 SRR31115701 SAMN44451970 201 B1 2018-09 Pork 

EC18PK-0033-2 PRJNA1177805 SRR31115700 SAMN44451971 1248 B1 2018-09 Pork 

EC18PK-0033-3 PRJNA1177805 SRR31115699 SAMN44451972 1079 B1 2018-09 Pork 

EC18PK-0033-4 PRJNA1177805 SRR31115698 SAMN44451973 1079 B1 2018-09 Pork 

EC18PK-0035-1 PRJNA1177805 SRR31115697 SAMN44451974 5082 B1 2018-09 Pork 

EC18PK-0035-2 PRJNA1177805 SRR31115695 SAMN44451975 2178 B1 2018-09 Pork 

EC18PK-0035-3 PRJNA1177805 SRR31115694 SAMN44451976 648 F 2018-09 Pork 

EC18PK-0035-4 PRJNA1177805 SRR31115693 SAMN44451977 5082 B1 2018-09 Pork 



ΞΡΥ 
 

Appendix 2: Accession information, multilocus sequence types, phylogroups, date collected and food commodity metadata of 

the 1,067 complete Escherichia coli genomes generated within this study 

Genome Bioproject 
accession 

Accession Biosample 
Accession 

ST Phylogroup Date 
Collected 

Commodity 

EC18PK-0036-1 PRJNA1177805 SRR31115692 SAMN44451978 24 
Novel 

A 2018-09 Pork 

EC18PK-0036-2 PRJNA1177805 SRR31115691 SAMN44451979 635 A 2018-09 Pork 

EC18PK-0036-3 PRJNA1177805 SRR31115755 SAMN44451980 24 
Novel 

A 2018-09 Pork 

EC18PK-0036-4 PRJNA1177805 SRR31115754 SAMN44451981 24 
Novel 

A 2018-09 Pork 

EC18PK-0038-1 PRJNA1177805 SRR31115753 SAMN44451982 641 B1 2018-09 Pork 

EC18PK-0038-2 PRJNA1177805 SRR31115752 SAMN44451983 641 B1 2018-09 Pork 

EC18PK-0038-3 PRJNA1177805 SRR31115751 SAMN44451984 641 B1 2018-09 Pork 

EC18PK-0038-4 PRJNA1177805 SRR31115749 SAMN44451985 641 B1 2018-09 Pork 

EC18PK-0040-1 PRJNA1177805 SRR31115748 SAMN44451986 1684 A 2018-10 Pork 

EC18PK-0040-2 PRJNA1177805 SRR31115747 SAMN44451987 101 B1 2018-10 Pork 

EC18PK-0041-1 PRJNA1177805 SRR31115746 SAMN44451988 5474 B1 2018-10 Pork 

EC18PK-0041-2 PRJNA1177805 SRR31115745 SAMN44451989 1204 D 2018-10 Pork 

EC18PK-0058-1 PRJNA1177805 SRR31115744 SAMN44451990 971 B1 2018-10 Pork 

EC18PK-0058-2 PRJNA1177805 SRR31115743 SAMN44451991 90 C 2018-10 Pork 

EC18PK-0059-1 PRJNA1177805 SRR31115742 SAMN44451992 101 B1 2018-10 Pork 

EC18PK-0059-2 PRJNA1177805 SRR31115741 SAMN44451993 409 A 2018-10 Pork 

EC18PK-0064-1 PRJNA1177805 SRR31115740 SAMN44451994 4247 E 2018-10 Pork 

EC18PK-0064-2 PRJNA1177805 SRR31115738 SAMN44451995 4247 E 2018-10 Pork 

EC18PK-0065-1 PRJNA1177805 SRR31115737 SAMN44451996 6745 E 2018-10 Pork 

EC18PK-0065-2 PRJNA1177805 SRR31115736 SAMN44451997 10 A 2018-10 Pork 
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EC18PK-0066-1 PRJNA1177805 SRR31115735 SAMN44451998 101 B1 2018-10 Pork 

EC18PK-0067-1 PRJNA1177805 SRR31115734 SAMN44451999 131 B2 2018-10 Pork 

EC18PK-0067-2 PRJNA1177805 SRR31115733 SAMN44452000 131 B2 2018-10 Pork 

EC18PK-0069-1 PRJNA1177805 SRR31115732 SAMN44452001 131 B2 2018-10 Pork 

EC18PK-0069-2 PRJNA1177805 SRR31115731 SAMN44452002 131 B2 2018-10 Pork 

EC18PK-0070-1 PRJNA1177805 SRR31115730 SAMN44452003 25 
Novel 

B1 2018-10 Pork 

EC18PK-0070-2 PRJNA1177805 SRR31115729 SAMN44452004 25 
Novel 

B1 2018-10 Pork 

EC18PK-0071-1 PRJNA1177805 SRR31115727 SAMN44452005 26 
Novel 

B1 2018-10 Pork 

EC18PK-0071-2 PRJNA1177805 SRR31115726 SAMN44452006 26 
Novel 

B1 2018-10 Pork 

EC18PK-0073-1 PRJNA1177805 SRR31115725 SAMN44452007 27 
Novel 

B1 2018-11 Pork 

EC18PK-0073-2 PRJNA1177805 SRR31115724 SAMN44452008 27 
Novel 

B1 2018-11 Pork 

EC18PK-0074-1 PRJNA1177805 SRR31115947 SAMN44452009 401 A 2018-11 Pork 

EC18PK-0074-2 PRJNA1177805 SRR31115946 SAMN44452010 401 A 2018-11 Pork 

EC18PK-0075-1 PRJNA1177805 SRR31115945 SAMN44452011 361 A 2018-11 Pork 

EC18PK-0075-2 PRJNA1177805 SRR31115944 SAMN44452012 10 A 2018-11 Pork 

EC18PK-0076-1 PRJNA1177805 SRR31115943 SAMN44452013 13 B1 2018-11 Pork 

EC18PK-0076-2 PRJNA1177805 SRR31115942 SAMN44452014 13 B1 2018-11 Pork 

EC18PK-0077-1 PRJNA1177805 SRR31115940 SAMN44452015 10 A 2018-11 Pork 



ΞΣΜ 
 

Appendix 2: Accession information, multilocus sequence types, phylogroups, date collected and food commodity metadata of 

the 1,067 complete Escherichia coli genomes generated within this study 

Genome Bioproject 
accession 

Accession Biosample 
Accession 

ST Phylogroup Date 
Collected 

Commodity 

EC18PK-0077-2 PRJNA1177805 SRR31115939 SAMN44452016 10 A 2018-11 Pork 

EC18PK-0078-1 PRJNA1177805 SRR31115938 SAMN44452017 10 A 2018-11 Pork 

EC18PK-0078-2 PRJNA1177805 SRR31115937 SAMN44452018 28 
Novel 

A 2018-11 Pork 

EC18PK-0079-1 PRJNA1177805 SRR31115936 SAMN44452019 1244 A 2018-11 Pork 

EC18PK-0079-2 PRJNA1177805 SRR31115935 SAMN44452020 1244 A 2018-11 Pork 

EC18PK-0080-2 PRJNA1177805 SRR31115934 SAMN44452021 6150 A 2018-11 Pork 

EC18PK-0081-1 PRJNA1177805 SRR31115933 SAMN44452022 348 B1 2018-11 Pork 

EC18PK-0081-2 PRJNA1177805 SRR31115932 SAMN44452023 348 B1 2018-11 Pork 

EC18PK-0082-1 PRJNA1177805 SRR31115931 SAMN44452024 10 A 2018-11 Pork 

EC18PK-0082-2 PRJNA1177805 SRR31115929 SAMN44452025 10 A 2018-11 Pork 

EC18PK-0084-1 PRJNA1177805 SRR31115928 SAMN44452026 345 B1 2018-11 Pork 

EC18PK-0084-2 PRJNA1177805 SRR31115927 SAMN44452027 847 B1 2018-11 Pork 

EC18PK-0085-1 PRJNA1177805 SRR31115926 SAMN44452028 58 B1 2018-11 Pork 

EC18PK-0085-2 PRJNA1177805 SRR31115925 SAMN44452029 58 B1 2018-11 Pork 

EC18PK-0086-1 PRJNA1177805 SRR31115924 SAMN44452030 101 B1 2018-11 Pork 

EC18PK-0087-1 PRJNA1177805 SRR31115923 SAMN44452031 75 B1 2018-11 Pork 

EC18PK-0087-2 PRJNA1177805 SRR31115922 SAMN44452032 75 B1 2018-11 Pork 

EC18PK-0088-1 PRJNA1177805 SRR31115921 SAMN44452033 10 A 2018-11 Pork 

EC18PK-0088-2 PRJNA1177805 SRR31115920 SAMN44452034 24 
Novel 

A 2018-11 Pork 

EC18PK-0089-1 PRJNA1177805 SRR31115918 SAMN44452035 165 A 2018-11 Pork 

EC18PK-0089-2 PRJNA1177805 SRR31115917 SAMN44452036 453 B1 2018-11 Pork 
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EC18PK-0090-1 PRJNA1177805 SRR31115916 SAMN44452037 101 B1 2018-11 Pork 

EC18PK-0090-2 PRJNA1177805 SRR31115418 SAMN44452038 101 B1 2018-11 Pork 

EC18PK-0091-1 PRJNA1177805 SRR31115417 SAMN44452039 101 B1 2018-11 Pork 

EC18PK-0091-2 PRJNA1177805 SRR31115416 SAMN44452040 101 B1 2018-11 Pork 

EC18PK-0098-1 PRJNA1177805 SRR31115415 SAMN44452041 2628 B1 2018-12 Pork 

EC18PK-0098-2 PRJNA1177805 SRR31115414 SAMN44452042 4580 B1 2018-12 Pork 

EC18PK-0099-1 PRJNA1177805 SRR31115413 SAMN44452043 216 A 2018-12 Pork 

EC18PK-0099-2 PRJNA1177805 SRR31115412 SAMN44452044 4994 cladeI 2018-12 Pork 

EC18PK-0107-1 PRJNA1177805 SRR31115410 SAMN44452045 216 A 2018-12 Pork 

EC18PK-0119-2 PRJNA1177805 SRR31115409 SAMN44452046 29 
Novel 

A 2019-01 Pork 

EC18PK-0120-1 PRJNA1177805 SRR31115408 SAMN44452047 88 C 2019-01 Pork 

EC18PK-0120-2 PRJNA1177805 SRR31115407 SAMN44452048 410 C 2019-01 Pork 

EC18PK-0121-1 PRJNA1177805 SRR31115406 SAMN44452049 117 G 2019-01 Pork 

EC18PK-0121-2 PRJNA1177805 SRR31115405 SAMN44452050 117 G 2019-01 Pork 

EC18PK-0122-1 PRJNA1177805 SRR31115404 SAMN44452051 117 G 2019-01 Pork 

EC18PK-0122-2 PRJNA1177805 SRR31115403 SAMN44452052 117 G 2019-01 Pork 

EC18PK-0123-1 PRJNA1177805 SRR31115402 SAMN44452053 10 A 2019-01 Pork 

EC18PK-0123-2 PRJNA1177805 SRR31115401 SAMN44452054 6778 A 2019-01 Pork 

EC18PK-0124-1 PRJNA1177805 SRR31115399 SAMN44452055 30 
Novel 

B1 2019-01 Pork 

EC18PK-0124-2 PRJNA1177805 SRR31115398 SAMN44452056 30 
Novel 

B1 2019-01 Pork 
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EC18PK-0126-1 PRJNA1177805 SRR31115397 SAMN44452057 5474 B1 2019-01 Pork 

EC18PK-0126-2 PRJNA1177805 SRR31115396 SAMN44452058 635 A 2019-01 Pork 

EC18PK-0127-1 PRJNA1177805 SRR31115395 SAMN44452059 131 B2 2019-01 Pork 

EC18PK-0127-2 PRJNA1177805 SRR31115394 SAMN44452060 101 B1 2019-01 Pork 

EC18PK-0128-1 PRJNA1177805 SRR31115393 SAMN44452061 567 B2 2019-01 Pork 

EC18PK-0128-2 PRJNA1177805 SRR31115392 SAMN44452062 10 A 2019-01 Pork 

EC18PK-0130-1 PRJNA1177805 SRR31115391 SAMN44452063 448 B1 2019-01 Pork 

EC18PK-0130-2 PRJNA1177805 SRR31115390 SAMN44452064 58 B1 2019-01 Pork 

EC18PK-0131-1 PRJNA1177805 SRR31115387 SAMN44452065 31 
Novel 

B1 2019-01 Pork 

EC18PK-0131-2 PRJNA1177805 SRR31115386 SAMN44452066 31 
Novel 

B1 2019-01 Pork 

EC18PK-0132-1 PRJNA1177805 SRR31115385 SAMN44452067 31 
Novel 

B1 2019-01 Pork 

EC18PK-0132-2 PRJNA1177805 SRR31115384 SAMN44452068 1308 B1 2019-01 Pork 

EC18PK-0133-1 PRJNA1177805 SRR31115383 SAMN44452069 542 A 2019-01 Pork 

EC18PK-0133-2 PRJNA1177805 SRR31115382 SAMN44452070 46 A 2019-01 Pork 

EC18PK-0134-1 PRJNA1177805 SRR31115381 SAMN44452071 10 A 2019-01 Pork 

EC18PK-0134-2 PRJNA1177805 SRR31115380 SAMN44452072 10 A 2019-01 Pork 

EC18PK-0135-1 PRJNA1177805 SRR31115379 SAMN44452073 542 A 2019-01 Pork 

EC18PK-0135-2 PRJNA1177805 SRR31115378 SAMN44452074 542 A 2019-01 Pork 

EC18PK-0136-1 PRJNA1177805 SRR31115376 SAMN44452075 2705 A 2019-02 Pork 

EC18PK-0136-2 PRJNA1177805 SRR31115375 SAMN44452076 2705 A 2019-02 Pork 
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Appendix 2: Accession information, multilocus sequence types, phylogroups, date collected and food commodity metadata of 

the 1,067 complete Escherichia coli genomes generated within this study 

Genome Bioproject 
accession 

Accession Biosample 
Accession 

ST Phylogroup Date 
Collected 

Commodity 

EC18PK-0137-1 PRJNA1177805 SRR31115374 SAMN44452077 58 B1 2019-02 Pork 

EC18PK-0137-2 PRJNA1177805 SRR31115373 SAMN44452078 10 A 2019-02 Pork 

EC18PK-0138-1 PRJNA1177805 SRR31115372 SAMN44452079 351 B1 2019-02 Pork 

EC18PK-0140-1 PRJNA1177805 SRR31115371 SAMN44452080 446 B1 2019-02 Pork 

EC18PK-0140-2 PRJNA1177805 SRR31115370 SAMN44452081 1431 B1 2019-02 Pork 

EC18PK-0141-1 PRJNA1177805 SRR31115369 SAMN44452082 446 B1 2019-02 Pork 

EC18PK-0141-2 PRJNA1177805 SRR31115368 SAMN44452083 446 B1 2019-02 Pork 

EC18PK-0142-1 PRJNA1177805 SRR31115367 SAMN44452084 1434 A 2019-02 Pork 

EC18PK-0142-2 PRJNA1177805 SRR31115365 SAMN44452085 1434 A 2019-02 Pork 

EC18PK-0143-1 PRJNA1177805 SRR31115364 SAMN44452086 101 B1 2019-02 Pork 

EC18PK-0143-2 PRJNA1177805 SRR31115363 SAMN44452087 101 B1 2019-02 Pork 

EC18PK-0144-1 PRJNA1177805 SRR31115362 SAMN44452088 131 B2 2019-02 Pork 

EC18PK-0148-1 PRJNA1177805 SRR31115361 SAMN44452089 58 B1 2019-02 Pork 

EC18PK-0148-2 PRJNA1177805 SRR31115360 SAMN44452090 93 A 2019-02 Pork 

EC18PK-0149-1 PRJNA1177805 SRR31115359 SAMN44452091 2705 A 2019-02 Pork 

EC18PK-0149-2 PRJNA1177805 SRR31115358 SAMN44452092 847 B1 2019-02 Pork 

EC18PK-0153-1 PRJNA1177805 SRR31115357 SAMN44452093 108 D 2019-02 Pork 

EC18PK-0153-2 PRJNA1177805 SRR31115356 SAMN44452094 398 A 2019-02 Pork 

EC18PK-0154-1 PRJNA1177805 SRR31115354 SAMN44452095 32 
Novel 

B1 2019-02 Pork 

EC18PK-0154-2 PRJNA1177805 SRR31115353 SAMN44452096 32 
Novel 

B1 2019-02 Pork 

EC18PK-0203-1 PRJNA1107692 SRR28893293 SAMN41200187 2967 A 2019-06 Pork 
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the 1,067 complete Escherichia coli genomes generated within this study 

Genome Bioproject 
accession 

Accession Biosample 
Accession 

ST Phylogroup Date 
Collected 

Commodity 

EC18PK-0203-2 PRJNA1107692 SRR28893292 SAMN41200188 2967 A 2019-06 Pork 

EC18PK-0203-3 PRJNA1107692 SRR28893291 SAMN41200189 2967 A 2019-06 Pork 

EC18PK-0220-1 PRJNA1177805 SRR31115352 SAMN44452097 101 B1 2019-06 Pork 

EC18PK-0220-2 PRJNA1177805 SRR31115351 SAMN44452098 101 B1 2019-06 Pork 

EC18PK-0221-1 PRJNA1107692 SRR28893290 SAMN41200190 2035 A 2019-06 Pork 

EC18PK-0221-2 PRJNA1107692 SRR28893289 SAMN41200191 33 
Novel 

A 2019-06 Pork 

EC18PK-0221-3 PRJNA1107692 SRR28893288 SAMN41200192 5409 B1 2019-06 Pork 

EC18PK-0221-4 PRJNA1107692 SRR28893287 SAMN41200193 898 A 2019-06 Pork 

EC18PK-0224-1 PRJNA1177805 SRR31115350 SAMN44452099 540 A 2019-07 Pork 

EC18PK-0224-2 PRJNA1177805 SRR31115349 SAMN44452100 847 B1 2019-07 Pork 

EC18PK-0225-1 PRJNA1107692 SRR28893285 SAMN41200194 34 
Novel 

E 2019-07 Pork 

EC18PK-0225-2 PRJNA1107692 SRR28893284 SAMN41200195 215 A 2019-07 Pork 

EC18PK-0225-3 PRJNA1107692 SRR28893283 SAMN41200196 10 A 2019-07 Pork 

EC18PK-0225-4 PRJNA1107692 SRR28893282 SAMN41200197 10 A 2019-07 Pork 

EC18PK-0230-1 PRJNA1107692 SRR28893281 SAMN41200198 10 A 2019-07 Pork 

EC18PK-0230-2 PRJNA1107692 SRR28893280 SAMN41200199 10 A 2019-07 Pork 

EC18PK-0230-3 PRJNA1107692 SRR28893279 SAMN41200200 10 A 2019-07 Pork 

EC18PK-0230-4 PRJNA1107692 SRR28893278 SAMN41200201 10 A 2019-07 Pork 

EC18PK-0235-1 PRJNA1107692 SRR28893277 SAMN41200202 196 B1 2019-07 Pork 

EC18PK-0235-2 PRJNA1107692 SRR28893276 SAMN41200203 847 B1 2019-07 Pork 

EC18PK-0235-3 PRJNA1107692 SRR28893274 SAMN41200204 847 B1 2019-07 Pork 
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EC18PK-0235-4 PRJNA1107692 SRR28893273 SAMN41200205 196 B1 2019-07 Pork 

EC18PK-0240-1 PRJNA1107692 SRR28893272 SAMN41200206 165 A 2019-08 Pork 

EC18PK-0240-2 PRJNA1107692 SRR28893271 SAMN41200207 165 A 2019-08 Pork 

EC18PK-0240-3 PRJNA1107692 SRR28893270 SAMN41200208 165 A 2019-08 Pork 

EC18PK-0240-4 PRJNA1107692 SRR28893269 SAMN41200209 165 A 2019-08 Pork 

EC18PK-0242-1 PRJNA1107692 SRR28893268 SAMN41200210 10 A 2019-08 Pork 

EC18PK-0242-2 PRJNA1107692 SRR28893267 SAMN41200211 10 A 2019-08 Pork 

EC18PK-0242-3 PRJNA1107692 SRR28893266 SAMN41200212 48 A 2019-08 Pork 

EC18PK-0242-4 PRJNA1107692 SRR28893233 SAMN41200213 10 A 2019-08 Pork 

EC18PK-0243-1 PRJNA1177805 SRR31115348 SAMN44452101 35 
Novel 

A 2019-08 Pork 

EC18PK-0243-2 PRJNA1177805 SRR31115347 SAMN44452102 35 
Novel 

A 2019-08 Pork 

EC18PK-0250-1 PRJNA1177805 SRR31115346 SAMN44452103 10 A 2019-08 Pork 

EC18PK-0250-2 PRJNA1177805 SRR31115345 SAMN44452104 641 B1 2019-08 Pork 

EC18PK-0251-1 PRJNA1177805 SRR31115343 SAMN44452105 349 D 2019-08 Pork 

EC18PK-0251-2 PRJNA1177805 SRR31115342 SAMN44452106 10 A 2019-08 Pork 

EC18PK-0255-1 PRJNA1107692 SRR28893231 SAMN41200214 1434 A 2019-08 Pork 

EC18PK-0258-1 PRJNA1177805 SRR31115341 SAMN44452107 472 A 2019-09 Pork 

EC18PK-0259-1 PRJNA1177805 SRR31115340 SAMN44452108 641 B1 2019-09 Pork 

EC18PK-0259-2 PRJNA1177805 SRR31115339 SAMN44452109 101 B1 2019-09 Pork 

EC18PK-0264-2 PRJNA1177805 SRR31115338 SAMN44452110 101 B1 2019-09 Pork 

EC18PK-0265-1 PRJNA1177805 SRR31115337 SAMN44452111 1308 B1 2019-09 Pork 
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EC18PK-0265-2 PRJNA1177805 SRR31115336 SAMN44452112 1308 B1 2019-09 Pork 

EC18PK-0266-1 PRJNA1107692 SRR28893230 SAMN41200215 162 B1 2019-09 Pork 

EC18PK-0266-2 PRJNA1107692 SRR28893229 SAMN41200216 2967 A 2019-09 Pork 

EC18PK-0266-3 PRJNA1107692 SRR28893228 SAMN41200217 58 B1 2019-09 Pork 

EC18PK-0267-1 PRJNA1177805 SRR31115335 SAMN44452113 2967 A 2019-09 Pork 

EC18PK-0267-2 PRJNA1177805 SRR31115334 SAMN44452114 2967 A 2019-09 Pork 

EC18PK-0272-1 PRJNA1107692 SRR28893227 SAMN41200218 1844 B1 2019-09 Pork 

EC18PK-0272-2 PRJNA1107692 SRR28893226 SAMN41200219 1844 B1 2019-09 Pork 

EC18PK-0272-3 PRJNA1107692 SRR28893225 SAMN41200220 1125 B1 2019-09 Pork 

EC18PK-0275-1 PRJNA1107692 SRR28893224 SAMN41200221 410 C 2019-09 Pork 

EC18PK-0275-2 PRJNA1107692 SRR28893223 SAMN41200222 410 C 2019-09 Pork 

EC18PK-0280-1 PRJNA1107692 SRR28893222 SAMN41200223 1020 B1 2019-10 Pork 

EC18PK-0280-2 PRJNA1107692 SRR28893219 SAMN41200224 131 B2 2019-10 Pork 

EC18PK-0280-3 PRJNA1107692 SRR28893218 SAMN41200225 131 B2 2019-10 Pork 

EC18PK-0285-2 PRJNA1177805 SRR31115332 SAMN44452115 24 
Novel 

A 2019-10 Pork 

EC18PK-0290-2 PRJNA1177805 SRR31115331 SAMN44452116 361 A 2019-10 Pork 

EC18PK-0292-1 PRJNA1107692 SRR28893217 SAMN41200226 164 B1 2019-10 Pork 

EC18PK-0306-1 PRJNA1107692 SRR28893216 SAMN41200227 399 A 2019-11 Pork 

EC18PK-0306-2 PRJNA1107692 SRR28893215 SAMN41200228 399 A 2019-11 Pork 

EC18PR-0001-1 PRJNA1177805 SRR31115330 SAMN44452117 226 A 2018-05 Prawns 

EC18PR-0001-2 PRJNA1177805 SRR31115329 SAMN44452118 1079 B1 2018-05 Prawns 

EC18PR-0001-3 PRJNA1177805 SRR31115328 SAMN44452119 607 A 2018-05 Prawns 




