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Abstract

Phenotypic and Molecular Characterization of Non-Typhoidal Salmonella Species in
Humans and Animals in Central Ethiopia and Inhibition of Biofilm Formation Using Small

Molecule Adenosine Mimetics

Tadesse Eguale
Addis Ababa University, 2016

This dissertation reports prevalence, serotype distribution and  phenotypic and genotypic
characteristics of non-typhoidal Salmonella (NTS) in humans and animas in central
Ethiopia and effect of small molecule adenosine mimetic compounds on Salmonella biofilm
formation. Farm level and animal level Salmonella prevalence was (7.6%, 2.3%) in dairy;
(14.6%, 4.7%) in poultry; and (42.6%, 4.4%) in swine farms. The prevalence was 7.2% in
diarrheic patients from primary health centers and 2.1% from hospitals. STyphimurium
(27.6%) was the most frequently isolated serotype, followed by S Saintpaul (21.7%), S
Virchow (18.4%) and S. Kentucky (6.6%). Salmonella isolation was significantly associated
with detection of diarrhea in dairy cattle (p=0.012), and consumption of raw vegetables in
humans (OR=1.91, 95% CI=1.29-2.83, x*=4.74, p=0.025). Drug resistance was more
common in dairy farms in Addis Ababa than outside (p=0.009) and overall antimicrobial
resistance was more common in animals than in humans. Clonally related genotypes of
SVirchow, STyphimurium, SKentucky, SBraendurp and S. Miami were circulating among
humans and animals as determined by pulsed-field gel electrophoresis (PFGE). MLST
analysis showed 3 novel aleletypesand 5 novel sequence types among 21 strains examined.
The dominant beta-lactamase enzyme was blaTEM type. BlaOXA10 and blaCTX-15 were
detected only in asingle MDR S. Concord strain. Double mutation in gyrA (Ser83-Phe and
Asp87-Gly) as well as parC (Thr57-Ser + Ser80-11€) subunits of quinolone resistance
determining region (QRDR) was the primary mechanism for resistance to quinolones and
was detected in all S. Kentucky isolates resistant to both nalidixic acid and ciprofloxacin
from animals (n=8) and humans (n=2). Although decreased susceptibility to ciprofloxacin
and/or nalidixic acid was observed in some isolates, no mutation in QRDR nor plasmid

mediated quinolone resistance (PMQR) genes were detected. Majority of Salmonella
[



isolates exhibited robust biofilm formation (89%) and displayed red dry and rough (RDAR)
morphotype. Detection of class 1 integron was correlated with expression of multicellular
behavior and the extent of MDR. Screening of an ATP-mimetic library, gave a single
compound (7955004) capable of significant inhibition of Salmonella enterica and
Acinetobacter baumannii biofilm formation. The compound was not bactericidal or
bacteriostatic toward S. Typhimurium nor cytotoxic to mammalian cells. GroEL and DeoD
were found to be the potential protein-binding targets of the compound as identified by
ATP-sepharose affinity matrix. Circulation of clonaly related NTS serotypes in food
animals and humans, abundance of MDR in isolates from food animals, co-dominance of
MDR and multicellular behavior in Salmonella isolates in the study area, increased the risk
of spreading resistant Salmonella strains and resistance genes to human population.
Integrated surveillance of NTS in humans and animals and implementation of appropriate
pathogen control strategy along critical pointsin food animal production from farm to bench
is recommended. The identification of alead compound with biofilm inhibitory capabilities
toward Salmonella provides a potential new avenue of therapeutic intervention against
Salmonella and other bacterial pathogens. Further activity guided evaluation of compound
7955004 and its derivatives with the goa of increasing its potency and broadening its
spectrum of activity against additional biofilm forming pathogens should be conducted.

Key words: Antimicrobia resistance, Biofilm, Non-typhoidal Salmonella, Prevalence,

Serotype
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1. Introduction

1.1 Salmonella overview

1.1.1 General microbiological characteristic of Genus Salmonella

Salmonella is arod-shaped, Gram-negative, oxidase negative, non-spore forming, facultative
anaerobic and predominantly motile bacteria. The genus Salmonella are approximately 0.7
to 1.5 pm wide and 2.0 to 5.0 pm in length. Salmonella can grow between 8°C and 45°C, the
optimum temperature being 37°C but cannot survive temperature higher than 70°C. Optimum
pH ranges from 4 to 9. Salmonella produces hydrogen sulfide when grown on agar media;
black precipitate being used as the indicator of hydrogen sulfide production (Mastroeni and
Maskell, 2006). Salmonella ferments glucose, manitol, arabinose, maltose, dulcitol and
sorbitol producing acid and gas except S. Typhi and S. Gallinarum which produce only acid
and no gas. They are indole negative, urease negative and citrate positive except S. Typhi
and S Paratyphi A which are citrate negative as they need tryptophan as growth factor.
Salmonella decarboxylates the amino acid lysine and arginine, but not glutamic acid.
Except S. Typhi, al have orithine decarboxylase and paratyphi A lacks lysine

decarboxylase (Kumar, 2012).

Most of the members of this genus are motile by peritrichous flagella except S. Pullorum
and S Gallinarum. Salmonellae are frequently facultative intracellular parasites. Salmonella
are non-capsulated except S. Typhi, S. Paratyphi C and some strains of S, Dublin. These

bacteria can resist dehydration for avery long time (Brenner et al., 2000).

1.1.2 Salmonella classification and antigenic structure

1



The genus Salmonella obtained its name from the American veterinarian Daniel Elmer
Salmon, who first isolated Salmonella enterica serotype Choleraesuis from pigs in 1885
(Rabsch et al.2003). There are 2 species of Salmonella: Salmonella enterica and Salmonella
bongori. Salmonella enterica is further classified into 6 subspecies (enterica, salmae,
arizonae, diarizonae, hautenae and indica). Most of the Salmonella serotypes are part of
subspecies enterica, and over 99% of human and animal infections are caused by serotypes
under this subspecies (Uzzau et a., 2000). Serotypes belonging to S. bongori have been
found predominantly associated with cold-blooded animals, but it can infect humans

(Fookes et d., 2011) (Fig 1).

Salmonella have somatic antigen O, flagellar antigen H, and capsular antigen Vi (only in
selected serotypes). Somatic O-antigen is the side-chain of repeating sugar units projecting
outwards from the lipopolysaccharide layer on the surface of the bacterial cell wall. O-
antigen is a mosaic of two or more antigenic factors. The type and number of these antigens
are used to classify Salmonella into different serogroups. About 67 different O antigens have
been recognized and they are designated by Arabic numeras. The O antigens are heat stable,
and are not affected by heating for 2.5 h at 100°C, and alcohol stable withstanding treatment
in 96% ethanol at 37 C (Parija, 2009). The H- antigens represent a determinant group on
flagellar protein. They are heat labile and alcohol sensitive. Salmonella is unique among the
Enterobacteriaceae in that it commonly has two distinct phases of H antigens Phase 1 and

phase 2.
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Figure 1 .Classification of Salmonella

Adopted from Achtman et al (2012)

The phase 1 protein encoded by fliC gene and phase 2 by fljB gene are coordinately
regulated such that only one phase of flagellar antigen is expressed at atimein asingle cell
(Smith and Selander, 1991). Some H antigens are composed of multiple antigens, for
example, H: en,x is the designation for a flagellar antigen that consists of three separate
factors, e, n, and x, that occur together in one flagellum . The flagellar antigens of phase |

are labeled with lower case letters (ato z and z1 z2 z3 etc.) and phase 2 with a mixture of



lower case letters and Arabic numerals. There are about 114 H variants of antigens (Wattiau

et a., 2011).

The antigenic structure of Salmonella is described as an antigenic formula which has three
parts, describing the O antigens, the phase | and Il flagellar antigens. Nomenclature of
Salmonella serotypes is therefore based on the antigenic formula summarizing the
combination of antigens associated with a given serotype. According to Kauffmann-White
scheme, each Salmonella serotype is recognized by its possession of a particular
lipopolysaccharide (LPS) or O antigen and a flagellar or H antigen. For example the
antigenic formula for serotype Typhimurium is 1,4,5,12:i:1,2 which means there are 4
types of O-antigens 1,4,5 and 12; i - stands for phase 1 H-antigen; the last 1 and 2 stands
for phase 2 H-antigens (Grimont and Weill, 2007). Diagrammatic representation of

antigenic structure of Salmonella is shownin Fig.2.

The Vi antigen is a homopolymer of N-acetyl galactosaminouronic acid. Almost all strains
of S Typhi form Vi antigen as a covering layer outside the cell wall. Identical antigens have

also been found in S, Paratyphi C and some strains of S. Dublin (Parija, 2009).

Figure 2. Antigenic structure of Salmonella

adopted from (Kumar, 2012)



1.1.3 Source and route of Salmonella infection

Salmonella can be acquired from contaminated food, water, contact with infected animals,
human-to-human contact and from the environment. The maor reservoir for Salmonella is
the intestinal tract of a wide range of food animals and various food of animal origin
(Bartholomew et al., 2014; Bouchrif et al., 2009a; Fey et a., 2000). Plant products
contaminated with intestina content of food animals are also potential sources of
Salmonella infection (Bayer et al., 2014; Lienemann et a., 2011). The ease with which
people can travel between distant countries and the global trade of food items has
contributed significantly to the regional outbreak and global spread of Salmonella (Davis et
al., 2002). Feco-ora route is the primary route of Salmonella infection in humans and other
animal species. The minimum required infectious dose varies from 30 to more than 10°
colony forming units (CFU) depending on the food type and serotype involved. Salmonella
in food with high fat content such as cheese or ice cream needs low infectious dose (Foley

and Lynne, 2008; Vought and Tatini, 1998).

1.1.4 Pathogenesis and vir ulence factor s of non-typhoidal Salmonella

The outcome of NTS infection depends on bacterial infective dose, virulence of the strain
and immune status of the host (van Asten and van Dijk, 2005). Once ingested with
contaminated food or water, NTS strains that survived the effect of gastric acid gain access
to the intestine inducing inflammatory changes in the intestinal epithelium, including the
infiltration of neutrophils and fluid into the intestina lumen, resulting in inflammatory
diarrhea. This inflammatory reaction induces release of tetrathionate which  serves as
nutritional sources by NTS, providing the pathogen with a growth advantage over the

5



intestina microbiota (Zhang et a., 2003). The bacterium induces its own uptake by
epithelia cells and by traversing the epithelial barrier through microfold cells (M cells) that
overlie intestinal lymphoid tissues known as Peyer’s patches. Intracellular lifestyle of
Salmonella within epithelial cells and macrophages (in sub-epithelial spaces) protects the
bacteria from neutrophil-mediated killing which is essentia for pathogenesis (Keestra-

Gounder et a., 2015; van Asten and van Dijk, 2005).

The pathogenesis of Salmonella is primarily due to various virulence genes carried on
Salmonella Pathogenicity Islands (SPIs). Because of difference in the GC content and
presence of remnants of bacteriophage and transposon insertion sequences at the borders of
theislands, SPIs are believed to be acquired from other species (Shames et al., 2009). Over
20 different SPIs have been described of which, SPI-1 and SPI-2 are the dominant ones
(Blondel et d., 2009). SPI-1isa40 KB chromosoma DNA region encoding for a type —
three secretion system (T3SS) which is used to inject bacterial effecter proteins such as
SipA, SipC, SopB, SopE and SopE2, in to the cytosol of the target cell leading to uptake
of the bacterium (Hayward and Koronakis, 2002). After internalization, Salmonella
establishes an intracellular niche inside a modified phagosome known as the Salmonella
containing vacuole (SCV). In the SCV, proteins such as SifA, SseF and SseG are involved
in the intercellular survival of bacterial cells. These proteins are encoded by the second

T3SS carried on SPI-2 (van Asten and van Dijk, 2005).

Severa other virulence factors such as those encoded by plasmids; Salmonella virulence

plasmids (spv), (Rotger and Casadesus, 1999; Rychlik et al., 2006b) fimbrial associated



genes (Velge et a., 2012) and flagellarelated genes (McGhie et al., 2009) are dso

important for pathogenesis of Salmonella.

1.1.5 Host range and diseases caused by Salmonella

Salmonella commonly colonizes a range of animal hosts such as mammals, amphibians,
reptiles, birds and insects (Hoelzer et al., 2011). Based on host range, Salmonella serotypes
are divided into two groups; host adapted and ubiquitous (non-adapted). Host-adapted
serotypes usually cause systemic diseases in a limited number of related species. These
include S Typhi, S Gallinarum and S. Abortusovis. These serotypes amost exclusively
cause systemic diseases in humans, birds and ovine respectively. These serotypes are

referred to as host restricted serotypes

Some host adapted serotypes such as S. Dublin and S. Choleraesuis athough they are known
by causing severe systemic diseases in cattle and pigs respectively; they can aso
infrequently cause disease in other mammalian hosts including humans. Such serotypes
which are prevalent in one particular host species but which can aso cause disease in other
host species are referred as host-adapted (HA) serotypes. Majority of serotypes such as S,
Typhimurium and S. Enteritidisare capable of causing diseasein awide range of unrelated

host speciesand are referred as host un-restricted serotypes (UR) (Uzzau et al., 2000).

Human infection by Salmonella spp. results in two primary clinical manifestations: typhoid
fever and gastroenteritis. Typhoid fever is host -specific febrile illness caused by S. enterica

serovar Typhi and S enterica serovar Paratyphi A. It affects only humans and transmission



from person to person is through consumption of contaminated food or water with feces of
infected person.

Post ingestion of S. Typhi, the patient is usually asymptomatic for 7-14 days. Common
symptoms of typhoid fever after development of bateremia include progressive fever,
headache, abdomina pain, anorexia, coated tongue; tender abdomen, hepatomegaly, and
splenomegaly. A few rose spot lesions on the abdomen and chest, approximately 2 to 4 mm
in diameter, are also reported in 5 to 30% of cases. Typhoid fever can also lead to severe
complications such as gastrointestinal bleeding, intestinal perforation, and typhoid

encephalopathy (Parry et al., 2002).

Non-typhoidal Salmonella (NTS) gastroenteritis caused by a large number of Salmonella
serotypes is usualy self-limiting and normally do not cause systemic diseases. The most
common manifestation of non-typhoidal salmonellosis is mild to moderate gastroenteritis,
consisting of diarrhea, abdominal cramps, vomiting and fever. Typically, symptoms of
gastroenteritis develop within 6 to 72 h after ingestion of the bacteria (Foley and Lynne,
2008). However, NTS may spread systemically in immunocompromised, young and elderly
patients (Dutta et a., 2000). Salmonella serotypes responsible for non-typhoidal
salmonellosis in human also cause disease in other species or use other hosts as reservoir or

transitional hosts.

1.2 Epidemiology of non-typhoidal Salmonella species

1.2.1 Global epidemiology



Non-typhoidal Salmonella (NTS) species is ubiquitous in every corner of the world with
varying level of prevalence and serotype distribution. Globally, NTS species are a leading
bacterial cause of acute gastroenteritis causing estimated 93.8 million cases of
gastroenteritis and 155,000 deaths annually (Maowicz et a., 2010). NTS causes most
illnesses among the major bacterial enteric pathogens in young children and was shown to
be the top among the seven leading foodborne pathogens in USA in causing disability
adjusted life year (Scallan et al., 2015). A five-year surveillance in Chinainvolving 5 viral, 8
bacterial and 3 protozoal pathogenic etiologies of diarrhea in under five children involving
213 participating hospitals have shown that NTS accounted for 4.3% of the cases. NTS was
the 5™ pathogen preceded by rotavirus (29.7%), norovirus (11.8%), diarrhogenic E.coli (5%)
and adenovirus (4.8) (Li et a., 2014; Yu et a., 2015). Another study in China showed that
17.2% of the children with acute gastroenteritis were positive for NTS followed by

Camplylobacter (7.1%) and Shigella (5.7%) (Li et a., 2014; Yu et al., 2015).

In general, the epidemiology of NTS is characterized by the temporal dominance of certain
successful clones followed by a decline and replacement with another clone (Lan et al.,
2009). Different serotypes have been reported to be dominant in different countries at
different times. For example, the dominant serotypes in Shangai, China were S. Entritidis
followed by S. Typhimurium during 2010 and 2011 in children with acute gastroenteritis
(Li et al., 2014). In USA S Typhimurium followed by S Entertidis were the dominant
serotypes isolated from human during 2000-2005 (Callaway et al., 2008). However , in
2009, the dominant serotype was S. Enteritidis followed by S. Typhimurium (CDC, 2009),

in 2012 S. Entritidis was the dominant serotype followed by S Typhimurium (CDC, 2012).



Surveillance data involving 23 European countries between 2006 and 2007 in humans also
showed S Entritidis to be the first but with decreasing trend followed by S. Typhimurium

with fairly consistent trend over time (Hendricksen, 2010).

1.2.2 Epidemiology of non-typhoidal Salmonella spp. in Africa and Ethiopia

In sub-Saharan Africa, S. Typhimurium is the most prevalent serotype and it is highly
invasive (Brent et a., 2006; Graham et a., 2000; Okoro et a., 2012). Study in the Congo
indicated that 79% of the serotypes causing invasive NTS recovered from blood of young
children were Typhimurium (Lunguya et al., 2013). It was later on confirmed that 96% of
these belonged to a specific ST313 (Ley et a., 2014). In Ethiopia, athough there are a few
studies on Salmonella in humans, animals and food of animal origin, there is no integrated
surveillance and monitoring to establish the major serotypes responsible for non-typhoidal
salmonellosis in humans. Most of the studies conducted in humans were based on diarrheic
patients from hospitals and did not involve serotyping of isolates (Ashenafi and Gedebou,
1985; Asrat, 2008; Mache et al., 1997). Those that conducted serotyping indicated that S
Concord and. S Typhimurium were the dominant NTS serotypes isolated from patients with
diarrheal illness (Beyene et a., 2011; Gebre-Yohannes et a., 1987). Prevalence of
Salmonella was 11.5% among diarrheic patients in Harrar hospital, east Ethiopia (Reda et
a., 2011), 10.5% among diarrheic patients in Butgjira health center, west Ethiopia
(Mengistu et a., 2014). In study conducted in pediatric diarrheic outpatients in Addis Ababa
and Jimma (west Ethiopia), prevaence of 5.3% was reported (Beyene et al., 2011) and
4.5% among diarrheic adult outpatients from various hospitals and clinics (Ashenafi and

Gedebou, 1985).
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The maor problem in ascertaining the real situation of Salmonella in a country and
especially in developing countries like Ethiopia is the lack of coordinated surveillance.
Even where there is a laboratory-based surveillance system, it provides only trend
information underestimating disease burden (Flint et a., 2005; Hall et a., 2005). The
laboratory based surveillance system uses the results of patients who sought medical care,
submitted a specimen, for whom the laboratory tested for the pathogen, reported positive
findings and the result reported to the public health authorities and it does not take into
account the patients who did not pass through all these steps. This shows that |aboratory-
based surveillance represents only fraction of the prevalence of the disease at the community

level (Majowicz et al., 2010).

1.2.3 Risk factorsfor non-typhoidal salmonellosis

Different factors such as contaminated feed and drinking water (Paul and U., 2013), rodent
infestation of the farm (Davies and Wray, 1995) exposure of animals to stress factors (Holt
et a., 1995), open- sided housing conditions, large herd/flock size (Davison et al., 2006),
geographical location and feeding brewers’ products (Kabagambe et a., 2000) were reported
to be associated with increased occurrence of farm level Salmonella infection in food
animals. The major risk factors for human salmonellosis are consumption of contaminated
food products, mainly those of animal origin such as poultry, egg, beef, pork and dairy
products, as well as direct contact with infected animals (Bartholomew et al., 2014; Bouchrif
et a., 2009b; Fey et d., 2000). Consumption of plant produces contaminated with
Salmonella was aso reported to be associated with Salmonella infection in some countries

(Bayer et a., 2014; Jackson et al., 2013; Lienemann et a., 2011). Travel to Sub-Saharan
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African counties and Middle East was aso reported to be high risk factors to be hospitalized
with NTS bacteremia in developed countries (Ekdahl et a., 2005; Koch et al., 2011).
Drinking untreated water from private wells and recreation in surface waters, were also

reported to be risk factors for sporadic salmonellosisin children (Denno et a., 2009).

1.3 Laboratory diagnosis and typing of Salmonella

1.3.1 Phenotypic methods

1.3.1.1Culture and Biochemical tests

Various enrichment and selective media are used to isolate Salmonella from different
clinical specimens. NTS is commonly cultured from stool specimen. But when bacteremia
is suspected, blood culture is indicated (Feasey et a., 2012). The best recovery of
Salmonella species from feca samples can be achieved by inoculating on enrichment
broths such as Rappaport-Vassiliadis (RV) and Tetrathionate broth (TTB) and plating on
one or more selective agar plates such as Xylose Lysine Tergitol 4 (XLT-4), Xylose Lysine
Deoxycholate agar Agar (XLD), Deoxycholate agar (DCA) and Brilliant green agar. The
common biochemical tests used to confirm the suspected Salmonella colonies are Lysine
Iron agar, urea, citrate and triple sugar iron agar tests. Most of the NTS serotypes are urease
negative and citrate positive. Isolation and identification of Salmonella take 4-7 days.
Sensitivity of cultures can also be affected by antibiotic treatment, inadequate sampling, and

alow number of viable organismsin feces (Miller and Mallinson, 2000).

1.3.1.2. Serotyping and phage typing
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For the efficient epidemiological investigation of Salmonella enterica, detailed strain
identification is essential. Serotyping has been used for a long time to type Salmonella.
Salmonella serotyping is usualy conducted by slide agglutination test using different
Salmonella antisera produced against O-antigens followed by agglutination test with known
antisera of phasel and phase 2 flagellar (H) antigens. The disadvantages of serotyping
include low throughput, high expense, and a requirement for considerable expertise and
numerous antibodies (Achtman et al., 2012). Although serotyping cannot provide a
sensitive fingerprint for tracing during an outbreak and to define phylogenetic relationships,
it isstill commonly used as an initial screening, followed by molecular subtyping to identify

outbreak-related strains (Wattiau et al., 2011).

Phage typing is used to discriminate between Salmonella strains belonging to the same
serotype. Salmonella phage types are assigned based on the ability of a given phage to lyse
the investigated strain. Salmonella isolates that reacted with the phages but did not conform
to any recognized phage type are designated atypical (AT), while isolates that do not react
with any of the typing phages are designated untypable (UT) (Anderson et al., 1977).
Phage typing is available only for alimited number of serotypes such as S. Typhimurium, S,

Entertidis and few other serotypes.

1.3.1.3 Anti-biogram

Strains of Salmonella can also be typed based on their susceptibility profile to different
antimicrobia drugs. It iscommon practicein clinical microbiology laboratory. Based on the
level of previous exposure to different antimicrobial agents, strains of Salmonella might be

susceptible, intermediate or resistant to different antimicrobial agents (CLSI, 2013). It has
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poor discriminatory power, because epidemiologically related strains may have different
antimicrobial susceptibility due to loss of plasmids carrying drug resistance genes or
acquisition of new genetic materials over time. Isolates that are not genetically and
epidemiologicaly related might also have similar anti-biogram phenotype (Singh et d.,

2006).

1.3.2 Molecular typing

The modern typing methods are based on characterization of the genotype of the organism.
The basis behind this typing system is that epidemiologicaly related isolates are derived
from the clonal expansion of a single ancestor and share characteristics that differ from
those of epidemiologically unrelated isolates. The usefulness of a particular genotypic
characteristic for typing is related to its stability within a strain and its diversity within the
species, reflecting the evolutionary genetic diversity arising from random, nonlethal
mutations over time (Liebana et a., 2001). Serotyping together with one or more molecular
typing techniques, appear to provide the most reproducible and comparable discrimination
of epidemiologicaly linked isolates (Harbottle et al., 2006). These methods are based on
restriction endonuclease digestion, DNA amplification, DNA sequencing and gel
electrophoresis techniques. The common molecular techniques used for Salmonella typing
include pulsed-field gel eectrophoresis (PFGE), Multilocus sequence typing (MLST),
randomly amplified polymorphic DNA (RAPD), amplified fragment length polymorphism

(AFLP), Insertion sequence typing and Plasmid profiling (Singh et al., 2006).

1.3.3.1Pulsed-field gel electrophoresis
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Pulsed-field gel electrophoresis (PFGE) is the technique by which the whole genome of
bacteria is digested by rare-cutting restriction endonuclease enzymes and run through
agarose gel subjecting them to electric fields that alternate in two directions at defined
intervals. The commonly used restriction endonuclease in PFGE for Salmonella is Xbal.
The PFGE yield different number of DNA fragments with strain specific patterns (Ribot et
al., 2006). Severa reports have shown that PFGE is highly discriminatory in successfully
tracking the source of Salmonellainfections for outbreak investigation as well as for
epidemiologica studies (Farias et a., 2014; Harbottle et al., 2006; Liebana et a., 2001).
PFGE has been considered as the “gold standard” genotyping technique for molecular
typing of Salmonella and is being used by CDC pulseNet program (Harbottle et a., 2006).
The other advantage of PFGE is the development of bionumeric software which enables the
analysis of gel images of the PFGE finger prints. However, PFGE is time-consuming and
labor-intensive and does not display equa sensitivity with different serotypes (Kérouanton

et al., 2007).

1.3.3.2 Multilocus Sequence Typing

Multilocus sequence typing (MLST) is a molecular typing strategy that compares DNA
sequences from portions of housekeeping genes which varies due to mutation or
recombination events. MLST  based on fragments from 7 housekeeping genes was first
developed in 2002 to study the clonality of S Typhi. The 7 housekeeping genes were
aroC, dnaN, hemD, hisD, purE, sucA, and thrA. The basis for selection of these genes was
due to their scattered positions on the chromosome, the presence of genes with known

functions in the surrounding DNA, and lack of any diversifying selection pressure.
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Nucleotide differences in the individua genes leading to different aleles are combined and
used to determine the differentiation of strains (Kidgell et al., 2002). MLST is useful for

long-term epidemiological studies or phylogenetic analyses.

Later on, different schemes of MLST i) based on 4 polymorphic genes (16S
RNA, pduF, ginA, and manB) with efficient serotype discriminating power (Kotetishvili et
a., 2002); ii) based on variable genes (manB, fimA, and mdh) proved efficient for
discriminating below serotype level (Alcaine et al., 2006; Sukhnanand et al., 2005); iii)
based on prophage loci with more discriminatory power than PFGE or MLST based on
housekeeping genes (Ross and Heuzenroeder, 2005); iv) MLST scheme based on virulence
genes (ssel and fimH) and two clustered regularly interspaced short palindromic repeat
(CRISPR) loci with capacity to differentiate outbreak strains/clones of the maor serotypes

of Salmonella were developed (Liu et a., 2011).

However, the first MLST scheme developed by (Kidgell et a., 2002) is more popular and
is widely employed mainly because of the fact that it has central online public data base
enabling global comparison of alele and sequence types hosted by the University of

Warwick (http://mlst.warwick.ac.uk/mist/dbs/Senterica). The mgjor limitations of MLST are

the time and cost associated with laboratory work to amplify, determine, and proofread the

nucleotide sequence of the target DNA fragments (Wattiau et a., 2011).

1.3.3.3 Plasmid profiling

Plasmid profile analysis was one of the earliest DNA-based subtyping schemes. The
detection method is based on the isolation of plasmids followed by agarose gel
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electrophoresis and gel imaging (Liebana et a., 2001). Its importance lies on the fact that
most of the plasmids harbour virulence and antimicrobial resistance genes in Salmonella.
The number and size of plasmid contained in an isolate is the basis for plasmid profiling.
The different plasmid profiles within a serotype points the lateral transfer by gaining or
losing the plasmids. The plasmids with 2-200 kb with different functions have been reported
in Salmonella (Rychlik et al., 2006a). The major limitations of plasmid profiling is that
plasmids can be lost and acquired during outbreak/storage, they can appear in different
forms (linear, open circular, closed circular) which affects the migration of the DNA in
agarose gel. Strains may also contain more than one plasmid species of the same size

(Liebanaet a., 2002).

1.4 Antimicrobial resistance

The extensive use of antimicrobials in human and veterinary medicine has created selection
pressure and promoted the emergence and spread of antimicrobial resistant pathogens
worldwide. Resistant organisms and genes responsible for development of resistance can
easily circulate among humans, animals, food, water and the environment in a country and
globally through trade, travel and migration at an unprecedented pace. To date, most of the
pathogenic bacteria of animal and human origin have developed resistance to first line
antimicrobial agents, including extended-spectrum cephalosporins, aminoglycosides, and
fluoroquinolones. The recent WHO report indicated that this serious threat is no longer a
prediction for the future and the damage caused by resistant bacteriais already happening in
every region of the world (WHO, 2014b). This report emphasized that unless urgent

coordinated action is taken, the world is heading to a post-antibiotic era, in which common
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infections and minor injuries which have been treatable for decades can once again kill. In
June 2014, the Ministerial Conference on Antibiotic Resistance that took place in the
Netherlands, made a global call to take action on antimicrobial resistance, acknowledging it

asaglobal threat to effective prevention and treatment of infections (WHO, 2014a).

1.4.1 Antimicrobial agents mechanism of action and resistance in Salmonella

Antimicrobials are classified according to their mechanism of action. The mechanisms of
action for the magjor classes of antimicrobial agents include interference with cell wall
synthesis (e.g., beta-lactams and glycopeptides), inhibition of protein synthesis
(aminoglycosides, macrolides and tetracyclines), interference with nucleic acid synthesis
(fluoroguinolones) and inhibition of a metabolic pathway (trimethoprim-sulfamethoxazole).
Bacteriamay be intrinsically resistant to one or more class of antimicrobials, or may acquire
resistance by de novo mutation or via the acquisition of resistance genes from other
organisms or from the environment. Acquired resistance genes may enable a bacterium to
produce enzymes that destroy the antibacterial agent, to express efflux systems that prevent
the drug from reaching sufficient concentration in its intracellular target, to modify the
drug's target site, or to produce an aternative metabolic pathway that bypasses the action of
the drug (Tenover, 2006). Below, the common antimicrobia agents and their mechanism of

resistance are briefly discussed.

1.4.1.1 Resistance to beta-lactams

Beta-lactams are alarge class of antimicrobials that have a beta-lactam ring in their structure
and they are the most widely used antimicrobials in human and veterinary medicine. Beta-

lactams include penicillin derivatives, cephalosporins, monobactams, and carbapenems.
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Mode of action of beta-lactams is via penicillin binding proteins (PBPs) by inactivating the
final stage of cell wall synthesis through acylation of the terminal amine group of one
peptide chain onto the D-alanine residue of the next peptide chain. Resistance to beta-
lactams in Gram-negative bacteria including Salmonella involves mainly the production of
beta-lactamase enzymes capable of hydrolyzing beta-lactam ring (Bush et al., 1995h),

followed by alterations of permeability, extrusion by efflux pumps, and to a lesser extent

through alteration in penicillin binding protein (PBP)(Beceiro et al., 2013).

There are two ways of classifying beta-lactamases based on protein sequence similarity or
based on functiona characteristics. Based on protein sequence, beta-lactamases are
classified in to four molecular classes A, B, C, and D. Classes A, C, and D also called
(serine beta-lactamases) include enzymes that hydrolyze their substrates by forming an acyl
enzyme through an active site serine, whereas class B beta-lactamases are metalloenzymes
that utilize at least one active-site zinc ion to facilitate beta-lactam hydrolysis. Functional
classification is based on substrate and inhibitor profilesin an attempt to group the enzymes
in ways that can be correlated with their phenotypein clinical isolates. Thisinvolves group 1
(class C cephalosporinases) inhibitor resistant; Group 2 (classes A and D) broad-spectrum,
inhibitor-resistant, and extended-spectrum serine carbapenemases; group 3 involves metallo

beta-lactamases (Class B) (Bush and Jacoby, 2010; Bush et a., 1995a).

The enzymes discovered early such as TEM-1 and SHV-1 beta-lactamases were capable of
inactivating few penicillins and first generation cephalosporins. But subsequent variants

emerged with a range of amino acid substitutions in and around their active sites with
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capacity to hydrolyze multiple beta-lactams including extended spectrum beta-lactams. To
date, there are 222 different variants of TEM and 191 variants of SHV beta-lactamases
(http://www.lahey.org/Studies/). Widespread use of third generation cephalosporins and
aztreonam is believed to be the major cause of mutations in these enzymes that hasled to the
emergence of the extended spectrum beta-lactamases (ESBLS) (Paterson and Bonomo,
2005). In addition, there are severa other variants such as OXA, CTX-M, CMY, and KPC
with variable level of beta-lactam hydrolyzing capacity. Severa different beta-lactamases
have been reported from Salmonella in different countries including extended spectrum
beta-lactamases capable of hydrolyzing third generation cephalosporins such as CTX-M,
OXA, CMY, AmpC and others with different substrate specificity and geographic

distribution (Carattoli, 2008; Li et a., 2007; Seiffert et al., 2014).

1.4.1.2 Resistance to aminoglycosides

The mechanism of action of aminoglycosides is related to binding to the 30S subunit of
ribosomal RNA, which leads to loss of trandationa fidelity and thus to the accumulation of
erroneous proteins and bacterial cell death. Resistance to amino glycosides is usually due to
production of aminoglycoside-modifying enzymes (acetyl transferases, AACs; adenyl
transferases, AAD (Barton Behravesh et al., 2011) and phosphoryltransferases (APHS)
(Smith and Baker, 2002). Aminoglycoside phoshotransferases, Aph (6)-la (also called strA)
and aph (6)-1d (strB) are reported to be widely distributed in Salmonella and other Gram-
negative bacteria. These genes have been reported to be part of transposon Tn5393 (Pezzella
et al., 2004). Genes encoding for aminoglycoside resistance modifying enzymes are often

located on different mobile genetic elements such as plasmids and integrons and they are
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usually co-selected with other antibiotic resistance genes, such as those encoding for beta-

lactamases (Beceiro et a., 2013; Shakil et al., 2008).

1.4.1.3 Resistance to tetracycline

Tetracyclines are bacteriostatic antibiotics that bind reversibly to the 30S subunit of
ribosome, thereby inhibiting the initiation of protein synthesis (Beceiro et a., 2013). The
main resistance mechanisms for tetracycline are mono-component efflux systems specific
for tetracyclines encoded by thetet genes. There are severa types of tet genes. The most
common types reported in Salmonella are tetA, tetB, tetC, tetD and tetG. The tetG gene has
been identified in chromosome of S Typhimurium DT104 located in Salmonella genomic
island 1(SGI1) (Pezzella et al., 2004). Other mechanisms of resistance to tetracyclines are
ribosomal protection and antibiotic modification (tetX). Efflux resistance genes and genes
involved in ribosome protection are generally found on plasmids and self-transmissible

chromosomal conjugative transposons, respectively (Speer et al., 1992).

1.4.1.4 Resistance to sulfonamides and trimethoprim

The target of sulfonamides and the basis for their selectivity is the enzyme dihydropteroate
synthase (DHPS) in the folic acid pathway. Mammalian cells are not dependent on
endogenous synthesis of folic acid and generaly lack DHPS. Trimethoprim inhibits
dihydrofolate reductase, the enzyme required to convert dihydrofolic acid to tetrahydrofolic
acid, the precursor of folic acid. The mechanism of resistance to sulfonamides and
trimethoprim is due to the horizontal spread of resistance genes; variants of the target

enzymes dihydropteroate synthase and dihydrofolate reductase characterized by reduced
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affinity to sulfonamides and trimethoprim, respectively. Two genes, sull and sul2, encoding
for drug insensitive dihydropteroate synthase, mediated by transposons and plasmids, induce
high level resistance to sulfonamide in human clinical isolates while sul3 was found to be
prevalent in farm animals. Sull is frequently associated with mobile genetic elements such

asclass 1 and 2 integrons and SGI1 (Perreten and Boerlin, 2003). For trimethoprim, several

dfr genes expressing trimethoprim insensitive dihydrofolate reductases have been

characterized (Skdld, 2001).

1.4.1.5 Resistance to Fluoroquinolones

Fluoroquinolones are potent, broad-spectrum antibiotics used to treat infections caused by
wide range of Gram-positive and Gram-negative pathogenic bacteria. Fluoroquinolones
differ from quinolones by the replacement of the eighth carbon atom of the backbone with a
nitrogen atom and the addition of a fluorine atom at the sixth position, giving them more
potent antibiotic action and a broader spectrum of activity. Fluoroquinolones target type 11
topoisomerase (DNA gyrase) mainly in Gram-negative bacteria and topoisomerase IV in
Gram-positive bacteria. DNA gyrase contains two subunits gyr A and gyr B whose function is
to relax the supercoiled DNA ahead of DNA replication fork by creating negative
supercoiling. Topoisomerase IV contains parC and parE subunits with the function of

decatinating (unlinking) replicated double stranded DNA (Drlicaet a., 2008).

Fluroguinolones inhibit this activity by binding to the active sites of these enzymes leading
to inhibition of DNA replication and cell death. The magor mechanism of resistance to

fluoroquinolones is through mutation in quinolone resistance determining region (QRDR) of
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DNA gyrase and topisomerase 1V subunits mainly gyrA and parC (Redgrave et a., 2014).
The other mechanisms of quinolone resistance include efflux pumps (multidrug efflux pump
and quinolone specific plasmid mediated efflux pump encoded by gep gene), Qnr (plasmid-
mediated quinolone resistance), porins, and quinolone-modifying enzyme(aac(6')-1b-cr)
(Redgrave et a., 2014). Plasmid-mediated quinolone resistance determinants, specialy
gnr genes, has recently been reported from different parts of the world in different Gram-
negative organisms including Salmonella (Jacoby et al., 2014). These genes encode for
pentapeptide proteins which protects bacterial topoisomerase from the effect of quinolones.
They do not induce high level resistance but their presence leads to mutation in the

QRDR(Robicsek et al., 2006).

1.4.2 M obile genetic elements and their role in dissemination of drug

resistance

Acquired antimicrobial resistance genes are frequently contained within a mobile DNA
segment that is capable of translocation from one part of a genome to another or between
genomes. These mobile elements could be conjugative and mobilizable elements.
Transduction, the process by which drug resistance determinant bacterial DNA is packaged
in to bacteriophages and injected into the recipient bacterium also play arole in the spread
of DNA between bacteria. Bacteria can also acquire resistance genes by a process caled
transformation where naked DNA is taken up by the recipient bacteria and either
incorporated into the host genome by homol ogous recombination or transposition (van Hoek

et a., 2011).
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1.4.2.1Plasmids

Plasmids are extrachromosomal DNA elements that contain their own origin of replication.
Plasmid mediated resistance is the dominant means of resistance acquisition in bacteria and
is responsible to the rapid spread and accumulation of the prominent resistance mechanisms
leading to a concomitant challenge to antibacterial therapy. Many plasmids carrying
antimicrobial resistance genetic elements are capable of transferring to other organisms
within the same or different species in addition to vertical transfer to the cell’s progeny
increasing the potential for the spread of resistance genes carried on plasmids (Smillie et al.,

2010).

1.4.2.2 Integrons and Salmonella genomic island

Integrons are genetic units capable of capturing and incorporating diverse resistance genes
into the bacterial genome via site-specific recombination mediated by the intl-encoded
integrase (Hall and Stokes, 1993). Class 1 integrons play an important role in the global
spread of antibiotic resistance by aiding the transfer of cassettes encoding multidrug
resistance throughout the Gram-negative bacterial population while class 2 integrons are
commonly detected in Gram-positive organisms athough it can aso be found in Gram-
negative bacteria (Fluit and Schmitz, 1999). In Salmonella one or more class | integrons can
be found in an isolate carrying one or more drug resistance genes. Class | integron is often

associated with MDR (Leverstein-Van Hall et a., 2002).

Salmonella Genomicisland 1 (SGI1) isa43-KB mobilizable complex class 1 integron of 44

open reading frames located on chromosome in Salmonella enterica serotypes between
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the thdF and yidY genes or between thdF and int2 in the retron sequence of S. Typhimurium.
The antibiotic resistance genes on this island have been localized to a 13-kb segment of the
3’end of SGI1 termed the MDR region. The first classica SGI1 reported from
S Typhimurium DT104 confers resistance to 5 drugs: ampicillin  (blaPSE),
chloramphenicol/florfenicol (floR), streptomycin/spectinomycin (aadA2), sulfamethoxazole
(sull), and tetracycline tet(G). This resistance cluster is made up of two class 1 integrons
carrying blaPSE and aadA2 with variable regions of 1.2 kb and 1.0 kb, respectively and
tet(G) and flo(R) genes located in between the two integrons (Boyd et al., 2000). Letter on,
several variants of SGI1 with different antimicrobial resistance gene clusters were detected
worldwide in different Salmonella serotypes and in Proteus mirabilis (Ahmed et al., 2007;
Doublet et al., 2003). A previous report indicated an association between strong biofilm
formation and the presence of a complex class | integron found within SGI1 in Salmonella

enterica (Malcovaet a., 2008).

1.4.3 Use of antimicrobial agentsin food animals and its human health implication

Globally, more than half of all antimicrobials are used in the production of food animals.
Antimicrobial agents are used in animal production in three ways: therapy, prophylaxis and
for growth promotion (Schwarz et a., 2001). The use of antimicrobial agents for
management of sick animals is inevitable. Although prophylactic herd treatment is
criticized for its role on the selection of resistance among pathogenic bacteria, antimicrobial
prophylaxis at the key periods of disease incidence is highly beneficial. The most critical
one is the use of antimicrobial agents for growth promotion. Severa countries have already

banned the use of antimicrobial agents as feed additives (Castanon, 2007; Phillips et al.,
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2004). The mode of action of antimicrobial growth promoters is not fully established.
However, it is believed to be a reduction of the growth of bacteria in the intestinal tract and
thereby less microbial degradation of useful nutrients, and the prevention of infections with

pathogenic bacteria (Dibner and Richards, 2005).

Although it is widely accepted that overuse of antimicrobial agents in veterinary medicine
can be a magjor driver of resistance in microbes (McEwen and Fedorka-Cray, 2002), the
evidence linking antibiotic use in farm animas with resistance in humans is ill
controversial (Gilbert, 2012; McEwen, 2012). A review of published data in the area by
group of workers indicated that the actual danger of using antibioticsin animal agricultureis
small. Their argument is that though resistance can be selected in food animals, and resistant
bacteria can contaminate animal-derived food, adequate cooking can destroy them (Phillips
et al., 2004). Risk assessment study also indicated withdrawing animal antibiotics can cause

far more human illness-days than it would prevent (Cox and Popken, 2006).

1.4.4 Salmonella and antimicrobial resistancein Ethiopia

Studies conducted in Ethiopia show the prevalence of several serotypes of Salmonella in
various food animals, food products (Addis et al., 2011; Alemayehu et a., 2003; Molla et
a., 2004; Molla et al., 2006; Zewdu and Cornelius, 2009) and humans (Ashenafi and
Gedebou, 1985; Asrat, 2008; Gebre-Y ohannes et al., 1987; Mache et al., 1997) and high
level of drug resistance has also been reported. For instance, 75%, 59.4%, 46.9%, 40.6%,
and 40.6% of NTS isolates from food items and personnel in Addis Ababa were resistant to
streptomycin, ampicillin, tetracycline, spectinomycin and sulfisoxazole, respectively (Zewdu
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and Cornélius, 2009). On the other hand among NTS human isolates from Addis Ababa,
81.2%, 86.4%, 83.7%, 100%, 75.6%, 37.8%, 81.1%, 94.5%, were reported to be resistant to
ampicillin, cephaothin, chloramphenicol, erythromycin, gentamycin, nalidixic acid,

sulphonamide, and tetracycline respectively (Asrat, 2008).

Most recently, MDR and invasive strain of S.Concord was reported to be the major cause
of salmonellosis in young children in Ethiopia (Beyene et a., 2011). This serotype had been
repeatedly reported from children adopted from Ethiopiato different European countries and
the USA (Hendriksen et a., 2009). This serotype is not common in other countries and most
of the countries who reported this strain have direct or indirect contact with Ethiopians. Out
of the 78 people from whom S.Concord was isolated during the year 2003-2007 in Europe
and USA, 98% were children adopted from Ethiopia. Eighty one percent of the isolates were
reported to be resistant to 3 or more drugs (Hendriksen et al., 2009). Originaly S. Concord
was suspected to be localized to specific orphanages where these children spent some of
their time in Ethiopia. However, the report by Beyene et a (2011) indicated that the strainis
the most prevalent, multidrug resistant Salmonella responsible for diarrhea in children in
two geographicaly unrelated hospitals in the country. According to Beyene et a (2011)
most of S Concord isolates (70%) were resistant to several antibacteria agents
(sulfamethoxazol e+trimethoprim, ceftriaxone, chloramphenicol and gentamycin). Thirty

percent of the isolates were reported to be invasive.

1.5 Salmonella biofilm formation and its implication
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Bacteria biofilms are defined as a collection of aggregated microbial sessile communities
that are bound to a surface and embedded in a self-produced polymeric matrix (Costerton et
a., 1999; Vestby et al., 2009a). Extracellular structures of Salmonella that contribute to
biofilm formation include curli fimbriae, cellulose, colanic acid, O-antigen capsule,
extracellular DNA and lipopolysaccaride (LPS). Salmonella biofilms have been reported to
occur in the intestine and on gallstones of the gallbladder in addition to its occurrence on
environmental inanimate objects (Crawford et a., 2008; de Rezende et al., 2005; Solano et
a., 2002). Formation of Salmonella biofilmson plants leading to persistence of the
organism on plant surfaces and resistance to disinfectants are reported to be the major causes
of plant product associated outbreaks (Y aron and Romling, 2014). It is estimated that 99.9%
of the bacteria in nature are attached to a surface in the form of a biofilm (Murphy and
Kirkham, 2002). Strains capable of biofilm formation frequently form colonies of the RDAR
(red, dry and rough) morphotype which is caused by the co-expression of curli fimbriae and
cellulose, BDAR (brown dry and rough) which produce curli but not cellulose, PDAR (pink
dry and rough) which produce cellulose but not curli. Those strains which cannot produce
biofilms are characterized by SAW (smooth and white) morphotype (Malcova et a., 2008;

Romling, 2005).

Different serotypes of Salmonella have been reported to vary in biofilm forming ability. A
study also indicated a correlation between biofilm forming ability and persistence in fish
meals and feed factories suggesting biofilm forming ability to be an important factor for
persistence of Salmonella in the factory environment (Vestby et a., 2009c). The planktonic

and biofilm cells of MDR Saphylococcus aureus and S Typhimurium were reported to be
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more resistant to beta-lactams than antibiotic susceptible S. aureus and S. Typhimurium at
pH 5.5 and pH 7.3 and they have shown differential gene expression (He, 2011). Other
reports also indicated direct association of biofilm formation with the increase in antibiotic

resistance of bacteria (Kim and Wei, 2007; Kwon et al., 2008).

1.5.1 Methodsto inhibit bacterial biofilm formation

Bacterial biofilms are relatively resistant to antibacterial drugs, disinfectants and the host
immune system compared to planktonic cells (Fux et al., 2003; Hoyle and Costerton, 1991;
Janssens et al., 2008). Various efforts are being made to find chemicals that can inhibit
biofilm formation or eliminate the formed bacterial biofilm to enhance the susceptibility of
bacteria to antibacterial drugs. Some of these are enzymes that can degrade
exopolysaccaride or extracellular matrix such as DNAse (which degrade the extracellular
DNA), and other novel compounds from chemical libraries (Jiang et a., 2011; Tetz et al.,

2009).

1.5.2 Kinaseinhibitors as potential antibiofilm agents

Kinases are components of signal transduction pathways that are critical in the biology of all
cells. Because of thisrole, kinases are established drug targets, particularly for cancer. Recent
works in the area have led to approval of severa kinase inhibitors by FDA for cancer
treatment (Zhang et a., 2009). Kinases are thus anticipated to serve as new targets for
therapeutics aimed at drug resistant pathogens. Protein phosphorylation in bacteria is
performed mainly by two component signal transduction systems (2CSTSs) and eukaryotic-
like serine/threonine kinases or bacteria tyrosine kinases. 2CSTSs occur in most bacterial

species, and composed of an environmental sensing protein (histidine kinase) and a DNA-
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binding protein (the response regulator). Histidine kinases are composed of two domains: an
N-terminal signal input domain that often possesses sub-domains with recognized signaling
functions and a C-terminal autokinase domain that includes phosphotransferase and an ATP-
binding sub-domain. The response regulators are composed of a conserved N-terminal
regulatory domain and a C-terminal effector domain (Stock et al., 2000). In the prototypical
two-component system, a sensor histidine kinase catalyzes its autophosphorylation and then
subsequently transfers the phosphoryl group to a response regulator, which can then effect

changesin cellular physiology, often by regulating gene expression (Wolanin et al., 2002).

Studies have shown signal transduction phosphorelay networks as key components of the
regulatory machinery that coordinates gene expression during biofilm development in
response to environmental signals (Zakikhany et a., 2010). Salmonella spp. contains
numerous well-characterized two-component regulatory systems such as SirA/BarA,
EnvZ/OmpR, SsrA/SsrB, PhoP/PhoQ PreA/PreB, and PmrA/PmrB which are involved
directly or indirectly in regulating genes involved in invasion, antimicrobia peptide
resistance and biofilm formation (Prouty and Gunn, 2000). Bacteria with an incomplete
lipopolysaccharide (LPS), those with defect in motility, and those deficient in quorum

sensing are unable to form biofilms (Prouty and Gunn, 2003).

1.6 Rationale for the study

Consumption of raw milk, inadequately pasteurized milk, improperly cooked beef from
culled dairy cattle, contaminated water and direct animal contact are the major routes of

acquiring dairy associated salmonellosis in human (Fey et a., 2000). In Ethiopia, there are

30



large numbers of small-scale animal farming mainly peri-urban dairy farms situated close to
areas of public residence. Most of these farms are located very close to Addis Ababa, capital
city of the country, or reside within the city in a very close proximity with human
populations. Previous Salmonella prevalence study conducted in Addis Ababa showed farm
level and animal level prevalence to be 47.8% and of 7.7% respectively (Addis et al., 2011).
However, this study involved small sample size and the isolates were not serotyped.
Information on the prevalence, serotype distribution and antimicrobial susceptibility of
Salmonella in dairy farms and other food animals is vital to implement appropriate strategies
to prevent introduction and spread of the pathogen in the farm as well as to reduce the risk

of human salmonellosis.

Human infections with Salmonella spp. result in significant morbidity, mortality and
economic burden worldwide. Saimonellosis constitutes a mgor public health burden and
represents a significant cost in many countries. Millions of human cases are reported
worldwide every year. The primary sources of human Salmonella infection are food-
producing animals such as cattle, poultry and swine (Kagambega et al., 2013). The sources
and transmission routes of Salmonellain Ethiopia are poorly understood due to lack of
coordinated national epidemiological surveillance system. Salmonella serotypes commonly
affecting humans and the relative contribution of various risk factors as a source of
Salmonella infection to humans is not clearly understood. A recent report also indicated the
increasing prevalence of invasive drug resistant S. Concord in two regions of the country
(Beyene et d., 2011). Despite wide occurrence of this MDR serotype in human patients, so

far, no information is available on its occurrence in domestic animals. Most of prevalence
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studies conducted in humans involved diarrheic children from hospitals (Ashenafi and
Gedebou, 1985; Asrat, 2008; Beyene et a., 2011) and little is known on the prevalence,
serotype distribution and antimicrobial susceptibility of Salmonella isolates from primary

heath centers.

Over use and misuse of antimicrobial agents in humans and animals is reported to be the
major contributing factors for increasing the rate of selection for resistant strains. In
Ethiopia, antimicrobial agents are indiscriminately used in both humans and animals and
high level of resistant Salmonella has been reported in both sectors (Alemayehu et al., 2003;
Beyene et al., 2011; Mache et al., 1997; Mollaet al., 2004; Molla et a., 2006). The fact that
animals and humans live in close proximity; absence of strict adherence to drug withdrawal
in veterinary medicine, indiscriminate use of antimicrobial agents in both humans and
animals as well as consumption of raw and under cooked meat and other animal products
suggests possibility of transfer of resistant strains/genes from anima to humans or vice

versa.

Despite reports of occurrence of drug resistant Salmonella from animal products and
humans, the phenotypic and genotypic relatedness of Salmonella isolated from animals and
humans is not established. Research into such relationships will provide information on
transfer of resistant pathogens between animals and humans and the genes responsible for
specific antimicrobial resistance. Characterization of spatialy and temporaly related
Salmonella serotypes isolated from humans and animals using phenotypic and molecular

techniques supported by evidence on antimicrobial use in humans and animals could provide
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reliable information on contribution of different livestock sectors to human salmonellosis

and transfer of drug resistant Salmonella from animals to humans or vice versa.

The major mechanism of resistance to beta-lactam antimicrobia agent in Gram-negative
bacteria is through production of beta-lactamase enzymes capable of hydrolyzing and
inactivating beta-lactam ring of drug. There are different verities of these enzymes with
substantial difference in their ability to hydrolyze different beta-lactams (Beceiro et al.,
2013). The magor mechanism of resistance to fluoroquinolones is through mutation in
guinolone resistance determining region (QRDR). Plasmid-mediated quinolone resistance
determinants, specialy qgnr genes, has recently been reported from different parts of the
world in different Gram-negative organisms including Salmonella (Jacoby et a., 2014).
However, little is known on molecular mechanism of resistance to beta-lactam and
fluoroquinolones in Salmonella isolates from Ethiopia. Characterization of beta-lactam
resistant and quinolone resistant Salmonella isolates from various hosts using molecular
techniques for the type of beta-lactamase enzymes and quinolone resistant genetic
determinants commonly involved in conferring resistance to isolates will be useful to

implement appropriate control measures.

Biofilms play a significant role in severa infectious diseases including Salmonella and
treatments of these infections cost several billion dollars annually. Strong  biofilm forming
ability of Salmonella contributes to persistence in the food, food processing surfaces,
environment and host. They are also resistant to antimicrobial agents, disinfectants and host
immune response (Janssens et al., 2008; Vestby et al., 2009b). Salmonella serotypes and

strains vary in biofilm forming ability. Despite several reports on the occurrence of MDR
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in Salmonella serotypes from humans and animals in Ethiopia, little is known about biofilm
forming ability and their relationship with antimicrobial susceptibility. Study on biofilm
forming ability and drug resistance phenotype and genotype of isolates from various sources
could provide insight into the association of multidrug resistance and biofilm formation

(multicellular behavior) of Salmonella from different sources.

As there is limited or no protective vaccine against Salmonella infection, development of
effective antimicrobial agents that circumvent the resistance problem is highly essential. The
identification of novel molecular targets important for biofilm formation will facilitate the
discovery of new drug candidates displaying antibiofilm activity against drug-resistant
Salmonella and other organisms.

Bacterial kinases participate in the regulation of cellular processes known to be important
for biofilm formation, such as quorum sensing (Aubert et a., 2013; McLoon et a., 2011,
Ray and Visick, 2012; Rubinstein et al., 2012). In recent years, kinases have been assigned a
high priority as candidate drugable targets due to their endogenous small-molecule binding
motif and importance in cellular functions (Hopkins and Groom, 2002). Due to the reliance
of severa biofilm-associated processes on bacterial kinases and other ATP-requiring
proteins, screening of chemical libraries of small-molecule ATP-mimetic compounds could
come up with promising lead compounds with potential use to inhibit biofilm formation and
for disruption of established biofilms of Salmonella and other bacterial pathogens in the host

and the environment.
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2. Objectives of the Study

The general objective of this study was to contribute to the reduction of the public health
burden caused by drug resistant Salmonella infections through generating information on
phenotypic and genotypic characteristics of Salmonella serotypes in humans and animals

and through finding potential compound with antibiofilm activity.

The specific objectives were:
To determine feca prevalence, serotype distribution and antimicrobial resistance of
Salmonellain dairy cattle, slaughtered cattle ,poultry and swine in central Ethiopia
To determine prevalence and antimicrobial resistance of non-typhoidal Salmonella
serotypes and co-infection with parasites, among patients with diarrhea and other
gastrointestinal complaintsin Addis Ababa, Ethiopia
To investigate the phenotypic and genotypic diversity of Salmonella enterica from
humans and food animals in central Ethiopia
To determine the major types of beta-lactamase enzymes common in isolates resistant
to betalactam antimicrobial agents and to investigate mechanism of quinolone
resistance in isolates with reduced sensitivity to nalidixic acid and ciprofloxacin
To investigate association of multicellular behavior and drug resistance in Salmonella
enterica serotypes isolated from animals and humans in Ethiopia
To Evaluate small molecule kinase inhibitors for antibiofilm activity on Salmonella

enterica
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3. Materials and methods

3.1 Study Design and Study area

A cross-sectional Salmonella prevalence and antimicrobia resistance study was conducted
in dairy, poultry and swine farms in Addis Ababa and five towns of Oromia region at the
outskirt of Addis Ababa: Sebeta, Barake, Welmera, Sululta and Adaa from May 2013 to
January 2014. All these five towns are located at the outskirt of Addis Ababa and in these
areas; the interaction between the animal and human populations is very high due to high
density of the human population and the large number of peri-urban dairy farming facilities.
In Addis Ababa, ten representative government-owned health centers out of 36 were
randomly selected; one from each sub-city and Tikur Anbessa Specialized Hospital (TASH)
was a so included. Fecal samples were also collected from slaughtered cattle at Addis Ababa
Abattoir. Salmonella isolation and antimicrobial susceptibility study were conducted at
Aklilu Lemma Institute of Pathobiology (ALIPB). Molecular characterization work was
conducted at Center for Microbia Interface Biology, The Ohio State University, USA and
Biosciences Eastern and Central Africa, (BecA) Nairobi, Kenya. Characterization of
multicelluar behavior and drug resistance as well as screening of kinase inhibitors for

antibiofilm assay was conducted at The Ohio State University, USA.

3.2 Sample size for Salmonella prevalence study

For study on prevalence of Salmonella in dairy cattle, 1203 fecal samples were collected.

Sampling was conducted from healthy as well as diarrheic cattle irrespective of age and sex
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in 132 dairy herds (Addis Ababa n=38, Adaa n=12, Sebeta=21, Sululta=24, Welmera=18).
Inclusion of farms in the sampling population was based on representation of the area under
study, willingness of the owners, as well as accessibility. Each farm represented a single
herd. The minimum herd size of a farm to be included in the study for dairy cattle was 5
cattle. In such small sized farms, al or most of the animals were sampled. The largest herd
size contained 398 heads of cattle. Farms were categorized in to small, medium and large
based on the herd size of (5-20), (21-50), and greater than 50 heads of cattle, respectively. In
larger farms, a minimum of 10% of the animals in the farm were sampled. For poultry, 549
pooled fecal samples (from 3 chicken each) were collected from a total of 48 farms (Adaa
district n= 33, Addis Ababa n=6, Sebeta n=6, Barake n=6). In the case of swine, 180 fecal
samples were collected from 7 farms, 4 from Adaa district and 3 from Addis Ababa. In
addition, 282 fecal samples from cattle ready to be slaughtered at the Addis Ababa slaughter

house were also randomly collected.

For human study sample size (n=576) was calculated based on the previous study in Addis
Ababa, with a prevalence of 6.4% (Mache et a., 1997) using the formula (20/2)/A) 2p(1-p)
at 95% CI, margin of error of 2%. However, to increase the number of isolates, a total of
765 patients from health centers were included. From each health center, a minimum of 71
and a maximum of 82 diarrheic patients of any age referred to laboratory for stool
examination who did not take antibiotics during the last 2 weeks were recruited (n=765). In
addition, 192 patients who presented with various gastrointestinal complaints (diarrhea,

abdominal pain and gastritis) and submitted stool samples to the parasitology and
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microbiology laboratory were included in the study. Only 98 (51%) of the stool samples

from TASH were diarrheic.

3.3 Sample and data collection

Feca samples from dairy cattle, slaughtered cattle and swine were collected directly from
rectum using sterile disposable gloves into sterile zippered plastic bag. Pooled fresh fecal
samples (from 3 chickens) were collected from poultry farms. Stool samples from each
human patient were collected in clean screw capped plastic containers. Samples were
transported to ALIPB using ice box within 3-4 h of collection. Information such as herd size,
age, sex and use of antimicrobial agents and presence of diarrhea in a farm was recorded in
each farm during sample collection. Information on patients’ history such as consumption of
raw meat, milk and vegetables during the last 2 weeks was also collected by interviewing
the patients during sample collection from heath centers. All demographic, clinical and
|aboratory data obtained from study participants at health facilities such as stool consistency
and laboratory examination results of stool specimens for other pathogens were aso
recorded. The stool consistency was determined in the health center and hospital |aboratories
immediately after samples were received according to the Bristol stool consistency scale
(type 5, 6 and 7) defined as loose, mucoid and watery, respectively (Lewis and Heaton,
1997). As it was difficult to collect patient associated information from hospital patients,
analysis for association of Salmonella infection status and various risk factors was

conducted only for patients from health centers.

38



3.5 Laboratory I nvestigation

3.5.1 Microscopic examination of stool specimens

Direct microscopic stool examination of samples from human patients was performed for
detection of ova and parasites by laboratory technicians in health centers and hospital
|aboratories where the samples were collected immediately prior to transportation to ALIPB

and the laboratory result was recorded.

3.5.2 Culture and identification of Salmonella species

Isolation and identification of Salmonella species was conducted according to WHO Global
Foodborne Infections Network laboratory protocol (WHO, 2010). Briefly, 10 g of feces was
suspended in 90 ml of buffered peptone water (BPW) and incubated for 24 h at 37°C. In
case of human samples 5 g of feces was suspended in 45 ml of BPW. One hundred pl of
this suspension was transferred to 10 ml of Rappaport-Vassiliadis enrichment Broth (RVB),
(Oxoid, USA) and incubated for 24 h at 37°C. One ml of suspension was aso transferred to
10 ml of Tetrathionate broth (TTB) (Oxoid, USA) and incubated for 24 h at 42°C. The
sample from these two broths was streaked on to Xylose Lysine tergitol 4 (XLT-4) selective
media and the plates were incubated at 37°C for 24 h. Presumptive Salmonella colonies
were then further investigated biochemically using Triple Sugar Iron agar, Urea, Citrate and
Lysine Iron Agar slants. Those colonies with typica Salmonella biochemical properties
were then further confirmed by genus specific PCR (Cohen et a., 1993). Salmonella
recovered from both RVB and TTB of a single sample were first considered as different

strains until the isolates were tested for antimicrobial susceptibility. When differences in
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antimicrobial susceptibility were observed, both isolates were considered as different strains.
On the other hand, if the isolates showed similar susceptibility pattern, only one isolate was
considered for further analysis. Salmonella isolates were grown overnight in trypton soya

broth(TSB) which was then frozen in 20% glycerol stock at -80°C till further analysis.

3.5.3 Salmonella serotyping and phage typing

Salmonella isolates were serotyped and phage-typed at the Public Health Agency of Canada,
World Organization for Animal Health (OIE) Reference Laboratory for Samonellosis,
Guelph, Ontario, Canada. Briefly, the somatic (O) antigens were determined by dlide
agglutination tests (Ewing, 1986) and flagellar antigens were determined using a microplate
agglutination technique (Shipp and Rowe, 1980). The antigenic formulae of Grimont and
Weill (2007) were used to identify and assign the serotypes of the isolates. Phage typing of
STyphimurium isolates was performed by the methods developed by Calow (1959) and
extended by Anderson et a (1977) with reference phages obtained from the Public Health
England, Gastrointestinal Bacteria Reference Unit, Colindale, England and the Public Health
Agency of Canada, National Laboratory for Enteric Pathogens, Winnipeg, Canada.
Salmonella isolates that reacted with the phages but did not conform to any recognized

phage type were designated atypical (AT).

3.5.4 Antimicrobial susceptibility testing

Susceptibility of the isolates to 18 antimicrobials was determined using the disk diffusion
method according to the guidelines of the Clinical and Laboratory Standards Institute (CLSI,
2013). Briefly, frozen isolates were subcultured on tryptic soy agar (Becton, Dickinson and
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Company, USA) from which 3 to 4 pure colonies were inoculated to atube containing 5 ml
of tryptic soy broth (TSB) (Becton, Dickinson and Company, USA) and mixed gently using
sterile inoculating loop. It was then incubated at 37°C for 4-5 h. The turbidity of the
suspension was then adjusted to the optical density of a McFarland unit of 0.5 using sterile
saline to standardize the inoculum size. Sterile cotton swab was dipped and rotated several
times and pressed firmly on the inside wall of the tube above the fluid level to remove
excess inoculum. It was then inoculated to Mueller Hinton Agar plate (Oxoid, Ltd) by
streaking the swab over the entire surface of the plate. The inoculated plates were left at
room temperature to dry for 5-10 minutes and antimicrobia discs were dispensed by
pressing on the plate with sterile forceps and the plates were inverted and incubated at 37°C
overnight. Diameters of the zone of inhibition were measured to the nearest millimeter using

aplasticruler.

The following antimicrobials (Sensi-Discs, Becton, Dickinson and Company, Loveton,
USA) and disc potencies were used: amikacin (An) (30 pug), amoxicillin + clavulanic acid
(Amc) (20/10 pg), ampicillin (Amp) (10 pg), cefoxitin (Fox) (30 ug), ceftriaxone (Cro) (30
Mg), cephaothin (Cf) (30 pg), chloramphenicol (C ) (30 ug), ciprofloxacin (Cip) (5 ng),
gentamicin(Gm) (10 pg), kanamycin(K) (30 ug), nalidixic acid (Na) (30 pug), neomycin (N)
(30 pg), nitrofurantoin (Nitro) (100 pg), streptomycin(S) (10 ug), sulfisoxazole (G) (1000
1Q), sulfamethoxazole + trimethoprim (Sxt) (23.75/1.25 ug), trimethoprim (Trm)(5 pg) and
tetracycline (Te) (30 pg). The interpretation of the categories of susceptible, intermediate or
resistant was based on the CLSI guidelines (CLSI, 2013). In this study, isolates were

regarded as multi-drug resistant (MDR) when they are resistant to at |east one or more drugs
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among 3 antimicrobial categories (Magiorakos et a., 2012). For the purpose of analysis, all
readings classified as intermediate were considered as resistant unless indicated. E. coli

ATCC 25922 was used as a quality control organism.

3.5.5 Conjugation assay

To determine whether integrons of the Salmonellaisolates were on conjugative DNA
elements, class 1 integron positive isolates were conjugated with Rifampicin-resistant (Rif")
and sulfamethoxazole-susceptible (Sul®) E. coli (MG1655). Both donor (intl-positive
sulfamethoxazole-resistant Salmonella isolates) and recipient bacteria were cultured in
Luria-Bertani (LB) broth (ODggo= 0.6). The mating of donor (sulfamethoxazole-resistant
isolates) and recipient was conducted by mixing in a 1:9 ratio (v/v) in 2 ml of LB broth
followed by incubation overnight in awater bath at 37°C. The transconjugants were selected
by plating 50 pl of the mating culture onto MacConkey agar plates containing both
rifampicin (50 pg/ml) and sulfamethoxazole (512 pg/ml). Colonies were then selected based
on their resistance to both antimicrobials and purified by subculture on LB agar with and
without antibiotic. The transconjugants were further tested for their antimicrobial

susceptibility patterns and the presence of class 1 integrons by PCR (Vo et a., 2010).

3.6 Molecular characterization of Salmonella isolates

3.6.1 Bacterial DNA extraction
Isolates were grown on LB agar (37°C, overnight). A single colony was inoculated to LB
broth and grown in shaking incubator at 37°C for 16-18 h. Genomic DNA was then

extracted using QIAGEN genomic DNA extraction Kit according to the manufacturer’s
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recommendation for most of the experiments. For some of the experiments, bacterial
genomic DNA template was obtained by resuspending and boiling a single fresh colony of

each isolate in 50 pl of 2mM NaOH at 95°C for 5 min.

3.6.2 Detection and characterization of Class 1 I ntegron

All isolates were screened using PCR with primers specific to Intil gene as described
previousy (Leverstein-Van Hall et al., 2002). For al Intil positive isolates and all isolates
resistant to sulfisoxazole, the presence of integron carrying integrated drug resistance gene
cassettes was determined by PCR amplification of the two conserved segments ( 5’-CS and
3’-CS primer sets) (Lévesgue et a., 1995). PCR products were separated by agarose gel
electrophoresis and visualized under UV -light. In the cases where there were more than one
variable segments in an isolate, each segment was cut from the gel and purified with a
QIAGEN gd extraction kit, (QIAGEN, USA). Single band PCR products were then purified
using PCR purification kit (QIAGEN, USA) and submitted for sequencing to Plant Microbe
Genomics Facility of The Ohio State University. DNA sequences were then analyzed by

accessing the Genbank database viathe BLAST network service (USA).

3.6.3 Detection and characterization of Salmonella genomic Island and its
variants

All intil and class 1 integron positive Salmonella isolates were analyzed for the presence of
Salmonella genomic Island 1(SGI1). First the presence of the left and right junction of SGI1
was examined by PCR using primers described by Doublet (2003). Primer sets used for
amplification of the left junction incorporate segments of the thdf and intil genes. The right

junction of SGI1 was amplified using primers targeting the direct repeat portion of the SGI1
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and the second Integron in STyphimurium. In other serotypes, since they do not have the

second integron, the reverse primer for the detection of the right junction of SGI1 was part

of the yidY gene. The order of the antimicrobia resistance gene cluster was tested as

previously described (Doublet et al., 2008; Leverstein-Van Hall et a., 2002; Lévesgue et dl.,

1995). All PCR reaction conditions were performed following the original references for

each reaction. PCR products were then purified, sequenced and sequences were analyzed

usng BLAST and compared with previous reports on GenBank (accession number

AF261825 and AY463797).

indicated in Table 1.

Table 1 Primers used to characterize class 1 integrons and SGI1.

List of primers used to screen for integrons and SGI1 are

Primer Gene Amplification Size (bp) Nucleotide sequence (5'-3') Reference
Inti FP Intil Inti 242 TCTCGGGTAACATCAAGG (Leverstein-Van Hall et
Inti RP Intil CTTCAGGAGATCGGAAGACCTC 2002)
5'-CS variable Integron variable GGCATCCAAGCAGCAGCAAG (Lévesque et al., 1995)
3'CS AAGCAGACTTGACCTGA
LJ-FP Thdf Left Junction 500 ACACCTTGAGCAGGGCAAG (Doublet et al., 2003)
LJ-RP Int AGTTCTAAAGGTTCGTAGTCG
RJ-FP 5044 Right Junction TGACGAGCTGAAGCGAATTG (Doublet et al., 2003)
RJ-RP int2 515 AGCAAGTGTGCGTAATTTGG
RJ-RP2 yidY 500 ACCAGGGCAAAACTACACAG
Intl Intil Intil-aadA2 1135 GCTCTCGGGTAACATCAAGG (Doublet et al., 2003)
Aad aadA2 GACCTACCAAGGCAACGCTA
Sul Sul delta Sul delta-floR 942 GACCTACCAAGGCAACGCTA (Doublet et al., 2003)
Flo FloR AAAGGAGCCATCAGCAGCAG
Flo FloR floR-tetR 598 TTCCTCACCTTCATCCTACC (Doublet et al., 2003)
tetR tetR TTGGAACAGACGGCATGG
orf2 delta orf2 delta orf2 delta- 2735 ACTGACGAAGACGGCGAATG (Doublet et al., 2008)
merA

merA merA GTGCCGTCCAAGATCATG

merR merR-tetA 2280 TGCTGTCTGAACTCGTGTGCG (Doublet et al., 2008)
Tet A tetA CGGCAGGCAGAGCAAGTAGA

3.6.4 Detection and characterization of beta-lactamase genes
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PCR and DNA sequencing were performed for the detection and characterization of beta-
lactamase (bla) genes in isolates resistant to one or more of the beta-lactam antimicrobial
agents (Ampicillin, Amoxycillin and clavulanic acid, Cephalothin, Cefoxitin and
ceftriaxone) examined  with  oligonucleotide  primers  previously  described
for blaTEM, blaSHV, blaPER, blaPSE , blaOXA1, blaOXA4 , blaOXA10, blaCMY, and
blaCTX-M genes (Table 2). Group specific primers were used to characterize blaCTX-M
enzymes (Johan et al., 2004). All PCR reactions were conducted using ready to use
AccuPower® PCR PreMix (Korea) containing al reagents.The PCR condition for all
reactions involved initial denaturation for 3 minutes at 95°C followed by 30 cycles of (95°C
for 30 s, specific annealing temperature for 1 m, and 72°C for 30 s) followed by final
extension at 72°C for 5 m. Specific annealing temperature for each PCR reaction is shown in
Table 2. All amplicon sequences were transated to amino acid sequences using CLC Main
Work Bench and compared with protein sequences in the Genbank database and
classification of blaTEM enzymes was based on beta-lactamase classification database

(http://www.lahey.org/Studies/temtable.asp Lahey).

3.6.5 Investigation of mechanism of quinolone resistance

All isolates with reduced susceptibility to nalidixic acid and/or ciprofloxacin were examined
for presence of known quinolone resistance determinants. Quinolone resistance determining
region (QRDR): gyrA, gyrB, parC and parE genes were amplified using PCR. PCR was
also used to examine for various plasmid mediated quinolone resistance genes. gnrA, gnrB,
gnrD, gnrS qepA, and aac(6')-Ib (Park et al., 2006). PCR amplicons were purified using

QIAGEN gel extraction kit and PCR purification kit (QIAGEN, USA) and sequenced.
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Presence of mutation in the QRDR was examined by translating nucleotide sequences into
proteins and aligning against reference sequence of STyphimurium strain LT2 on NCBI
database (Accession Number AE006468). The primers used for thisinvestigation are shown

in Table 3.

Table 2 List of primers used for detection of beta-lactamases and to characterize the groups
of CTX-M beta-lactamases

Geneltarget Primer Sequence 5’-3’ Amplico AT °C Ref Remark
nsize
blaTem Gene TEM-F1 ATGAGTATTCAACATTTCCG 862-bp 55 (Naiemi et a., 2005)
TEM-R1 GACAGTTACCAATGCTTAATCA
blaTEM-F2 TAA CCA TGAGTGATAACACT (Naiemi et al., 2005) For
blaTEM-R2 CCGATCGTT GTCAGAAGTAA sequencing
bla SHV gene BlaSHV-F1 CTTTACTCGCCTTTATCG 827-bp 56 (Naiemi et al., 2005)
BlaSHV-R1 TCCCGC AGATAAATCACCA
blaSHV-F2 ACTGCCTTTTTG CGCCAGAT (Naiemi et al., 2005) For
blaSHV-R2 CAGTTCCGTTTCCCAGCGGT sequencing
bla OXA-1 OXA-1-F ATGAAAAACACAATACATATCAAC  755-bp 48 (Edelstein et d., 2004)
OXA-1-R TTTCCTGTAAGTGCGGACAC
bla OXA -4 OXA-4-F TCAACAGATATCTCTACTGGT 216bp 54 (Edelstein et al., 2004)
OXA-4-R TTTATCCCATTTGAATATG
bla OXA-10 OXalo-F TCAACAAATCGCCAGAGAAG 277bp 57 (Edelstein et ., 2004)
Oxa10R TCCCACACCAGAAAAACCA
bla PER Perl-F AATTTGGGCTTAGGGCAGAA 925 bp 55 (Weldhagen et al., 2003)
Perl-R ATGAATGTCATTATAAAAGC
blaPSE blaPSE-F TGCTTCGCAACTATGACTAC (Riano et ., 2006)
blaPSE-R AGCCTGTGTTTGAGCTAGAT
blaCYM blaCMY 2-F TGGCCGTTGCCGTTATCTAC 868 57 (Chen et d., 2004)
blaCMY2-R CCCGTTTATGCACCCATGA
CTX-M group | CTXM1-F3 GACGATGTCACTGGCTGAGC 499 55 (Pitout et al. 2004
CTXM1-R2 AGCCGCCGACGCTAATACA
CTX-M group Il TOHO1-2F GCGACCTGGTTAACTACAATCC 351 55 (Pitout et al. 2004)
TOHO1-1R CGGTAGTATTGCCCTTAAGCC
CTX-M group Il CTXM825F CGCTTT GCCATGTGCAGCACC 307 55 (Pitout et al. 2004)

CTXM825R GCT CAGTACGATCGAGCC
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CTX-M group IV~ CTXM914F

CTXM914R

GCTGGAGAAAAGCAGCGGAG 474 62
GTAAGCTGACGCAACGTCTG

(Pitout et al. 2004)

Table 3. List of primers used for detection of quinolone resistance mechanism

Gene Primer name Primer sequence (5 to 3") Product AT in°C References
size

gyrA GyrAFP AAATCTGCCCGTGTCGTTGGT 344bp 58 (Fabregaet al., 2009)
GyrARP GCCATACCTACTGCGATACC

gyrB GyrB FP GAATACCTGCTGGAAAACCCAT 446bp 57 (Fabregaet al., 2009)
GyrB RP CGGATGTGCGAGCCGTCGACGTCCGC

parC ParC FP AAGCCGGTACAGCGCCGCATC 395bp 57 (Fabregaet al., 2009)
ParC RP GTGGTGCCGTTCAGCAGG

ParE ParE FP TCTCTTCCGATGAAGTGCTG 240bp 55 (Eaves et al., 2004)
ParE RP ATACGGTATAGCGGCGGTAG

gnrA gnrA FP ATTTCTCACGCCAGGATTTG 516bp 53 (Robicsek et al., 2006)
gqnrA RP GATCGGCAAAGGTTAGGTCA

gnrB gnrB FP GATCGTGAAAGCCAGAAAGG 469bp 53 (Robicsek et al., 2006)
gnrB RP ACGATGCCTGGTAGTTGTCC

asc(6)-lb  ac(6)-IbFP  TTGCGATGCTCTATGAGTGGCTA 482-bp 55 (Park et al., 2006)
aac(6’)-Ib-RP CTCGAATGCCTGGCGTGTTT
aac(6’)-Ib-cr-  CGTCACTCCATACATTGCAA (for sequencing
seq of aac(6)-Ib-cr

gepA QepA FP CGTGTTGCTGGAGTTCTTC 403bp 59 (Cattoir et al., 2008)
QepA RP CTGCAGGTACTGCGTCATG

QnrD QnrD FP CGAGATCAATTTACGGGGAATA 565bp 53 (Cavaco et d., 2009)
oQnrD RP AACAAGCTGAAGCGCCTG

Qnrs QnrSFP ACGACATTCGTCAACTGCAA 417bp 53 (Robicsek et al., 2006)
QnrSRP TAAATTGGCACCCTGTAGGC

3.7 Salmonella genotyping

3.7.1 Pulsed-field gel electrophoresis
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Representative isolates (n=47) were systematically selected to represent source and
serotypes and genotyped using pulsed-field gel electrophoresis (PFGE) to investigate
genetic relatedness of Salmonella serotypes obtained from food animals in Addis Ababa and
surrounding districts and those obtained from diarrheic patients from Addis Ababa. Two
out-group Salmonella enterica strains from Kenya and USA both isolated from swine were
also included in thisanaysis. PFGE was performed according to Center for Disease Control
and Prevention (CDC) PulseNet), as previously described (Ribot et a., 2006) using a
contour clamped homogeneous electric field (CHEF)-Mapper (Bio-Rad Laboratories,
Hercules, CA). Briefly, Bacterial culture was grown overnight in TSB. The culture was
suspended and mixed with meted 1% SeaKem Gold: 1%SDS agarose at 56°C. Agarose
plugs were made in disposable plug molds. Cells were lysed in 50 ml tubes using lysis
buffer (50mM Tris, SOmMMEDTA, Ph8 +1%Sarcosyl) plus protinase K. DNA digestion was
performed using Xbal restriction enzyme in agarose plugs. Pieces of small plugs about
2mm was cut and loaded on to the comb. The gel was poured, comb removed and PFGE was
run for 18-20 hrs. After staining with ethidium bromide, DNA fragments were visualized
under UV trans-illumination (Gel Doc 2000, Bio-Rad Laboratories, Hercules, CA, USA).
Gel images were photo documented using the Quantity one 1D analysis software (Bio-Rad
Laboratories). PFGE gels were then anayzed using BIONUMERICS software V. 4.61
(Applied Maths NV, Keistraat, Belgium) using dice coefficient similarity index and
unweighted pair group average (UPGMA) cluster analysis. Image analysis was conducted
based on 2.2% tolerance and 1.5% optimization. The plausible genetic threshold for

clustering was 88%.
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3.7.2 Multilocus sequence typing

Sixteen representative isolates originating from human patients and different food animals
were analyzed using multilocus sequence typing (MLST). Seven housekeeping genes aroC
(chorismate synthase), hemD (uroporphyrinogen 11l cosynthase), dnaN (DNA polymerase
1l beta subunit), hisD (histidinol dehydrogenase), sucA (aphaketoglutarate
dehydrogenase), purE (phosphoribosyl aminoimidazole carboxylase), thrA (aspartokinase +
homogenize dehydrogenase) were amplified by PCR according to the recommendation of
the MLST database for Salmonella enterica (http://web.mpiib-berlin.mpg.de/mist). The list
of primers and amplification protocols including PCR conditions indicated in the database
were used for each PCR reaction. Amplification products were purified using Qiagen PCR
purification kit and sequenced using forward and backward primers.

The sequences were assembled and analyzed using CLC Main Work Bench. The sequences
were then trimmed to fit to the size of the ML ST database requirement and submitted to the
MLST database website (http://web.mpiib-berlin.mpg.de/mist) and assigned existing or
novel alele numbers and sequence types (STs). For five Salmonella isolates, whole genome
sequencing (WGS) was conducted by Food and Drug administration (FDA), USA. DNA
samples were prepared using Nextera XT Kit and sequencing using lllumina Miseq
technology according to manufacturer’s recommendation. Fastq files of raw reads of the
sequence were uploaded to Centre for Genomic Epidemiology web server which analyzes

the data and assign specific allele and sequence types (Larsen et d., 2012).
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3.8 Biofilm assay and investigation of antibiofim activity of kinase
inhibitors

3.8.1 Screening Salmonella isolates for multicellular behavior.

Biofilm forming ability of the isolates was assessed using the crystal violet staining method
(Djordjevic et a., 2002; Macova et a., 2008) at 20°C and 37 °C in Tryptic Soy Broth 20
times diluted (TSB 1:20). Overnight broth cultures of bacteria were diluted 100 times in
TSB 1/20 medium. Two hundred pl of this was inoculated into a flat bottomed 96-well
polystyrene microtitre plate. Some wells were inoculated with 200 pl of TSB 1:20 medium
only as a negative control. The plates were incubated statically for 24 h. The planktonic
bacteria were then removed by vacuum aspiration and the plates washed with 200 pl of 1X
phosphate buffered saline (PBS). The bound biofilm cells were fixed by heating at 60°C for
1 h. Each well was then stained with 200 pl of 1% crystal violet for 5 min and the excess
stain was removed by washing with 200 ul of 1X PBS. The attached biofilm bacteria were
solublized by 200 ul of 33% acetic acid. The amount of biofilm formation in each isolate
was then determined by reading the optical density (OD) value of each well using
spectrophotometer at wave length of 570 nm and subtracting the mean OD reading of the
medium alone. The result for each isolate was obtained from mean reading of 8 wells per

experiment and the experiment was conducted twice.

Bacterial colony morphology was investigated by growing the isolates on LB agar plates
without salt (LBNS) supplemented with Congo red (40 pg/ml) and Coomassie brilliant blue
dyes (20 pg/ml) for 6 days at room temperature. The plates were then inspected visually for

the morphotype and recorded (White et al., 2006).
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Cellulose production was assessed on LBNS agar containing 20 pg/ml of calcofluor
(Fluorescent Brightener 28, Sigma, USA). After 6 days of growth at 20°C, the plates were
visualized under UV light at 366 nm (White et a., 2006). In order to quantify the level of
cellulose production by different strains, a modified broth calcofluor binding assay was
used. Briefly, overnight broth cultures were normalized by optical density and diluted 1:100
in LBNS liquid medium containing calcofluor (20pg/ml) in black 96-well microtiter plates
(Corning Costar®, USA) and incubated at 20°C for 6 days. The optical density (600 nm)
and fluorescence (excitation =366 nm, emission= 565 nm) of bacteria in each well was then
measured using a Spectra Max M2 Plate reader. Wild type S. Typhimurium (JSG210=ATCC
14028s and JSG1748 AbcsA::kan cellulose mutant (Prouty and Gunn, 2003) strains were
used as positive and negative controls, respectively. Readings less than that of JSG1748
were considered negative for the production of cellulose. Ability to form pellicle at liquid air
interface was assessed by inoculating 0.5ml of over-night culture of the bacteria in LB
medium into glass test tubes containing 4.5 ml of the LBNS medium. It was then kept at
room temperature for 6 days and pellicle formation was then visually inspected at the end of

the experiment (Solano et a., 2002).

3.8.2. Screening of kinase inhibitorsfor antibiofilm activity

3.8.3.1 Bacterial strain, growth conditions and chemical inhibitors.

The Salmonella strains used in this study were wild-type S Typhimurium (standard
reference laboratory strains) 14028s (JSG210) and STyphi strain TY2 (JSG624).
Acinetobacter baumannii 19606 (WLS2401), Staphylococcus aureus Strain USA300), and

Pseudomonas aeruginosa (strain PAOL) were also used for biofilm assay. Bacteria were
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stored at -80°C in LB broth containing 20% glycerol. Overnight cultures were grown in LB
or TSB medium at 37°C with aeration. It was then normalized to ODgyonm 0.8 and the culture
was diluted 1:100 in TSB diluted 1:20 or undiluted super optimal broth (SOB) for STyphi

and grown at 30°C in static conditions.

Out of 450,000 chemical libraries of adenosine mimetics, 3000 compounds were selected
and purchased from ChemBridge (San Diego, CA). Selection of library of putative kinase
inhibitors was based on the predicted probability of binding to the ATP binding region of
proteins and alosteric sites of kinase targets. The compounds in the library were scored
based on statistical significance of chemical similarity to ATP by tanimoto score (Baldi and
Nasr, 2010). Low-energy conformations of 5’-O-methyl adenosine were used in the
compounds to mimic the adenosine portions of ATP, without providing energy for cellular
processes. Compounds were aliquoted at a 5mM concentration in Dimethyl sufoxide

(DM SO) and stored in the dark at 4°C.

3.8.3.2 High-throughput screening of compounds for antibiofilm assay

The origina high-throughput screen was conducted using 5M drug concentration utilizing
an automated BioM ek 2000 robot platform with dilutions of the drug made in 1X PBS in 96
well polystyrene plates, Corning Inc. (Corning, NY) according to the method described
previously (O'Toole and Kolter, 1998). Controls were treated with 0.1% DMSO (solvent)
final concentration and PBS alone. Each plate contained 80 drugs, leaving 16 wells for
controls. Cultures and drugs were added simultaneously and the BioMek 2000 carried out

assay in asimilar manner to the rapid attachment biofilm assay described below.

52



3.8.3.3 Rapid attachment biofilm assay, ICso determination, and biofilm dispersion
assay.

To determine biofilm inhibition by the compounds, an overnight culture of the desired
reference laboratory strains of bacteriawere grown in TSB medium at 37°C on aroller drum
or shaker. Cultures were normalized to ODgoonm Of 0.8 and a 1:100 dilution of the
normalized culture in TSB 1:20 and incubated at 30°C in static conditions to promote
biofilm formation for 24 h. The ODgynm Was then read to observe growth of planktonic
bacteria. Plates were washed in double distilled water (ddH,0) and heat fixed at 60°C for 1
h. Biofilms were stained for visualization with 33% gentian violet solution (10 ml gentian
violet, 18 ml 1X PBS, 1 ml methanol, 1 ml isopropanal) for 5 min, followed by a release of
stain by 33% acetic acid (33 ml glacia acetic acid, 67 ml 1X PBS). The released dye was
measured at ODs7onm. The half maximal inhibitory concentration of the compound was
determined by finding the concentration at which 50% of the total observed biofilm
inhibition occurred using drug concentrations between 0.125uM to 50uM. Biofilm
dispersion assays were carried out in a similar manner, except 30uM compound 7955004
was added after a 24 h biofilm was established and allowed to incubate at 30°C in static
conditions for another 24 h. Biofilms were quantified by gentian violet staining and dye
release. Out of 3000 chemical libraries examined, only one compound (Compound
7955004), [3-(2-furylmethyl)-2-{ [ (5-hydroxy-1H-pyrazol-3-yl)methyl]thio} -3,5,6,7-
tetrahydro-4H-cyclopenta[4,5]thieno[2,3-d] pyrimidin-4-on) showed over 50% biofilm

inhibition and further analysis was conducted only for this compound.
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3.8.3.4 Determination of bacterial viability following exposure to compound
7955004.

In order to establish potential bactericidal or bacteriostatic effects of compound 7955004,
cultures were grown in the presence or absence of the drug and plated for viability.
Overnight cultures were grown as described above, back diluted 1:100 and incubated for
24h (TSB, 37°C with aeration) in the presence or absence of 30uM compound 7955004.
Following O h, 2 h, 4 h, 8 h, 16 h and 24 h, 10ul aiquots were removed, serialy diluted and

plated for viability.
3.8.3.5 Eukaryotic cellular cytotoxicity assay

Effects on eukaryotic cells were quantitatively assessed by 12 and 24 h LDH-release
experiments using lactate dehydrogenase (LDH) Cytotoxicity Detection Kit (Clontech,
Mountain View, CA). The Hep G2 hepatocyte cell line was grown in modified essential
medium (MEM) supplemented with 10% heat inactivated fetal bovine serum (HI-FBS) and
2mM L-glutamine and incubated in a humidified 5% CO, incubator at 37°C. Cells were
seeded at 1 x 10* cells mi™ into a polystyrene 96-well tissue culture plate and allowed to
adhere overnight. Adherent Hep G2 cells were subjected to 12 and 24 h of drug (50uM and
30uM) in triplicate. Negative and positive controls consisted of equal volumes of 0.1%
DMSO in final concentration and 2% Triton-X, respectively. LDH release was measured by

acolorimetric assay at A 490nm-

3.8.3.6 ATP-binding proteins captured by ATP-Sepharose affinity matrix
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In order to determine potential ATP-binding protein-targets of compound 7955004, bacteria
lysates were prepared from wild-type S Typhimurium cultures grown in biofilm-inducing
conditions (TSB 1:20, 30°C, 3 ml). Cells were centrifuged and resuspended in 1 ml of lysis
buffer (50mM HEPES, pH 7.4, 1220mM NaCl, 20mM MgCl,, 1mM DTT, 0.1% Triton-X,
and 1X complete protease inhibitor) and prepared by FastPrep system and bacteria lysis
column B containing 0.1mm silica spheres for extraction of DNA, RNA, and proteins. The
lysate was run through ATP-sepharose resin (Graves et a., 2002), and allowed to bind for 1
h. Low salt (120mM, 2X) and high salt (300mM, 2X) and low salt (120mM, 2x) rinses were
used to wash off non-specifically binding proteins. Washes were optimized such that no
proteins were present in eluent when visualized in silver stained gels. The column was
subsequently washed with a solution of 500uM of compound 7955004 to compete protein
targets off the column, followed by a 10uM ATP wash to clear the column of remaining
ATP-bound proteins. Proteins were electrophoresed on a 10% sodium dodecyl sulfate
polyacrylamide gel electrophoresis (SDS-PAGE) and stained with silver nitrate
(Shevchenko et a., 1996) to determine the optima number of wash steps and to identify
protein bands of interest. Column elution fractions following the wash with compound
7955004 were subsequently electrophoresed (10% SDS-PAGE) and stained with SYPRO
Red dye. These protein bands were excised and submitted to The Ohio State University
Mass Spectrometry and Proteomics Facility. Identified peptides were analyzed using Mascot

Deamon V2.2.1 (Boston, MA) and compared to the NIH/NCBI database.
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3.9 Ethical consideration

The study protocol involving human and animal subjects was ethically approved by the
Intitutional Review Board of College of Health Sciences, Addis Ababa University and
National Research Ethics Review Committee (Permit#3-10/474/05 dated 29-03-2015). For
study involving human subjects, informed consent and children’s assent were obtained from
adults and parents or guardians for children, respectively before inclusion into the study.
Permission to export Salmonella isolates to USA, Canada and Kenya were obtained from
Plant and Anima Health Regulatory Department of Federal Ministry of Agriculture.
Permission on the use of 87 Salmonella strains originaly collected from food animals in
Ethiopia was obtained from strains archive, Infectious Diseases Molecular Epidemiology
Laboratory, College of Veterinary medicine, The Ohio State University. The isolates were

stored in glycerol stock at -80°C.

3.10 Data analysis

For study involving prevalence and risk factors of Salmonella in dairy cattle, probability of
selecting a given animal from a given herd was considered as a weighting variable. Data
analysis method that fits to survey data asit isimplemented in STATA version 12 was used
to estimate prevalence of Salmonella and to investigate its association with pre-specified
background characteristics. Animal level prevalence of Salmonella was calculated as the
weighted percentage of Salmonella culture-positive fecal samples among the total number of
animals examined. Herd level prevalence of Salmonella was calculated as the percentage of

herds with one or more Salmonella culture-positive fecal samples among the total number of
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herds sampled. Association of weighted animal level prevalence and selected background
characteristics was assessed using person chi-square within survey command of STATA
software. Association of herd level Salmonella positivity and pre-specified characteristics

was assessed using person chi-sguare.

Prevalence of non-typhoidal Salmonella in humans was calculated as a percentage of
Salmonella culture-positive stool samples among the total number of samples examined.
Associations of putative risk factors as well as occurrence of protozoan pathogens with
Salmonella infection in patients from health centers were assessed using both univariable
and multi-variable logistic regression, accounting for clustering of patients at the health
center level by using cluster-robust standard errors. Comparison among different means was
conducted by one way analysis of variance (ANOVA) or student t-test. Results were

reported statistically significant whenever the p-value was less than 0.05

Association of drug resistance determinants and biofilm formation/multicellular behavior
was analyzed using chi-square test. For antibiofilm experiments all experiments were
conducted in triplicate, and data represent a minimum of 3 biological replicates. The 50%
effective concentration (EC50) values, were calculated using GraphPad Prism 6 software by
plotting the data as a function of the log10 compound concentration, and standard sigmoidal
dose-response curves were fit to the data; 95% confidence intervals (Cls) are reported to

indicate the error of each EC50 determination.
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4. Results

The main findings of this study are published in 4 articles (Paper 1, Paper 2, Paper 5 and
Paper 6) and 2 manuscripts prepared for publication (Paper 3 and 4) which are referred to in
the text. Some of the results that are not depicted in the articles are presented in Tables and
figures and corresponding texts in the dissertation. In addition, some tables and figures that
were presented in the papers were also presented here in the dissertation to make a better
documentation and discussion of the findings. The term serovar and serotype were used

interchangeably in the papers whereas only serotype was used in the dissertation.

4.1 Salmonella spp. prevalence in animals and humans

4.1.1 Prevalencein animals

Farm level and individual animal level prevalence of Salmonella in dairy cattle is presented
in Paper 1. Weighted animal level and farm level prevalence of Salmonella was (30/1203;
23% and (10/132; 7.6%), respectively. Significant difference in the prevalence of
Salmonella was observed across different age groups (p= 0.023) and the largest was
observed in cattle less than 6 months. Prevalence of Salmonella in poultry farms, swine
farms and slaughtered cattle is shown in Table 4. Salmonella was recovered from 7 (14.6%)
of 48 poultry farms investigated whereas 3 (42.9%) of the 7 swine farms were positive for
Salmonella. Out of 549 pooled feca samples of poultry, 26 (4.7%), were positive for
Salmonella. Individual animal level prevalence of Salmonella in swine was 4.4%. Out of
282 fecal samples collected from slaughtered cattle at Addis Ababa Abattoir, 20 (7.1%)

were positive for Salmonella.
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Table 4. Farm level and individual sample level fecal prevalence of Salmonella in poultry

farms, swine farmsin Addis Ababa and surrounding districts and slaughtered cattle in Addis

Ababa Abattoir
Commodity District No.of  No. of No. (%) No. (%)
type farms  samples® positive positive
samples farms
Poultry Adaa 33 464 25(5.4) 6(18.2)
AddisAbaba 6 45 1(2.2) 1(16.7)
Barake 3 18 0 0
Sebeta 6 22 0 0
Total 48 549 26(4.7) 14.6
Swine Adaa 3 100 2(2) 1(33.3)
Addis Ababa 4 80 6(7.5) 2(50)
Total 7 180 8(4.4) 42.9
Slaughtered AddisAbaba NA 282 20(7.1) NA
cattle

@Samples for poultry were pool of fecal droppings from 3 chicken, NA-not applicable

4.1.2 Prevalence in humans
Prevalence of Salmonella among diarrheic human patients from health centers in Addis
Ababa was (55/765; 7.2%) while in those from TASH was (4/192; 2.1%). The overall

prevalence of Salmonella among human patients was 59(6.2%) (Paper 2).

4.2 Intestinal parasites and concomitant infection with Salmonella Spp.

Microscopic examination of stool samples revealed infection with Entamoeba histolytica
(19 %), Giardia lamblia (8.1 %), egg of Hymenolepis nanna (0.9 %) and egg/larvae of
Strongyloides stercoralis (0.7 %) in patients from health centers, whereas only E. histolytica
(0.5 %), G. lambia (4.3 %), and egg of Tanea species (1.1 %) were detected in patients from

TASH. Although Salmonella was commonly detected in patients positive for E. histolytica
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(9.7 %) compared to negative ones (6.6 %) Salmonella infection was not significantly

associated with any of the parasites (Paper 2).

4. 3 Major risk factors associated with Salmonella spp. colonization

4. 3.1 Risk factorsfor Salmonella carriagein dairy cattle

In dairy cattle, prevalence of Salmonella was significantly higher in animals less than 6
months of age compared to other age groups (p= 0.023). Herd level prevalence of
Salmonella in dairy farms was significantly higher in large sized herd (p=0.047). All
Salmonella isolates were obtained from herds which kept their dairy cattle completely
indoors, while none was recovered from farms which allowed their animals to graze outside
occasionally or those where cattle were totally outdoors. Detection of diarrheain an animal
was also significantly associated with anima level Salmonella carriage and herd level
prevalence of Salmonella in dairy farms. Out of 255 feca samples collected from 24
diarrheic herds, 22 (8.63%) were positive for Salmonella, whereas, only 8 (0.84%) of the
948 fecal samples collected from 108 non-diarrheic herds were positive for Salmonella. Six
of 24 (25%) of diarrheic herds were positive for Salmonella while only 4 of 108 (3.7%) of

non-diarrheic herds were positive for Salmonella (p<0.001) (Paper 1).

4. 3.2 Risk factorsfor Salmonellain humans

Human Salmonella infection status among diarrheic patients from headth centers was
significantly associated with consumption of raw vegetables. Multivariable logistic
regression anaysis after adjusting for al pre-specified variables revealed statisticaly

significant association of Salmonella infection status with consumption of raw vegetables
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(OR=1.91, 95% CI=1.29-2.83, ¥* =4.74, p=0.025). Symptom of watery stool consistency
was aso significantly associated with recovery of Salmonella compared to those patients

with loose and mucoid stool consistency (OR=3.05, 95% Cl=1.22-7.6; p=0.005) (Paper 2).

4. 4 Salmonella serotype and Phage type distribution

All together, 20 different serotypes were recovered from animals and humans.
STyphimurium and S. Saintpaul were detected in al types of food animals and humans. The
dominant serotypes isolated from humans and animals were STyphimurium 42 (27.6%), S
Saintpaul 33 (21.7%), S. Virchow 28 (18.4%), and S Kentucky 10 (6.6%). Salmonella
Saintpaul, although was the most dominant serotype isolated from poultry and swine, 20
(76.9%), 2 (25%) respectively, and second dominant serotype 10 (20%) isolated from cattle,
only one S. Saintpaul was detected from humans. The frequency of Salmonella serotypes
according to host speciesis shown in Table 5. S Typhimurium was the dominant serotype
recovered from all host species representing 27 (39.7%) of the human infection and 32
(17.9%) of the total animal infection followed by S Saintpaul representing 1(1.5%) of
human infection and 32 (38.1%) of animal infection. S Virchow was the second dominant
serotype isolated from humans and among animals it was recovered only from dairy cattle
and slaughtered cattle. S. Kentucky though was of low proportion, it was detected from dairy

cattle, aughtered cattle, poultry as well as humans (Table 5).

Among S Typhimurium strains, 10 different known phage types (PTs) and 2 atypical PTs
were identified. The dominant PT was PT126 representing 19.1%, followed by PT1

(14.3%). Interestingly, all STyphimurium PT126 were isolated from human patients
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whereas other phage types were fairly distributed among host species. In addition, the two
S Enteritidis isolated from humans were atypical and one S. Heidelberg isolated from swine
was PT2 (Paper 3).

Table 5 Salmonella enterica  serotypesisolated from dairy cattle, slaughtered cattle, poultry,
swine and human in central Ethiopia

Serotype Dairy Slaughtered Poultry Swine Animal Human  Tota (%)
cattle Total
Typhimurium 7 4 3 1 15 27 42(27.6)
Saintpaul 6 4 20 2 32 1 33(21.7)
Virchow 5 2 - - 7 21 28(18.4)
Kentucky 5 1 2 - 8 2 10(6.6)
Kottbus - 1 - - 1 7 8(5.26)
Miami - - - 2 2 3 5(3.29)
Haifa - 3 1 - 4 - 4(2.63)
Braendruep - 2 - - 2 1 3(1.97)
Dublin 3 - - - 3 - 3(1.97
Newport - - - - - 2 2(1.32)
Milkawasima 1 2 - - 2 - 2(1.32)
Livingstonevar.14+ 1 - - 1 2 - 2(1.32)
Aberdeen 1 - - - 1 - 1(.66)
Concord - - - - - 1 1(.66)
Agona - 1 - - 1 - 1(.66)
Entertidis - - - - - 2 2(1.32)
Helldelberg - - - 1 1 - 1(.66)
1:6;7,14,1,w 1 - - - 1 - 1(.66)
V:ROUGH-O:;-:- - - - - - 1 1(.66)
I,Rough-O:l:1,2 - - - 1 1 - 1(.66)
Tota 30 20 26 8 84 68 152

4.5 Antimicrobial susceptibility of Salmonella Spp. from animals and
humans

4.5.1 Resistance phenotype
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Detailed resistance profile of Salmonella isolates obtained from food animals and diarrheic
human patients in central Ethiopia during 2013 to 2014 are presented in paper 1, Paper 2
and Paper 3. Asawhole, 140 (92.1%) of the 152 Salmonella isolates were resistant to one
or more antimicrobials tested. These involve 50 (100%) of isolates from cattle, 24 (92.3%)
of isolates from poultry, 6 (75%) of isolates from swine and 59 (86.8%) of isolates from
humans (Table 6). Among al antimicrobials tested, frequency of resistance was more
common to streptomycin (81.6%), nitrofurantoin (44.7%), kanamycin (44.7%), tetracycline
(36.2%) and sulfisoxazole 53 (34.9%). The rate of occurrence of resistance to some
antimicrobials was variable among the isolates collected from different sources. Frequency
of resistance to tetracycline, ampicillin and cephalothin in Salmonella isolates from humans
was relatively low compared to that seen in animals. For instance, resistance to tetracycline
ranged from 34.6% - 70% in isolates obtained from food animals while only 13.4% of
human isolates were resistant to tetracycline. Resistance to chloramphenicol, was detected in
42.3% of isolates obtained from poultry, most of these isolates belonged to S. Saintpaul.
Despite long history of use of chloramphenicol in human medicine in the country, only 2
(3%) of isolates from human patients were resistant to chloramphenicol, one of whichwas S
Concord isolated from diarrheic child in TASH. Decreased susceptibility to amikacin was
detected only in few isolates 6 (3.9%) all obtained from slaughtered cattle. Overal, rate of
occurrence of resistance to antimicrobials in human was less common compared to isolates
obtained from food animals (Table 6). Resistance pattern of each isolate is presented in

Paper 3.

63



Table 6 Antimicrobial resistance profile of Salmonella isolates from different food animals
and diarrheic human patients

Drug* Source of Salmonella isolates

Dairy cattle, Slaughtered Poultry Swine, Human, Total (152)

(n=30) cattle (n=20) (n=26) (n=8) (n=68)

No.(% R) No.(%R) No.(%R) No.(%R) No.(%R) No.(%R)
An - 6(30) - - - 6(3.9)
Amp  10(33.3) 5(25) 11(42.3) 1(12.5) 11(16.4) 38(25)
Amc  8(26.7) 5(25) 12(46.2) 1(12.5) 8(11.9) 34(22.4)
Cf 14(46. 7) 8(40) 12(46.2) 1(12.5) 12(17.9) 47(30.9)
C - - 11(42.3) - 2(3) 13(8.6)
Co - - 1(3.9) - 2(3) 3(2)
Fox - - - 1(12.5) 2(3) 3(2)
Cip 9(30) 2(10) 5(19.2) 2(25) 3(4.5) 21(13.8)
Gm  7(23.3) 2(10) 2(7.7) - 5(7.5) 16(10.5)
K 14(46.7) 16(80) 12(46.2) 3(37.5) 23(34.3) 68(44.7)
Tmp  1(3.3) 2(10) 1(3.9) - 3(4.5) 7(4.6)
Sxt - 2(10) 1(3.9) - 3(4.5) 6(3.9)
Te 16(53.3) 14(70) 9(34.6) 5(62.5) 9(13.4) 55(36.2)
Su 18(60) 17(85) 24(92.3) - 26(38.9) 53(34.9)
S 26(86.7) 18(90) 24(92.3) 6(75) 50(74.6) 124(81.6)
Nitro  18(60) 15(75) 5(19.2) 3(37.5) 27(40.3) 68(44.7)
Na 9(30) 1(5) 5(19.2) 2(25) 16(23.9) 33(21.7)
N 5(16.7) 4(20) 3(11.5) - 9(13.4) 21(13.8)

An,amikacin;Amp,ampicillin; Amc, amoxicillin and clavulanic acid; Cf, cephalothin; C, chloramphenicol,Cro,
ceftriaxone; Cip, ciprofloxacin; Gm, gentamicin; K, kanamycin; Tmp, trimethoprim; Sxt, sulfamethoxazole +
trimethoprim Te, tetracycline, Su-sulfisoxazole; S, streptomycin; Nitro, nitrofurantoin; Na- nalidixic acid, N,
neomycin

*All intermediately resistant isolates were considered resistant for this analysis

There was a statistically significant difference in the rate of occurrence of MDR between
isolates obtained from dairy farms in Addis Ababa and outside of the city limits of Addis
Ababa. The mean + standard error of mean (SEM) number of antimicrobias to which
Salmonella isolates obtained from dairy cattle in Addis Ababa were resistant was 7.23+1.32,
while the value for isolates obtained outside of Addis Ababa was 4+0.62 (p=0.01) (Fig 3)

(Paper 1).
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Figure 3. Level of occurrence of multidrug resistance in Salmonella isolated from dairy

cattlein Addis Ababa and outside of Addis Ababa.

Mean+SEM number of drugs to which Salmonella isolates obtained from slaughtered cattle,
dairy cattle, poultry, swine and human patients were resistant was 5.1+0.42, 5.33+0.7,
5.69+0.64, 2.88+0.74 and 3.1+0.35, respectively. The level of MDR was significantly higher
in Salmonella isolates obtained from slaughtered cattle, dairy cattle and poultry compared to
those obtained from humans (p < 0.05), while no significant difference was observed
among isolates obtained from food animals. Fig 4 shows the mean number of drugs to which

Salmonella isolates obtained from different sources were resistant.
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Figure 4. Level of MDR among Salmonella isolates from different food animalsin central

Ethiopiaand diarrheic human patientsin Addis Ababa

(Each bar represents mean +SEM number of drugs to which isolates were resistant).

Level of multiplicity of antimicrobial resistance appeared to be associated with serotypes
involved. For instance, S. Kentucky isolated from dairy cattle, slaughtered cattle, poultry as
well as human patients were al resistant to severa drugs and they were all completely
resistant to nalidixic acid and ciprofloxacin. Resistance to chloramphenicol was common in
S Saintpaul isolated from poultry farms than other serotypes. S. Saintpaul and S Virchow
were resistant to more number of antimicrobials than other serotypes irrespective of the

source of isolation (Paper 3).

Investigation of antimicrobial resistance for isolates collected from various food of animal
origin and afew from human during 2000-2008 was aso conducted. Mgjority of the isolates
(n=74, 85.1%) exhibited MDR to the activity of between 3 and 11 of the 18 antimicrobials

tested. Out of the 87 Salmonella isolates, resistance was detected to streptomycin (77%),
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tetracycline (65.5%), sulfisoxazole (52.9 %), neomycin (41.4%), nalidixic acid (41.4%),
nitrofurantoin (39.1%), cephalothin (33.3%), ampicillin (31%), sulfamethoxazole and
trimethoprim (24.1%), amoxicillin + clavulanic acid (20.7%). Only one isolate (1.2%) was
resistant to ceftriaxone while all isolates tested were susceptible to amikacin and cefoxitin

(Paper 5).

Rate of resistance to some antimicrobials such as tetracycline, sulfisoxazole, nalidixic acid
and neomycin was higher in isolates collected during 2000-2008 than those collected during
2013-14. On the other hand, resistance to kanamycin and streptomycin was higher during
2013-14. Overal meantSEM number of drugs to which isolates were resistant was 5.9+
0.29 for isolates collected during 2000-2008 while for those collected in 2013-2014 were

4.3+.26 (p<0.0001) ( Table 7).
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Table 7 Comparative frequency of antimicrobial resistance to selected antimicrobial agents

in isolates collected from carcasses of various food animals and in-contact humans during

2000-2008 and those collected from feces of various food animals and diarrheic patients

during 2013-2014

Antimicrobial agent

No. resistant (%)*

Y ear of Collection

2000-2008 2013-2014
Amikacin - 6(3.9)
Ampicillin 27(31) 38(25)
Amoxycillin+clavulanic acid 18(20.7) 34(22.4)
Cephaothin 29(33.3) 47(30.9)
Chloramphenicol 5(5.8) 13(8.6)
Ceftriaxone 1(1.2) 3(2)
Cefoxitin - 3(2)
Ciprofloxacin 13(14.9) 21(13.8)
Gentamycin 13(14.9) 16(10.5)
Kanamycin 8(9.2) 68(44.7)
Trimethoprim 11(12.6) 7(4.6)
Sulfamethoxazone +trimethoprim 21(24.1) 6(3.9)
Tetracycline 57(65.5) 55(36.2)
Sulfisoxazole 46(52.9) 53(34.9)
Streptomycin 67(77) 124(81.6)
Nitrofuratoin 34(39.1) 68(44.7)
Nalidixic acid 36(41.4) 33(21.7)
Neomycin 36(41.4) 21(13.8)
Total 87 152

*All intermediately resistant isolates were also considered resistant in the analysis
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4.5.2 Molecular mechanisms of resistance to beta-lactam and quinolone

antimicrobials

Characterization of resistance mechanisms for beta-lactam and quinolone antimicrobials is
presented in Paper 4. Among 152 Salmonella isolates from humans and animals 43 (28.3
%) were resistant to one or more of beta-lactam antimicrobias (ampicillin, cephalothin,
cefoxitin, ceftriaxone and amoxicillin+clavulanic acid) and they were tested for various
beta-lactamase enzymes and bla genes were detected in 35/43 (81.4%) of the isolates. The
dominant bla gene responsible for resistance to beta-lactam antimicrobials in mgority of
Salmonella isolates (34, 94.4%) was found to be variants of blaTEM gene. Both phenotypic
resistance to beta-lactam antimicrobials and detection of bla genes was more common in
isolates collected from poultry compared to isolates from other sources. In one of the
human isolates S. Concord, 2 bla genes (blaOXA-10 and blaCTX-M15) were detected. Both
these genes encode for the enzymes that are endowed with extended spectrum beta-

lactamase activity (Table 8) (Paper 4).
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Table 8. Occurrence of beta-lactamase genes in Salmonella isolates from different sources

with reduced susceptibility to beta-lactam antimicrobials

Source Total  "Resistantto  bla genes tested** Not No.(%

no.of  >one of Beta- detected )positive

M A10 M for bla genes

Dairy Cattle 30 11(36.7) 7 - - 4 7(63.6)
Slaughtered 20 5(25) 5 0 5(100)
cattle
Poultry 26 13(50) 12 - 1 12(92.3)
Swine 8 2(25) 1 - - 1 1(50)
Human 68 12(17.7) 9 1 1 2 *10(83.3)
Total 152 43(28.3) 33 1 1 8 34(81.4)

*Ampicillin, Cephalothin, Cefoxitin, Ceftriaxone, amoxicillin and clavulanic acid

**Though all isolates were screened for blaTEM, blaSHV, blaOXA1, blaOXA4, blaPER,
blaPSE and blacmY 2, none of them were positive for these genes

*plaOXA10 and blaCTX-M15 were detected in asingle isolate

Magjority of the blaTEM enzymes were TEM-1 (18, 56.25%) followed by TEM-57

(10,31.25%) and al 10 TEM-57 were recovered from S. Saintpaul isolated from poultry,
while those from S Saintpaul strains obtained from cattle and human were all TEM-1. Two
different TEM types with novel amino acid sequences (GIn6Ser, n=3) in two S Kentucky
and one S. Typhimurium and (Phel3Leu, n=1) in S Typhimurium were detected. Despite
change in amino-acid sequences, no difference in antimicrobial susceptibility to beta-lactam
antimicrobia agents was seen among isolates carrying different variants of TEM enzymes

(Paper 4).
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Out of 29 Salmonella isolates with reduced sensitivity to quinolones, high level resistance to both

nalidixic acid and ciprofloxacin was observed only in 10 S. Kentucky isolates (34.5%). Over half
(58.6%) of the quinolone resistant isolates were also resistant to at least one of the beta-
lactam antimicrobials. All S. Kentucky isolates with high level nalidixic acid and
ciprofloxacin resistance were MDR to several antimicrobials. All of these S. Kentucky
isolates had double mutations in gyrA (Ser83Phe + Asp87Gly) and ParC (Thr57Ser +
Ser80Ile). Single mutation in gyrA (Ser83Phe) was observed in 4 isolates (S. Livingstone
var.14+(2), S. Virchow (1), 1:6;7,14:-:1,w (1). All these isolates were resistant to nalidixic
acid and intermediately resistant to ciprofloxacin. Single mutation in gyrA (Ser83Tyr) was
detected in one S. Haifa from poultry with R-phenotype of resistance to nalidixic acid and

intermediate resistance to ciprofloxacin.

Double mutation in parC (Thr57Ser + additional novel mutation Tyr83Phe) was detected in
one S Miami isolate obtained from swine. However, this additional mutation did not seem
to contribute to a decrease in sensitivity to nalidixic acid, rather this strain was susceptible
with zone of inhibition of 22 mm but intermediately resistant to ciprofloxacin. A strain of S,
Agona with only single mutation at Thr57Ser was intermediately resistant to nalidixic acid
but sensitive to ciprofloxacin. Double mutation in gyrB gene (Val423Gly+Asp459His) was
detected in two isolates S Mikawasima and S. Braenderup. S. Braenderup had additional
substitution in parC gene (Thr57Ser) associated with intermediate susceptibility with both
nalidixic acid and ciprofloxacin whereas S. Mikawasima was intermediately susceptible only

to nalidixic acid. No mutation was detected in parE gene in al isolates examined (Paper 4).
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None of the tested plasmid mediated quinolone resistance genes were detected in any of the
isolates examined. Seven isolates belonging to S Saintpaul, S Typhimurium, S. Aberdeen,
S Virchow and S Haifa with no mutation in QRDR were susceptible to nalidixic acid but
had shown reduced susceptibility to ciprofloxacin with zone of inhibition ranging from 25-
27mm according to CLSI (2013) cut-off points. There appeared to be other resistance

mechanisms responsible for the observed decreased sensitivity (Paper 4).

4.5.3 Class 1 integron and Salmonella genomic I sland.

Eighty -seven Salmonella isolates collected during 2000-2008 from food of animal origin
and humans in Ethiopia, were screened for class | integron and Salmonella genomic Island
(SGI1). A class 1 integron was detected in 29 (33.3%) of the 87 isolates examined, being
found in serotypes Braenderup (6/6), Kentucky (14/15), Typhimurium (7/11), I: 6,7:¢,h:-
(/1), and Newport (1/11). Two distinct integrons were detected only in S. Typhimurium.

Representative gel image of class 1 integron of selected isolates is shownin Fig. 5 (Paper 5)
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Figure 5. Representative image of polymerase chain reaction amplification of class 1
integron

L1(1kb ladder, lane 1-3 aac(3)-1d) and aadA7(1600); lane 4, B1dhfrVII gene (750); Lane 5, aadA2, blaPSE-1 (1000
&1200); Lane 6 Intil positive but integron negative; Lane 7, aadB+catB3 , blaOXA-1+ aadA1 (1600 & 2000), Lane 8,
aadA2, blaPSE-1 (1000& 1200), Lane 9, aadA2 (1000), Lane 10 and 11, aadA2, blapse-1, (1000& 1200)

There was a positive correlation between the presence of a class 1 integron and number of
antimicrobial agents to which isolates were resistant (X?=44.2, p<0.0001). Eight out of the
29 (27.6%) class 1 integron positive isolates were demonstrated to be carried on conjugative
plasmids and have the capacity for rapid horizontal transfer of antimicrobial resistance
among enteric pathogens. However, all SGI1 positive isolates and two of the S
Typhimurium isolates bearing a non-SGI1 integron were unable to transfer their integron to
E. coli. This demonstrates that for most of the isolates, the class 1 integron was located on

the chromosome; either incorporated in the SGI1, or found separately, and was not

mobilizable (Paper 5).

Nineteen (65.5%) were positive for SGI1 or its variants. Classica SGI1 conferring
resistance to ACSSuUT (ampicillin, chloramphenicol, streptomycin, sulfisoxazole and
tetracycline) was detected in four serotype Typhimurium isolates: Typhimurium DT 104
(n=2), Typhimurium var. Copenhagen (n=1) and Typhimurium (n=1). Two variants of SGI
were aso detected, SGI1-K and SGI1-C. All serotype Kentucky isolates (n=14) carried
SGI1-K and one Typhimurium isolate SGI1-C conferring resistance only to streptomycin

and sulfisoxazole (Paper 5).
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4.6 Genetic diversity of representative Salmonella isolates

In order to assess the genetic relatedness of Salmonella serotypes, 49 representative isolates
were analyzed using PFGE. Large genotypic diversity with 11 genotypic clusters and 7
sporadic clones were obtained. Majority of the Salmonella isolates within a serotype are
clonaly related. This was clearly observed in S Virchow, S Kentucky, S. Kottbus, S
Braenderup and S Typhimurium. In addition to genotypic clonality, some of these isolates
especially those belonging to serotype Kentucky had similar drug resistance profile. A single
S Saintpaul isolated from human showed different PFGE finger print from other S

Saintpual strains obtained from animals (Paper 3).

Twenty-one representative isolates were genotyped using MLST. Three novel alleles
(aroC457, sucA432 and thrA480) and 5 new sequence types were found and deposited on

the MLST database (http://mlst.warwick.ac.uk/mlst/dbs/Senterica). Both S Kentucky from

poultry and cattle were ST198 which is similar to the S Kentucky strain commonly
circulating in Africa and Asia Most of STyphimurium from human, poultry and cattle
belonged to the ST19, one S Typhimurium vr. Copenhagen was ST313 while another
isolate from human gave a novel sequence type ST1936. But all S Typhimurium isolates
belonged to the same clonal complex. Among the 6 S Saintpaul, all isolates from poultry
and cattle had the same novel ST1934, while one isolate from human was ST49. S
Braenderup, S Haifa, and S Kottbus examined were all with novel Sequence types

(ST1932, ST1935 and ST1937), S Virchow isolated from human gave ST303 (Paper 3).
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4.7 Association of multicellular behavior and drug resistance in

Salmonella enterica serotypes

The results presented under this section is based on the experimental study conducted to
characterize and understand the association of biofilm formation and antimicrobial
resistance phenotypes and genotypes in 87 Salmonella isolates collected from food animals

and humans during 2000 -2008 from different parts of Ethiopia (Paper 5).

4.7.1 Morphotypes, biofilm formation, cellulose production and pellicle

formation

When grown on Congo red agar for 6 days at 20°C, most of the isolates (n=63, 72.4%),
exhibited red dry and rough morphotype (RDAR). The rest displayed brown smooth and
mucoid (BSAM) (n=19, 21.8%), smooth and white (SAW) (n=3, 3.5%) and brown dry and
rough (BDAR) (n=2, 2.3%). In spite of their differing host origins, most of the isolates
belonging to a given serotype produced a similar morphotype. Isolates that expressed the
RDAR morphotype at 20°C produced more biofilm as compared to those that expressed
other morphotypes (p=0.0002). Moreover, biofilm formation of most of the isolates was
higher at 20°C than at 37°C. Magjority of isolates (n=84, 96.6%) produced a pellicle at 20°C
except for two isolates of serotype Dublin and one Hadar. All of the isolates that produced
RDAR morphotypes produced thick and stable pellicles that were not dispersed by agitation,
while pellicles produced by isolates with BSAM and BDAR morphotypes were fragile and
easily dispersed when agitated. All isolates that produced the RDAR morphotype showed
calcofluor binding in an agar based calcofluor binding assay at 20°C, while all isolates that

produced other morphotypes did not demonstrate appreciable levels of calcofluor binding. A
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broth culture calcofluor binding assay was developed to better quantify presumed cellulose
production and a strong correlation between qualitative and quantitative assessment methods

of cellulose production at 20°C was demonstrated.

All isolates that failed to produce a pellicle (n=3, 3.5%) demonstrated SAW or BSAM
morphotypes and showed no cellulose production at 20°C. Pellicle formation of
representative isolates is shown in Fig 6. Although cellulose production appeared to be
important for biofilm formation in isolates that expressed the RDAR morphotype, the level
of biofilm formation was not directly related to that of cellulose production. For example,
some serotypes such as Hadar and 1:6.8;-produced no detectabl e cellulose but formed robust
biofilms. Alternatively, some serotypes that were the top cellulose producers (such as S.

Enteritidis) were not the best biofilm producers (Paper 5).

A. Braenderup B. Kentucky C. Newport D. Dublin

Figure 6. Pellicle formation of representative isolates incubated in LBNS medium at room
temperature for 6 days
(A, B, C=pellicle at liquid air interface; D= no pellicle formation)
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4.7.2 Antimicrobial resistance and multicdlular behavior.

Majority of the isolates (n=74, 85.1%) exhibited MDR to the activity of between 3 and 11 of
the 18 antimicrobials tested and 6 (7%) of the isolates were pansusceptible to all drugs
tested. Interestingly, 3 (50%) of these isolates failed to exhibit multicellular behavior,
demonstrated a SAW morphotype, showed no or little pellicle formation and exhibited
minimal biofilm production. Analysis of the occurrence of resistance to selected
antimicrobials by strains expressing different morphotypes showed that resistance to
ampicillin, cephalothin, and sulfisoxazole, was more common in strains with the RDAR
morphotype than the BDAR/BSAM morphotypes. On the other hand, resistance to
gentamicin, streptomycin, kanamycin and nitrofurantoin was more common in isolates

expressing BDAR/BSAM morphotypes (Paper 5).

Occurrence of class 1 integron and SGI1 was more common in isolates producing RDAR
morphotype when grown on Congo red agar. None of the isolates characterized by a BSAM,
SAW or BDAR morphotype were positive for a class 1 integron and SGI1. At
environmental temperature (20°C), isolates carrying a class 1 integron and SGI1 (+/+) and
those with a non-SGI1 integron (+/-) formed significantly more biofilm than isolates with no
integron and SGI1 (-/-). There was no difference in biofilm forming capacity between (+/+)
and (+/-) isolates. Collectively, the results indicated that isolates carrying a class | integron
(SGI1 or otherwise) formed approximately 50% more biofilm than those lacking an integron

(Paper 5).
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4.8 Inhibition of Salmonella enterica biofilm formation using small

molecule adenosine mimetics

4.8.1. Initial screening and identification of a candidate compound

Theinitia library comprised of 3,000 putative ATP-mimetic compounds were screened with
a high-throughput screening assay and 34 compounds were found to inhibit biofilm
formation by = 30%, 5 compounds by = 40% and 3 compounds by > 50%. Manual testing
of the 3 compounds using the rapid attachment biofilm assay in 3 separate experiments
eliminated all but one compound, 7955004 (3-(2-furylmethyl)-2-{[(5-hydroxy-1H-pyrazol-
3-yl)methyl]thio}-3,5,6,7-tetrahydro-4H  cyclopenta  [4,5]thieno|2,3-d]pyrimidin-4-on),
which consistently demonstrated ~55% reduction of S Typhimurium biofilm formation

relative to untreated controls at a concentration of 30uM (Paper 6).

4.8.2 Dose dependent inhibition of biofilm formation by Compound 7955004

Biofilm assay using crystal violet assay technigue in the presence of varying concentrations
of compound 7955004 (0.625uM to 50uM) reveaed a dose-dependent inhibition of biofilm
formation in STyphimurium as well as Acinetobacter baumannii and minor inhibition in
Saphylococcus aureus. This inhibition was not associated with bactericidal and
bacteriostatic activity which was further verified through bacterial CFU enumeration in the

presence or absence of 30uM drug (Paper 6).
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4.8.3 Cytotoxicity of compound 7955004

To determine the potential cytotoxic effects of compound 7955004, |actate dehydrogenase
(LDH) assay was performed on HepG2 cells that were treated with varying concentrations
of the compound for 12h and 24h. No significant difference between LDH release in treated
versus control wells was observed indicating no acute cellular cytotoxicity at 30uM and
50uM concentrations. This result was further confirmed by trypan blue exclusion assay.
Thus, compound 7955004 showed no evidence of acute toxicity on human hepatocytes at a
concentration of 50uM, which was over 9 fold greater than the established (1Csp) (Paper 6).

4.8.4 ldentification of putative protein targets for compound7955004

To determine potential interacting proteins with compound 7955004 in the bacteria
proteome, wild-type S. Typhimurium was grown overnight and bacterial |ysates were
prepared and run through an ATP-Sepharose affinity chromatography. Two protein bands
(molecular weights 60 kDa and 25 kDa) were consistently eluted by compound 7955004.
These protein bands were identified using mass spectrometry as S. Typhimurium GroEL

(Hsp60) and purine nucleoside phosphorylase (DeaD), respectively (Paper 6).
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5. Discussion

Food animals are the primary source for transmitting non-typhoidal Salmonella to humans
(Branham et al., 2005). This study reports occurrence of Salmonella serotypes commonly
implicated for human salmonellosis in dairy cattle, slaughtered cattle, poultry and swine in
highly populated town of Addis Ababa and surrounding districts and demonstrated co-
occurrence of related serotypes in different livestock and human patients in Addis Ababa

(Paper 1, 2, 3).

When individual animal level prevalence of Salmonella was compared in dairy cattle,
slaughtered cattle, swine, and poultry, it was low in dairy and high in slaughtered cattle. On
the other hand the highest farm level prevalence of Salmonella was detected in swine farms.
However, diverse serotypes such as S Typhimurium, S Kentucky and S. Virchow detected
from human patients in Addis Ababa during similar study period were more often isolated
from dairy cattle than other food animals implying higher chance of human Salmonella
infection from dairy cattle in Addis Ababa (Paper 3). This is probably because of the fact
that most of the dairy farms were located in Addis Ababa where human samples were

collected while most of the poultry and swine farms were located in Adaa district.

Salmonella was more frequently detected in human patients consuming raw vegetables in
Addis Ababa. This might be due to contamination of vegetables from small scale livestock
farms mainly, dairy in Addis Ababa residing in close proximity with small scale vegetable
farms. Most of the vegetable farms are located at the periphery of the town, where small

scale dairy farms are also located. Water used to grow and clean these vegetables might be
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contaminated with Salmonella in the feces of animals from these farms in addition to cross-
contamination in the kitchen (Hanning et al., 2009). The fact that Salmonella can form
strong biofilms on plant surfaces, leading to prolonged persistence and resistance to
disinfectants might have contributed to frequent recovery of Salmonella from these patients

(Yaron and RoOmling, 2014) (Paper 2).

Although Salmonella prevalence in conventiona poultry is usually very high in different
countries (Aladi et a., 2010; Barua et al., 2012; Kagambega et a., 2013) and commonly
implicated as the magjor sources of human Salmonella outbreaks (Badler et al., 2014; Gaffga
et a., 2012; Taylor et a., 2012), only 4 serotypes, dominated by S. Saintpaul (in 7 out of 48
farms) were detected in the current study ableit only one S Saintpaul was detected in
human. Even this strain was genotypically unrelated to al S. Saintpaul isolates from animal
origins in the current study, suggesting other possible source of infection. The possible
explanation for poultry not being a major source of Salmonella infection to human in the
current studycould be due to the fact that most of the poultry farms in the current study were
from Adaa district which isalittle bit far from human population in Addis Ababa. The other
possible reason could be strain of the dominant serotype detected from poultry, S Saintpaul
might be less virulent to human as it was shown to be genotypicaly different from the one
isolated from human (Paper 3). Similarly individual animal level prevalence of Salmonella
in swine in the current study was low (4.4%) compared to studies in other countries (Molla
et a., 2010; Wales et al., 2013). Among 8 isolates recovered from pigs in the current study,
there were 6 serotypes of which S. Typhimurium and S. Miami were also recovered from

human during similar study period. Salmonella was recovered in13.9% of chicken and
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11.3% of pork in Ethiopia previously (Zewdu and Cornelius, 2009). The high prevaence in
chicken and pork than in poultry and swine feces could be due to contamination during

slaughter, transportation and storage of the chicken and pork (Paper 3).

Significantly higher occurrence of MDR in Salmonella isolates obtained from food animals
compared to those obtained from humans might be due to frequent use of these drugs in
animals in the study area (Paper 1). This poses high risk of transmission of drug resistance
and resistance genetic markers to humans. Most of Salmonella isolates from humans in the
current study originated from patients from primary health centers where antimicrobial
selection pressure is minimal. Previous studies (Beyene et a., 2011; Gebre-Y ohannes,
1985) on human Salmonella isolates were based on hospital patients and showed high level
of MDR compared to the current findings. Interestingly, 2 (50%) of the 4 Salmonella
isolates from TASH in the current study were MDR to over 10 antimicrobias. One of the
isolate, S. Concord resistant to ampicillin, cephalothin, cefoxitin and ceftriaxone was shown
to produce blaCTX-M-15 and blaOXA-10 (Paper 4). The other MDR STyphimurium DT
193 isolated from diarrheic child in TASH was resistant to 11  drugs
(AmpAmMCCIK SxtTmpTeSuNitroSN) and whole genome sequence analysis of this isolate
revealed the presence of acquired resistance genes. aac(6')-ly, aph(3)-la, strA, strB,
blaTEM-1B, sul2, tet (A) and dfrA5 (data not shown). This suggests that high level MDR
Salmonella infection in patients from hospitals in Ethiopia might be due to nosocomial
infection. Previous study in TASH showed high load of MDR nosocomia pathogens
including Salmonella carried by cockroaches in a neonatal intensive care unit (Tilahun et al.,

2012). Salmonella nosocomial infection has been reported previously in different countries
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(Lee and Greig, 2013; Smith et a., 2014). Therefore, strict pathogen control strategy and
prudent use of effective antimicrobias in the hospital environment is essential to reduce the

burden of resistant Salmonella species and other pathogens in hospitals.

On the other hand, the level of MDR in isolates collected from carcasses of food animals
and few in contact animals during 2000-2008 was significantly higher than those collected
during 2013-14 from feces of livestock and clinical human patients. Generally, local and
globa studies showed that, occurrence of resistance to antimicrobials is increasing in
Salmonella spp. (Tadesse, 2014; Weinberger and Keller, 2005) and our finding is contrary to
this usua trend. The probable reason could be due to the fact that most Salmonella isolates
collected earlier were from carcasses of food animals at abattoir with high probability of
exposure to drugs and resistant pathogens at fattening farms. Moreover, there might be
contamination of meat products by persistent and resistant Salmonella strains at slaughter
houses and butcheries. Most of the isolates collected during 2013-14 were however isolated
from feces of animals at farm level and clinical patients at primary heath centers. As the
source of Salmonella isolates during these two periods were different, such comparison may

not entail the true trend of antimicrobial resistance in Salmonella isolates in the country.

Although, S. Concord was the dominant serotype in human patients in previous reports from
Ethiopia ( Gebre-Y ohannes, 1985; Beyene et a., 2011); S Typhimurium was the dominant
serotype in the current study, which is in line with studies conducted in other sub-Saharan
African countries (Kariuki et al., 2006). In the present study, only one S Concord was
isolated from a one year old hospitalized child (Paper 2). None of the Salmonella isolates

from animals were dso S. Concord. Moreover, no literature was available on occurrence of
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Salmonella from animal and food of animal origin in Ethiopia despite widespread report of
S Concord in humans from Ethiopia and children adopted from Ethiopia (Beyene et a.,
2011; Gebre-Y ohannes, 1985; Hendriksen et a., 2010; Hendriksen et al., 2009) and afew
human reports from other countries (Cattoir et a., 2007; Erdem et a., 2005; Hasman et al.,
2005) most of which are linked to Ethiopian origin. Pubmed literature search for S. Concord
from non-human origin has shown recovery of S Concord only from chicken, sheep and
sewage in Saudi Arabiain 1982 (Barbour and Nabbut, 1982; Nabbut et al., 1982). The fact
that, most of the recent S. Concord isolates identified globally are linked to children adopted
from Ethiopia, its high prevalence in young children in hospitals, absence in diarrheic
patients from primary health centers, as well as food animals and food of animal origin so
far tested in Ethiopia, suggests that S. Concord is probably circulating only among patients
in hospital settings and orphanages in Ethiopia. The single isolate from the current study and
most of the isolates from previous studies were MDR to several drugs, which probably was
acquired in the hospitals and contributed to its persistence in the environment. This serotype
was shown to cause invasive disease (Beyene et al., 2011) posing serious threat nationally
and globally. Further investigation on the possible reservoir of this serotype should be

conducted.

Salmonella serotypes frequently isolated from clinica human patients such as S
Typhimurium, S. Virchow, S. Kottbus and S. Kentucky were also isolated from spatially and
temporally related food animals. Moreover, genotyping of selected isolates showed clonally
related isolates of S. Kentucky from dairy cattle, slaughtered cattle, poultry and humans; S.

Virchow from dairy cattle, slaughtered cattle and humans; S. Miami from swine and human;
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S Braedrup from slaughtered cattle and human. Though difficult to clearly indicate the
direction of flow of the isolates as the study was cross-sectional and included different
sources at around the same time, the current finding clearly showed clona circulation of
strains of these serotypes among humans and animals in the study area. Interestingly, al S
Kentucky strains in the current study were resistant to 9 antimicrobials in common
(AmpAmMcCIiCipGmTeSuSNa) (Paper 3). Similarly most isolates of S Virchow from
humans and animals in the current study had common antimicrobial resistance profile and
representative isolates showed identical PFGE finger print, despite difference in geographic
location, suggesting common source of infection. Infection of humans with MDR strains of
Salmonella has been reported to lead to prolonged hospitalization, increased risk of invasive
illness and poor health outcomes compared to those infected with susceptible strains (Helms
et al., 2004; Martin et al., 2004; Varmaet a., 2005). There is a need for appropriate control
strategy to reduce spread of these MDR strains among animal and human population of the

study area.

Molecular characterization of resistance to beta-lactam antimicrobials in the current study
showed that the major resistance mechanism was due to blaTEM and most of which were
blaTEM-1(Paper 4). However, all blaTEMs from S Saintpaul of poultry origin were
blaTEM-57 with substitution of Gly to Asp at position 92 of amino acid sequences which
was first reported from Proteus mirabilis (Bonnet et al., 1999) and latter on from E. coli in
China (Yuan et a., 2009). Fortunately, all TEM types, including TEM-57 and the two novel
TEM enzymes in the current study with mutation at position 6 (Gly to Ser) and 13 (Phe to

Leu) were not associated with extended spectrum activity against second and third
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generation cephalosporins. However, as most of the isolates in the current study were from
livestock and diarrheic patients from primary heath centers, this finding cannot represent
the real status of al bla enzymes in Salmonella and other Gram-negative organisms in the
country. Therefore, further study involving different Gram-negative organisms such as E.
coli, Pseudomonas and Klebsiella species should be conducted in hospital and community

Settings.

Detection of similar amino acid substitutions in gyrA gene at codon 83 and 87 (Ser83Phe +
Asp87Gly) and ParC gene at codon 57 and 80 (Thr57Ser + Ser80lle) in al S. Kentucky
isolates obtained from human and animal sources as well as carriage of blaTEM gene in all
of them also strengthen our previous hypothesis of clonal spread of S. Kentucky strain in the
human and animal population in the study area. S. Kentucky isolates in the current study
aso belonged to ST198 suggesting the clonal relatedness of our isolates to the
internationally spreading clone of S, Kentucky (Weill et a., 2006). Contrary to previous
experimental study which showed that mutation based fluoroquinolone resistance in S.
Typhimurium ends up with loss or reduction of its invasive capacity important for its clonal
success (Fabrega et al., 2009), this nationally and globaly spreading clone of MDR
fluoroquinolone resistant S. Kentucky should have some unique mechanisms which enabled
its clonal success to spread globally. This might be associated with its strong biofilm
forming ability or unknown genetic mechanism encoded by plasmid. Further study is
recommended to figure out the mechanism associated with the clonal success of this MDR

strain of S. Kentucky (Paper 4).
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In study on multicellular behavior of non-typhoidal Salmonella isolates from animals and
humans (Paper 5), majority of the isolates had shown RDAR morphotype (co-expression
of curli and cellulose) and strong biofilm production on crystal violet assay which isin
agreement with previous reports (Garcia et a., 2004; Zoggj et al., 2001). However severd
isolates with the BSAM morphology exhibiting minima cellulose production and over
production of capsular polysaccharide (de Rezende et al., 2005; Malcova et al., 2008) were
similarly able to form biofilms. Thus, while extracellular matrix (ECM) typically curli and
cellulose are important for biofilm development, the exact ECM constituents that allow
efficient biofilms to occur are not specific. Contrary to Salmonella isolates with RDAR
morphotype which produced thick and stable pellicles, those characterized by a BDAR or
BSAM morphotype on Congo red agar formed fragile and easily dispersed pellicles. S.
Typhimurium lacking either cellulose (JSG1748, AbcsA::kan), or curli (JSG3132, AcsgG)
formed BDAR and PDAR morphotypes on Congo red agar, respectively. The cellulose-
deficient strain (JSG1748) formed a fragile pellicle at the liquid air interface whereas the
curli mutant (JSG3132) produced no pellicle at all. This suggests that, the primary
requirement for pellicle formation is curli but formation of tight and relatively strong
aggregation of the bacteria in the pellicle and expression of the RDAR morphotype is

associated with co-expression of both curli and cellulose.

This study also developed a new calcofluor binding assay in liquid medium which was
demonstrated to have a strong correlation between results obtained with the established

qualitative calcofluor binding technique on agar plates. Thus, the liquid assay described here
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provides a new, objective method to quantify the level of cellulose production by bacteria

grown in broth culture (Paper 5).

Correlation of the occurrence of resistance to selected antimicrobials by strains expressing
specific multicellular morphotypes could be due to co-existence of genes required for
expression of specific morphotype and resistance phenotype. Correlation of MDR in strains
with strong biofilm production compared to non-producers or reduced biofilm producers has
also been reported previously for Salmonella (Kim and Wel, 2007), Saphylococcus (Kwon
et a., 2008), mixed microbia isolates from the intraocular lens (Ravish K, 2012), and
Acinetobacter baumannii (Rao et a., 2008). It has also been shown that loss or inhibition of
one or more MDR efflux pumpsin S. Typhimurium resulted in impaired biofilm formation
demonstrating an association of efflux pump-mediated drug resistance and biofilm

formation (Baugh et a., 2012).

Class | integron was detected in over 30% of 87 Salmonella isolates tested of which 27%
demonstrated the potential for rapid horizontal transfer to E. coli. Class 1 integrons and
SGllwere exclusively detected in Salmonella isolates with strong biofilm forming ability,
with RDAR morphotypes, and also MDR phenotypes in most of these isolates. On the other
hand, integrons and MDR phenotype were not detected in isolates with poor biofilm forming
ability, those with SAW morphotype and poor pellicle formation. Although formal studies
on antimicrobial usage are not available in the country, most of the dairy farmsin the current
study reported extensive use of oxytetracycline (94.6%), penicillin + streptomycin (81.8%)
for therapeutic purose (Paper 1). Imprudent use of antimicrobials in Ethiopia may be

selecting for both biofilm formation and antimicrobial resistant strains together. This could
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be aided by easy DNA transfer through close association of bacteria in biofilm. Acquisition
of drug resistance genetic markers such as class 1 integrons and/or the SGI1 may provide
encoded factors that affect biofilm formation in a manner unrelated to antibiotic resistance

(Golding et al., 2007).

In general, Salmonella enterica serotypes from Ethiopia are dominated by multicellular
behavior and multidrug resistance. Both traits are important for bacteria to withstand
environmental insults and may advance the dissemination of these isolates. It appears that
indiscriminate antimicrobial use is selecting not only for more resistant strains but more
persistent ones as well. This demands special emphasis on prudent use of antimicrobialsin
both veterinary and human health sectors in this country and suggests the need for integrated
and sustainable surveillance on multicellular behavior and drug resistance in Salmonella

enterica of animal and human origin in the region (Paper 5).

Biofilm formation has been demonstrated to result in increased tolerance to antimicrobials,
which is not exhibited by genetically identical cellsin the planktonic phase of growth (Foley
and Gilbert, 1996; Lewis, 2001; Stewart, 2002). MDR and strong biofilm forming ability in
Salmonella in the host and the environment are now common, and drug discovery is a
high-priority research area in an effort to find novel ways to hamper dissemination of
pathogens and fight infections (Hopkins and Groom, 2002). Here, 3000 chemical libraries
of adenosine mimetic compounds were screened for antibiofilm activity and a single
compound (Compound 7955004) exhibited dose dependent antibiofilm activity in S
Typhimurium, S Typhi and A. baumannii without killing the bacteria. However, the

compound did not disperse pre-formed biofilms suggesting its activity only on early stage of
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biofilm formation. Further study on compound 7955004 or related compounds might
come up with potential use of these chemicals in food processing environment and use in

antimicrobial therapy to combat persistent infection (Paper 6).

Two proteins GroEL (Hsp60) and purine nucleoside phosphorylase (DeoD) were elucidated
to be the maor targets of compound 7955004 using the ATP-sepharose affinity
chromatography technique. GroEL, a chaperone protein capable of interacting with and
assisting in the proper folding of many proteinsin eukaryotes, bacteria, and archea (Ryabova
et a., 2013; Zhang et a., 2013) requires ATP-binding and hydrolysis for its function in the
cell. GroEL was reported to be essentia for biofilm formation in Mycobacterium smegmatis
and nontypable Haemophilus influenza (Gallaher et a., 2006; Ojha et al., 2005). The fact
that compound 7955004 had no effect on the planktonic growth of bacteria, suggests that it
causes reduced functionality of GroEL but not complete loss of its function because
previous studies has shown that complete deletion of GroEL is letha in E. coli. The
second protein target, DeoD is responsible for scavenging and breaking down nucleotides
producing free purine bases and free sugar that can be utilized as a carbon source. DeoD was
reported previously to be associated with biofilmin E. coli (Zhang et a., 2007), in Vibrio
(Beyhan et al., 2007) and early attachment and biofilm formation in Steptococcus (Y adav et

a., 2012).

Subsequent studies should focus on employing heterologous deletions in these putative
target proteins to establish whether they are important in Salmonella biofilm formation as
well and to better understand how compound 7955004 is working in the early stages of

biofilm formation. Further activity guided evauation of compound 7955004 and its
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derivatives with the goal of increasing its potency and broadening its efficacy to additional

biofilm-forming pathogens should be conducted.
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6. Limitations of the study

Detailed information of stored Salmonella isolates collected during 2000-2008 was not
available. The number of Salmonella isolates collected from patients from TASH was also
not comparable with those obtained from primary health centers. The number of Salmonella
isolates with poor biofilm forming ability, were small compared to those with strong biofilm
producers. Because of such differences among groups, it was difficult to make comparison
among groups and inference on the study findings. Since the study was conducted in central
Ethiopia, in and around Addis Ababa, where there are large number of small scale livestock
production, high human-livestock interaction and easy availability of pharmaceuticals, the

findings cannot be generalized to the status of Salmonella in the whole country.
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7. Conclusions and Recommendations

Similar serotypes, resistance patterns and clonally related serotypes of Salmonella were
found in food animals and humans in central Ethiopia. Particularly, clonally related
serotypes of S. Virchow, S. Typhimurium, S. Kentucky, S. Braendurp and S. Miami were
found to circulate among food animals and humans in the study area. Human Salmonella
infection was also significantly associated with consumption of raw vegetables suggesting
the possible source of infection to humans. Presence of large number of small scale dairy
farms and vegetable farmsin close proximity in highly populated city of Addis Ababa might
be facilitating easy transfer of Salmonella and other pathogens between animals, the
environment and human population. The level of MDR was high in Salmonella isolates from
food animals compared to those from diarrheic human patients from primary health centers,
increasing risk of spread of resistant Salmonella strains and resistance genes to human
population. Some of the clonally related Salmonella isolates from humans and animals share
common MDR phenotype indicating transfer of drug resistance genes. Of particular concern
is occurrence of MDR S. Kentucky in dairy cattle, slaughtered cattle, poultry; MDR S
Virchow in dairy cattle, slaughtered cattle and subsequent detection of clonally related
isolates from diarrheic human patients in Addis Ababa. S. Kentucky isolated from food
animals and humans were MDR to over 9 drugs and all were completely resistant to
ciprofloxacin, which is of great concern as this antimicrobial is among the last options for

treatment of complicated non-typhoidal salmonellosisin humans.

Level of MDR in Salmonella isolates from diarrheic human patients from primary health

centers in the current study was low compared to the 2 human isolates (S Typhimurium PT
93



193 and S Concord) from TASH which showed a wider spectrum of resistance. These
MDR isolates are probably acquired from the hospital environment. Co-occurrence of beta-
lactamases with ciprofloxacin resistant determinants in MDR S Kentucky with high level
fluoroquinolone resistance mediated by double mutations in gyrA and parC genes in cattle,

poultry, and humans suggests clonal spread of this strain in the study area.

Integrated laboratory based surveillance involving isolates from humans, food animals and
food is the corner-stone for proper monitoring of Salmonella serovars and ther
antimicrobial resistance status. As the majority of NTS serotypes have broad host range and
capacity to survive in different environmental conditions, there is a need for clear
understanding of reservoirs of these pathogens and various risk factors to prevent infections.
Prevention of transmission of NTS therefore is areliable model of the One Health approach,
since reducing human infections cannot be achieved without reducing Salmonella in animals
and restricting transmission from the environment. Routine culturing for Salmonella is not a
common practice among primary heath centers and frequency of culturing for Salmonella is
low in hospitals. Currently, there is no national surveillance network for NTS among
hospital and regiona laboratories and there is no centrally coordinated effort to serotype

Salmonella isol ates.

This study also demonstrated that Salmonella serotypes from Ethiopia are dominated by
multicellular behavior and there was strong association of multicellular behavior and
presence of MDR phenotype as well as MDR genetic determinants. Both MDR and

multicellular behavior enable the bacteria to persist in environmental insults and may
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advance the rapid dissemination of these isolates. Screening of adenosine mimetic
compounds came up with a compound 7955004, with dose dependent inhibition of early
stage biofilm formation of S enterica and A. baumannii without causing effect on
planktonic growth of bacteria. The identification of alead compound with biofilm inhibitory
capabilities toward Salmonella provides a potential new avenue of therapeutic intervention

against Salmonella, with applicability to biofilms of other bacterial pathogens.

Recommendations

Detection of clonaly related Salmonella isolates from food animals and humans as well as
association of Salmonella recovery rate with consumption of raw vegetables warrants
implementation of appropriate pathogen control strategy along critical points in food animal
and vegetable production from farm to bench. There should be a strong national integrated
monitoring and surveillance of NTS serotypes circulating in humans and livestock and their
drug resistance status. In country with such a large human and livestock population, it is
advisable to have at least one reference laboratory to serotype and conduct drug resistance
characterization of Salmonella isolates from humans, animals and food so as to efficiently
track the source of Salmonella outbreak in humans and to identify major risk factors on
time. In addition, establishment of national surveillance network using One Health approach
involving humans, food animals, food and the environment is recommended. Specid
emphasis should be paid to prudent use of antimicrobials in both veterinary and human
health sectors in the country. To this effect, creation of awareness on the potential threat of

emergence and spread of MDR in pathogens of veterinary and public health importance to
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health professionals as well as the community is vital in prolonging the life span of available

antimicrobials.

Improvement in hygiene and sanitation is the basic requirement for prevention of further
spread of pathogens. Therefore, to control further spread of MDR resistant strains of
Salmonella in the hospital environment, primary health centers, farms and slaughter houses;
strict pathogen control strategy such as regular disinfection, proper cleaning and monitoring
of susceptibility status of isolates should be conducted. Creating awareness with regard to
the importance of hygiene for the patients and the health professionals is vital in reducing
the risk of infection with MDR Salmonella and other health facility acquired infections.
Further study on characterization of molecular resistance determinants including extended
spectrum beta-lactamases and fluoroquinolone resistance mechanisms in Salmonella and
other Gram-negative pathogens in hospital and community setting is recommended since the
majority of the current isolates were from healthy animals at farm level and human patients
from primary hedth care centers. Further detailed studies on association of biofilm
formation and MDR, development of chemicals capable of inhibiting biofilm formation are

aworthy area of future study.

96



References

Achtman, M., Wain, J., Weill, F.X., Nair, S., Zhou, Z., Sangal, V., Krauland, M.G., Hale, J.L., Harbottle,
H., Uesbeck, A., Dougan, G., Harrison, L.H., Brisse, S., Group, S.E.M.S., 2012, Multilocus
sequence typing as a replacement for serotyping in Salmonella enterica. PLoS Pathog 8,
e1002776.

Addis, Z., Kebede, N., Worku, Z., Gezahegn, H., Yirsaw, A., Kassa, T., 2011, Prevalence and
antimicrobial resistance of Salmonella isolated from lactating cows and in contact humans
in dairy farms of Addis Ababa: a cross sectional study. BMC Infect Dis 11, 222.

Ahmed, A.M., Hussein, A.l.,, Shimamoto, T., 2007, Proteus mirabilis clinical isolate harbouring a new
variant of Salmonella genomic island 1 containing the multiple antibiotic resistance region.
J Antimicrob Chemother 59, 184-190.

Alali, W.Q., Thakur, S., Berghaus, R.D., Martin, M.P., Gebreyes, W.A., 2010, Prevalence and
distribution of Salmonella in organic and conventional broiler poultry farms. Foodborne
Pathog Dis 7, 1363-1371.

Alcaine, S.D., Soyer, Y., Warnick, L.D., Su, W.L., Sukhnanand, S., Richards, J., Fortes, E.D.,
McDonough, P., Root, T.P.,, Dumas, N.B., Grohn, Y., Wiedmann, M., 2006, Multilocus
sequence typing supports the hypothesis that cow- and human-associated Salmonella
isolates represent distinct and overlapping populations. Appl Environ Microbiol 72, 7575-
7585.

Alemayehu, D., Molla, B., Muckle, A., 2003, Prevalence and antimicrobial resistance pattern of
Salmonella isolates from apparently healthy slaughtered cattle in Ethiopia. Trop Anim
Health Prod 35, 309-319.

Anderson, E.S., Ward, L.R., Saxe, M.J., de Sa, J.D., 1977, Bacteriophage-typing designations of
Salmonella typhimurium. J Hyg (Lond) 78, 297-300.

Ashenafi, M., Gedebou, M., 1985, Salmonella and Shigella in adult diarrhoea in Addis Ababa--
prevalence and antibiograms. Trans R Soc Trop Med Hyg 79, 719-721.

Asrat, D., 2008, Shigella and Salmonella serogroups and their antibiotic susceptibility patterns in
Ethiopia. East Mediterr Health J 14, 760-767.

Aubert, D.F., O'Grady, E.P., Hamad, M.A., Sokol, P.A., Valvano, M.A., 2013, The Burkholderia
cenocepacia sensor kinase hybrid AtsR is a global regulator modulating quorum-sensing
signalling. Environ Microbiol 15, 372-385.

Baldi, P., Nasr, R., 2010, When is chemical similarity significant? The statistical distribution of
chemical similarity scores and its extreme values. J Chem Inf Model 50, 1205-1222.
Barbour, E.K., Nabbut, N.H., 1982, Isolation of salmonella and some other potential pathogens from

two chicken breeding farms in Saudi Arabia. Avian Dis 26, 234-244.

Bartholomew, M.L., Heffernan, R.T., Wright, J.G., Klos, R.F., Monson, T., Khan, S., Trees, E., Sabol,
A., Willems, R.A., Flynn, R., Deasy, M.P., Jones, B., Davis, J.P., 2014, Multistate outbreak of
Salmonella enterica serotype enteritidis infection associated with pet guinea pigs. Vector
Borne Zoonotic Dis 14, 414-421.

Barton Behravesh, C., Mody, R.K., Jungk, J., Gaul, L., Redd, J.T., Chen, S., Cosgrove, S., Hedican, E.,
Sweat, D., Chavez-Hauser, L., Snow, S.L., Hanson, H., Nguyen, T.A., Sodha, S.V., Boore, A.L.,
Russo, E., Mikoleit, M., Theobald, L., Gerner-Smidt, P., Hoekstra, R.M., Angulo, F.J.,
Swerdlow, D.L., Tauxe, R.V., Griffin, P.M., Williams, |.T., Team, 5.5.0.1., 2011, 2008 outbreak
of Salmonella Saintpaul infections associated with raw produce. N Engl ) Med 364, 918-927.

97



Barua, H., Biswas, P.K., Olsen, K.E., Christensen, J.P.,, 2012, Prevalence and characterization of
motile Salmonella in commercial layer poultry farms in Bangladesh. PLoS One 7, e35914.

Basler, C., Forshey, T.M., Machesky, K., Erdman, M.C., Gomez, T.M., Nguyen, T.A., Behravesh, C.B.,
2014, Multistate outbreak of human Salmonella infections linked to live poultry from a
mail-order hatchery in Ohio--March-September 2013. MMWR Morb Mortal Wkly Rep 63,
222,

Baugh, S., Ekanayaka, A.S., Piddock, L.J., Webber, M.A., 2012, Loss of or inhibition of all multidrug
resistance efflux pumps of Salmonella enterica serovar Typhimurium results in impaired
ability to form a biofilm. J Antimicrob Chemother 67, 2409-2417.

Bayer, C., Bernard, H., Prager, R., Rabsch, W., Hiller, P., Malorny, B., Pfefferkorn, B., Frank, C., de
Jong, A., Friesema, |., Stark, K., Rosner, B., 2014, An outbreak of Salmonella Newport
associated with mung bean sprouts in Germany and the Netherlands, October to November
2011. Euro Surveill 19.

Beceiro, A., Tomas, M., Bou, G., 2013, Antimicrobial resistance and virulence: a successful or
deleterious association in the bacterial world? Clin Microbiol Rev 26, 185-230.

Beyene, G., Nair, S., Asrat, D., Mengistu, Y., Engers, H., Wain, J.,, 2011, Multidrug resistant
Salmonella concord is a major cause of salmonellosis in children in Ethiopia J. Infect. Dev.
Ctries 5, 23-33.

Beyhan, S., Bilecen, K., Salama, S.R., Casper-Lindley, C., Yildiz, F.H., 2007, Regulation of rugosity and
biofilm formation in Vibrio cholerae: comparison of VpsT and VpsR regulons and epistasis
analysis of vpsT, vpsR, and hapR. J Bacteriol 189, 388-402.

Blondel, C.J., Jimenez, J.C., Contreras, |., Santiviago, C.A., 2009, Comparative genomic analysis
uncovers 3 novel loci encoding type six secretion systems differentially distributed in
Salmonella serotypes. BMC Genomics 10, 354.

Bonnet, R., De Champs, C., Sirot, D., Chanal, C., Labia, R, Sirot, J., 1999, Diversity of TEM mutants in
Proteus mirabilis. Antimicrob Agents Chemother 43, 2671-2677.

Bouchrif, B., Le Hello, S., Pardos, M., Karraouan, B., Perrier-Gros-Claude, J.D., Ennaji, M.M.,,
Timinouni, M., Weill, F.X.,, 2009a, Ceftazidime-resistant Salmonella enterica, Morocco.
Emerg Infect Dis 15, 1693-1695.

Bouchrif, B., Paglietti, B., Murgia, M., Piana, A., Cohen, N., Ennaji, M.M., Rubino, S., Timinouni, M.,
2009b, Prevalence and antibiotic-resistance of Salmonella isolated from food in Morocco. J
Infect Dev Ctries 3, 35-40.

Boyd, D.A., Peters, G.A., Ng, L., Mulvey, M.R., 2000, Partial characterization of a genomic island
associated with the multidrug resistance region of Salmonella enterica Typhymurium
DT104. FEMS Microbiol Lett 189, 285-291.

Branham, L.A., Carr, M.A., Scott, C.B., Callaway, T.R., 2005, E. coli 0157 and Salmonella spp. in
white-tailed deer and livestock. Curr Issues Intest Microbiol 6, 25-29.

Brenner, F.W., Villar, R.G., Angulo, F.J., Tauxe, R., Swaminathan, B., 2000, Salmonella nomenclature.
J Clin Microbiol 38, 2465-2467.

Brent, A.J., Oundo, J.0., Mwangi, |., Ochola, L., Lowe, B., Berkley, J.A., 2006, Salmonella bacteremia
in Kenyan children. Pediatr Infect Dis J 25, 230-236.

Bush, K., Jacoby, G.A., 2010, Updated functional classification of beta-lactamases. Antimicrob
Agents Chemother 54, 969-976.

Bush, K., Jacoby, G.A., Medeiros, A.A., 1995a, A functional classification scheme for beta-lactamases
and its correlation with molecular structure. Antimicrob Agents Chemother 39, 1211-1233.

98



Bush, L.M., Calmon, J., Johnson, C.C., 1995b, Newer penicillins and beta-lactamase inhibitors. Infect
Dis Clin North Am 9, 653-686.

Callaway, T.R., Edrington, T.S., Anderson, R.C., Byrd, J.A., Nisbet, D.J., 2008, Gastrointestinal
microbial ecology and the safety of our food supply as related to Salmonella. J Anim Sci 86,
E163-172.

CALLOW, B.R., 1959, A new phage-typing scheme for Salmonella typhi-murium. J Hyg (Lond) 57,
346-359.

Carattoli, A., 2008, Animal reservoirs for extended spectrum beta-lactamase producers. Clin
Microbiol Infect 14 Suppl 1, 117-123.

Castanon, J.1., 2007, History of the use of antibiotic as growth promoters in European poultry feeds.
Poult Sci 86, 2466-2471.

Cattoir, V., Poirel, L., Nordmann, P., 2008, Plasmid-mediated quinolone resistance pump QepAz2 in
an Escherichia coli isolate from France. Antimicrob Agents Chemother 52, 3801-3804.

Cattoir, V., Weill, F.X., Poirel, L., Fabre, L., Soussy, C.J., Nordmann, P., 2007, Prevalence of gnr genes
in Salmonella in France. J Antimicrob Chemother 59, 751-754.

Cavaco, L.M., Hasman, H., Xia, S., Aarestrup, F.M., 2009, gnrD, a novel gene conferring transferable
qguinolone resistance in Salmonella enterica serovar Kentucky and Bovismorbificans strains
of human origin. Antimicrob Agents Chemother 53, 603-608.

CDC, C.f.D.C.a.P. 2009. National Salmonella surveillance annual summary.

CDC, C.f.f.D.c.a.p. 2012. National Enteric Disease Surveillance: Salmonella Annual Report.

Chen, S., Zhao, S., White, D.G., Schroeder, C.M., Ly, R., Yang, H., McDermott, P.F., Ayers, S., Meng,
J., 2004, Characterization of multiple-antimicrobial-resistant salmonella serovars isolated
from retail meats. Appl Environ Microbiol 70, 1-7.

CLSI 2013. Performance Standards for Antimicrobial Susceptibility Testing; Twenty-Third
Informational SupplementM100-S23.

Cohen, N.D., Neibergs, H.L., McGruder, E.D., Whitford, H.W., Behle, R.W., Ray, P.M., Hargis, B.M.,
1993, Genus-specific detection of salmonellae using the polymerase chain reaction (PCR). J
Vet Diagn Invest 5, 368-371.

Costerton, J.W., Stewart, P.S., Greenberg, E.P., 1999, Bacterial biofilms: a common cause of
persistent infections. Science 284, 1318-1322.

Cox, L.A., Popken, D.A., 2006, Quantifying potential human health impacts of animal antibiotic use:
enrofloxacin and macrolides in chickens. Risk Anal 26, 135-146.

Crawford, R.W., Gibson, D.L., Kay, W.W., Gunn, J.S., 2008, Identification of a bile-induced
exopolysaccharide required for Salmonella biofilm formation on gallstone surfaces. Infect
Immun 76, 5341-5349.

Davies, R.H., Wray, C., 1995, Mice as carriers of Salmonella enteritidis on persistently infected
poultry units. Vet Rec 137, 337-341.

Davis, M.A., Hancock, D.D., Besser, T.E., 2002, Multiresistant clones of Salmonella enterica: The
importance of dissemination. J Lab Clin Med 140, 135-141.

Davison, H.C., Sayers, A.R., Smith, R.P., Pascoe, S.J., Davies, R.H., Weaver, J.P., Evans, S.J., 2006, Risk
factors associated with the salmonella status of dairy farms in England and Wales. Vet Rec
159, 871-880.

de Rezende, C.E., Anriany, Y., Carr, L.E., Joseph, S.W., Weiner, R.M., 2005, Capsular polysaccharide
surrounds smooth and rugose types of Salmonella enterica serovar Typhimurium DT104.
Appl Environ Microbiol 71, 7345-7351.

99



Denno, D.M., Keene, W.E., Hutter, C.M., Koepsell, J.K., Patnode, M., Flodin-Hursh, D., Stewart, L.K.,
Duchin, J.S., Rasmussen, L., Jones, R., Tarr, P.1., 2009, Tri-county comprehensive assessment
of risk factors for sporadic reportable bacterial enteric infection in children. J Infect Dis 199,
467-476.

Dibner, J.J., Richards, J.D., 2005, Antibiotic growth promoters in agriculture: history and mode of
action. Poult Sci 84, 634-643.

Djordjevic, D., Wiedmann, M., MclLandsborough, L.A., 2002, Microtiter plate assay for assessment
of Listeria monocytogenes biofilm formation. Appl Environ Microbiol 68, 2950-2958.
Doublet, B., Lailler, R., Meunier, D., Brisabois, A., Boyd, D., Mulvey, M.R., Chaslus-Dancla, E.,
Cloeckaert, A., 2003, Variant Salmonella genomic island 1 antibiotic resistance gene cluster

in Salmonella enterica serovar Albany. Emerg Infect Dis 9, 585-591.

Doublet, B., Praud, K., Bertrand, S., Collard, J.M., Weill, F.X., Cloeckaert, A., 2008, Novel insertion
sequence- and transposon-mediated genetic rearrangements in genomic island SGI1 of
Salmonella enterica serovar Kentucky. Antimicrob Agents Chemother 52, 3745-3754.

Drlica, K., Malik, M., Kerns, R.J., Zhao, X., 2008, Quinolone-mediated bacterial death. Antimicrob
Agents Chemother 52, 385-392.

Dutta, U., Garg, P.K., Kumar, R., Tandon, R.K., 2000, Typhoid carriers among patients with gallstones
are at increased risk for carcinoma of the gallbladder. Am J Gastroenterol 95, 784-787.

Eaves, D.J., Randall, L., Gray, D.T., Buckley, A., Woodward, M.J., White, A.P., Piddock, L.J., 2004,
Prevalence of mutations within the quinolone resistance-determining region of gyrA, gyrB,
parC, and parE and association with antibiotic resistance in quinolone-resistant Salmonella
enterica. Antimicrob Agents Chemother 48, 4012-4015.

Edelstein, M., Pimkin, M., Dmitrachenko, T., Semenov, V., Kozlova, N., Gladin, D., Baraniak, A.,
Stratchounski, L., 2004, Multiple outbreaks of nosocomial salmonellosis in Russia and
Belarus caused by a single clone of Salmonella enterica serovar Typhimurium producing an
extended-spectrum beta-lactamase. Antimicrob Agents Chemother 48, 2808-2815.

Ekdahl, K., de Jong, B., Wollin, R., Andersson, Y., 2005, Travel-associated non-typhoidal
salmonellosis: geographical and seasonal differences and serotype distribution. Clin
Microbiol Infect 11, 138-144.

Erdem, B., Ercis, S., Hascelik, G., Gur, D., Aysev, A.D., 2005, Antimicrobial resistance of Salmonella
enterica group C strains isolated from humans in Turkey, 2000-2002. Int J Antimicrob
Agents 26, 33-37.

Ewing, 1986, Serological Identificaiton of Salmonella.

Fabrega, A., du Merle, L., Le Bouguenec, C., Jimenez de Anta, M.T., Vila, J., 2009, Repression of
invasion genes and decreased invasion in a high-level fluoroquinolone-resistant Salmonella
typhimurium mutant. PLoS One 4, e8029.

Farias, L.F., Oliveira, C.J., Medardus, J.J., Molla, B.Z., Wolfe, B.A., Gebreyes, W.A., 2014, Phenotypic
and Genotypic Characterization of Salmonella enterica in Captive Wildlife and Exotic Animal
Species in Ohio, USA. Zoonoses Public Health.

Feasey, N.A., Dougan, G., Kingsley, R.A., Heyderman, R.S., Gordon, M.A., 2012, Invasive non-
typhoidal salmonella disease: an emerging and neglected tropical disease in Africa. Lancet
379, 2489-2499.

Fey, P.D., Safranek, T.J., Rupp, M.E., Dunne, E.F., Ribot, E., lwen, P.C., Bradford, P.A., Angulo, F.J,,
Hinrichs, S.H., 2000, Ceftriaxone-resistant salmonella infection acquired by a child from
cattle. N Engl ) Med 342, 1242-1249.

100



Flint, J.A., Van Duynhoven, Y.T., Angulo, F.J., DeLong, S.M., Braun, P., Kirk, M., Scallan, E., Fitzgerald,
M., Adak, G.K., Sockett, P., Ellis, A., Hall, G., Gargouri, N., Walke, H., Braam, P., 2005,
Estimating the burden of acute gastroenteritis, foodborne disease, and pathogens
commonly transmitted by food: an international review. Clin Infect Dis 41, 698-704.

Fluit, A.C., Schmitz, F.J., 1999, Class 1 integrons, gene cassettes, mobility, and epidemiology. Eur J
Clin Microbiol Infect Dis 18, 761-770.

Foley, I., Gilbert, P., 1996, Antibiotic resistance of biofilms. Biofouling 10, 331-346.

Foley, S.L., Lynne, A.M., 2008, Food animal-associated Salmonella challenges: pathogenicity and
antimicrobial resistance. J Anim Sci 86, E173-187.

Fookes, M., Schroeder, G.N., Langridge, G.C., Blondel, C.J., Mammina, C., Connor, T.R., Seth-Smith,
H., Vernikos, G.S., Robinson, K.S., Sanders, M., Petty, N.K., Kingsley, R.A., Baumler, A.J.,
Nuccio, S.P., Contreras, |., Santiviago, C.A., Maskell, D., Barrow, P., Humphrey, T., Nastasi,
A., Roberts, M., Frankel, G., Parkhill, J., Dougan, G., Thomson, N.R., 2011, Salmonella
bongori provides insights into the evolution of the Salmonellae. PLoS Pathog 7, e1002191.

Fux, C.A., Stoodley, P., Hall-Stoodley, L., Costerton, J.W., 2003, Bacterial biofilms: a diagnostic and
therapeutic challenge. Expert Rev Anti Infect Ther 1, 667-683.

Gaffga, N.H., Barton Behravesh, C., Ettestad, P.J., Smelser, C.B., Rhorer, A.R., Cronquist, A.B.,
Comstock, N.A., Bidol, S.A., Patel, N.J., Gerner-Smidt, P., Keene, W.E.,, Gomez, T.M,,
Hopkins, B.A., Sotir, M.J., Angulo, F.J., 2012, Outbreak of salmonellosis linked to live poultry
from a mail-order hatchery. N Engl ) Med 366, 2065-2073.

Gallaher, T.K., Wu, S., Webster, P., Aguilera, R., 2006, Identification of biofilm proteins in non-
typeable Haemophilus Influenzae. BMC Microbiol 6, 65.

Garcia, B., Latasa, C., Solano, C., Garcia-del Portillo, F., Gamazo, C., Lasa, |., 2004, Role of the GGDEF
protein family in Salmonella cellulose biosynthesis and biofilm formation. Mol Microbiol 54,
264-277.

Gebre-Yohannes, A., 1985, Salmonella from Ethiopia: prevalent species and their susceptibility to
drugs. Ethiop Med J 23, 97-102.

Gebre-Yohannes, A.,, Mammo, K., Wolde, H., 1987, R-factor-mediated multidrug resistance in
Salmonella typhimurium isolates. Ethiop Med J 25, 53-54.

Gilbert, N., 2012, Rules tighten on use of antibiotics on farms. Nature 481, 125.

Golding, G.R., Olson, A.B., Doublet, B., Cloeckaert, A., Christianson, S., Graham, M.R., Mulvey, M.R.,
2007, The effect of the Salmonella genomic island 1 on in vitro global gene expression in
Salmonella enterica serovar Typhimurium LT2. Microbes Infect 9, 21-27.

Graham, S.M., Walsh, A.L., Molyneux, E.M., Phiri, A.J., Molyneux, M.E., 2000, Clinical presentation
of non-typhoidal Salmonella bacteraemia in Malawian children. Trans R Soc Trop Med Hyg
94, 310-314.

Graves, P.R., Kwiek, J.J., Fadden, P., Ray, R., Hardeman, K., Coley, A.M., Foley, M., Haystead, T.A.,
2002, Discovery of novel targets of quinoline drugs in the human purine binding proteome.
Mol Pharmacol 62, 1364-1372.

Grimont, P., Weill, F.-X., 2007, Antigenic formulas of Salmonella Serotypes 9th Edition. WHO
Collaborating Centre for Reference and Research on Salmonella,, Institut Pasteur, 28 rue du
Dr. Roux, 75724 Paris Cedex 15, France.

Hall, G., Kirk, M.D., Becker, N., Gregory, J.E., Unicomb, L., Millard, G., Stafford, R., Lalor, K., Group,
0O.W., 2005, Estimating foodborne gastroenteritis, Australia. Emerg Infect Dis 11, 1257-
1264.

101



Hall, R.M., Stokes, H.W., 1993, Integrons: novel DNA elements which capture genes by site-specific
recombination. Genetica 90, 115-132.

Hanning, I.B., Nutt, J.D., Ricke, S.C., 2009, Salmonellosis outbreaks in the United States due to fresh
produce: sources and potential intervention measures. Foodborne Pathog Dis 6, 635-648.

Harbottle, H., White, D.G., McDermott, P.F., Walker, R.D., Zhao, S., 2006, Comparison of multilocus
sequence typing, pulsed-field gel electrophoresis, and antimicrobial susceptibility typing for
characterization of Salmonella enterica serotype Newport isolates. J Clin Microbiol 44,
2449-2457.

Hasman, H., Mevius, D., Veldman, K., Olesen, |., Aarestrup, F.M., 2005, beta-Lactamases among
extended-spectrum beta-lactamase (ESBL)-resistant Salmonella from poultry, poultry
products and human patients in The Netherlands. J Antimicrob Chemother 56, 115-121.

Hayward, R.D., Koronakis, V., 2002, Direct modulation of the host cell cytoskeleton by Salmonella
actin-binding proteins. Trends Cell Biol 12, 15-20.

He, X., J. Ahn, 2011, Differential gene expression in planktonic and biofilm cells of multiple
antibiotic-resistant Salmonella Typhimurium and Staphylococcus aureus. FEMS Microbiol.
Letter 325, 180-188.

Helms, M., Simonsen, J., Molbak, K., 2004, Quinolone resistance is associated with increased risk of
invasive illness or death during infection with Salmonella serotype Typhimurium. J Infect
Dis 190, 1652-1654.

Hendriksen R. 2010. Global epidemiology of Non-typhoidal Salmonella infections in humans, PhD
Thesis, National Food Institute, Technical University of Denmark

Hendriksen, R.S., Kjelso, C., Torpdahl, M., Ethelberg, S., Molbak, K., Aarestrup, F.M., 2010, Upsurge
of infections caused by Salmonella Concord among Ethiopian adoptees in Denmark, 2009.
Euro Surveill 15.

Hendriksen, R.S., Mikoleit, M., Kornschober, C., Rickert, R.L., Duyne, S.V., Kjelsg, C., Hasman, H.,
Cormican, M., Mevius, D., Threlfall, J., Angulo, F.J., Aarestrup, F.M., 2009, Emergence of
multidrug-resistant salmonella concord infections in Europe and the United States in
children adopted from Ethiopia, 2003-2007. Pediatr Infect Dis J 28, 814-818.

Hoelzer, K., Moreno Switt, A.l., Wiedmann, M., 2011, Animal contact as a source of human non-
typhoidal salmonellosis. Vet Res 42, 34.

Holt, P.S., Macri, N.P., Porter, R.E., 1995, Microbiological analysis of the early Salmonella enteritidis
infection in molted and unmolted hens. Avian Dis 39, 55-63.

Hopkins, A.L., Groom, C.R., 2002, The druggable genome. Nat Rev Drug Discov 1, 727-730.

Hoyle, B.D., Costerton, J.W., 1991, Bacterial resistance to antibiotics: the role of biofilms. Prog Drug
Res 37, 91-105.

Jackson, B.R., Griffin, P.M., Cole, D., Walsh, K.A., Chai, S.J., 2013, Outbreak-associated Salmonella
enterica serotypes and food Commaodities, United States, 1998-2008. Emerg Infect Dis 19,
1239-1244.

Jacoby, G.A,, Strahilevitz, J., Hooper, D.C., 2014, Plasmid-mediated quinolone resistance. Microbiol
Spectr 2.

Janssens, J.C., Steenackers, H., Robijns, S., Gellens, E., Levin, J., Zhao, H., Hermans, K., De Coster, D.,
Verhoeven, T.L., Marchal, K., Vanderleyden, J., De Vos, D.E., De Keersmaecker, S.C., 2008,
Brominated furanones inhibit biofilm formation by Salmonella enterica serovar
Typhimurium. Appl Environ Microbiol 74, 6639-6648.

Jiang, P., Li, J., Han, F.,, Duan, G., Lu, X.,, Gu, Y., Yu, W., 2011, Antibiofilm activity of an
exopolysaccharide from marine bacterium Vibrio sp. QY101. PLoS One 6, e18514.

102



Kabagambe, E.K., Wells, S.J., Garber, L.P., Salman, M.D., Wagner, B., Fedorka-Cray, P.J., 2000, Risk
factors for fecal shedding of Salmonella in 91 US dairy herds in 1996. Prev Vet Med 43, 177-
194.

Kagambega, A., Lienemann, T., Aulu, L., Traoré, A.S., Barro, N., Siitonen, A., Haukka, K., 2013,
Prevalence and characterization of Salmonella enterica from the feces of cattle, poultry,
swine and hedgehogs in Burkina Faso and their comparison to human Salmonella isolates.
BMC Microbiol 13, 253.

Kariuki, S., Revathi, G., Kariuki, N., Kiiru, J., Mwituria, J., Hart, C.A., 2006, Characterisation of
community acquired non-typhoidal Salmonella from bacteraemia and diarrhoeal infections
in children admitted to hospital in Nairobi, Kenya. BMC Microbiol 6, 101.

Keestra-Gounder, A.M., Tsolis, R.M., Baumler, A.J.,, 2015, Now you see me, now you don't: the
interaction of Salmonella with innate immune receptors. Nat Rev Microbiol 13, 206-216.

Kérouanton, A., Marault, M., Lailler, R., Weill, F.X., Feurer, C., Espié, E., Brisabois, A., 2007, Pulsed-
field gel electrophoresis subtyping database for foodborne Salmonella enterica serotype
discrimination. Foodborne Pathog Dis 4, 293-303.

Kidgell, C., Reichard, U., Wain, J., Linz, B., Torpdahl, M., Dougan, G., Achtman, M., 2002, Salmonella
typhi, the causative agent of typhoid fever, is approximately 50,000 years old. Infect Genet
Evol 2, 39-45.

Kim, S.H., Wei, C.l., 2007, Biofilm formation by multidrug-resistant Salmonella enterica serotype
typhimurium phage type DT104 and other pathogens. J Food Prot 70, 22-29.

Koch, K., Kristensen, B., Holt, H.M., Ethelberg, S., Mglbak, K., Schgnheyder, H.C., 2011, International
travel and the risk of hospitalization with non-typhoidal Salmonella bacteremia. A Danish
population-based cohort study, 1999-2008. BMC Infect Dis 11, 277.

Kotetishvili, M., Stine, O.C., Kreger, A., Morris, J.G., Sulakvelidze, A., 2002, Multilocus sequence
typing for characterization of clinical and environmental salmonella strains. J Clin Microbiol
40, 1626-1635.

Kumar, S., 2012, Text Book of Microbiology, 1st Edition. J.B Medical Publishers(p) Ltd, New Delhi,
India.

Kwon, A.S., Park, G.C., Ryu, S.Y., Lim, D.H., Lim, D.Y., Choi, C.H., Park, Y., Lim, Y., 2008, Higher
biofilm formation in multidrug-resistant clinical isolates of Staphylococcus aureus. Int J
Antimicrob Agents 32, 68-72.

Lan, R., Reeves, P.R., Octavia, S., 2009, Population structure, origins and evolution of major
Salmonella enterica clones. Infect Genet Evol 9, 996-1005.

Larsen, M.V., Cosentino, S., Rasmussen, S., Friis, C., Hasman, H., Marvig, R.L., Jelsbak, L., Sicheritz-
Ponten, T., Ussery, D.W., Aarestrup, F.M., Lund, O., 2012, Multilocus sequence typing of
total-genome-sequenced bacteria. J Clin Microbiol 50, 1355-1361.

Lee, M.B., Greig, J.D., 2013, A review of nosocomial Salmonella outbreaks: infection control
interventions found effective. Public Health 127, 199-206.

Leverstein-Van Hall, M.A., Paauw, A,, Box, A.T., Blok, H.E., Verhoef, J., Fluit, A.C., 2002, Presence of
integron-associated resistance in the community is widespread and contributes to
multidrug resistance in the hospital. J Clin Microbiol 40, 3038-3040.

Lévesque, C., Piché, L., Larose, C., Roy, P.H., 1995, PCR mapping of integrons reveals several novel
combinations of resistance genes. Antimicrob Agents Chemother 39, 185-191.

Lewis, K., 2001, Riddle of biofilm resistance. Antimicrob Agents Chemother 45, 999-1007.

Lewis, S.J., Heaton, K.W., 1997, Stool form scale as a useful guide to intestinal transit time. Scand J
Gastroenterol 32, 920-924.

103



Ley, B., Le Hello, S., Lunguya, O., Lejon, V., Muyembe, J.J., Weill, F.X., Jacobs, J., 2014, Invasive
Salmonella enterica serotype typhimurium infections, Democratic Republic of the Congo,
2007-2011. Emerg Infect Dis 20, 701-704.

Li, X.Z., Mehrotra, M., Ghimire, S., Adewoye, L., 2007, beta-Lactam resistance and beta-lactamases
in bacteria of animal origin. Vet Microbiol 121, 197-214.

Li, Y., Xie, X., Xu, X., Wang, X., Chang, H.,, Wang, C., Wang, A., He, Y., Yu, H., Zeng, M., 2014,
Nontyphoidal salmonella infection in children with acute gastroenteritis: prevalence,
serotypes, and antimicrobial resistance in Shanghai, China. Foodborne Pathog Dis 11, 200-
206.

Liebana, E., Garcia-Migura, L., Clouting, C., Clifton-Hadley, F.A., Lindsay, E., Threlfall, E.J., McDowell,
S.W., Davies, R.H., 2002, Multiple genetic typing of Salmonella enterica serotype
typhimurium isolates of different phage types (DT104, U302, DT204b, and DT49) from
animals and humans in England, Wales, and Northern Ireland. J Clin Microbiol 40, 4450-
4456.

Liebana, E., Guns, D., Garcia-Migura, L., Woodward, M.J., Clifton-Hadley, F.A., Davies, R.H., 2001,
Molecular typing of Salmonella serotypes prevalent in animals in England: assessment of
methodology. J Clin Microbiol 39, 3609-3616.

Lienemann, T., Niskanen, T., Guedes, S., Siitonen, A., Kuusi, M., Rimhanen-Finne, R., 2011, Iceberg
lettuce as suggested source of a nationwide outbreak caused by two Salmonella serotypes,
Newport and Reading, in Finland in 2008. J Food Prot 74, 1035-1040.

Liu, F., Kariyawasam, S., Jayarao, B.M., Barrangou, R., Gerner-Smidt, P., Ribot, E.M., Knabel, S.J.,
Dudley, E.G., 2011, Subtyping Salmonella enterica serovar enteritidis isolates from different
sources by using sequence typing based on virulence genes and clustered regularly
interspaced short palindromic repeats (CRISPRs). Appl Environ Microbiol 77, 4520-4526.

Lunguya, O., Lejon, V., Phoba, M.F., Bertrand, S., Vanhoof, R., Glupczynski, Y., Verhaegen, J.,
Muyembe-Tamfum, J.J., Jacobs, J., 2013, Antimicrobial resistance in invasive non-typhoid
Salmonella from the Democratic Republic of the Congo: emergence of decreased
fluoroquinolone susceptibility and extended-spectrum beta lactamases. PLoS Negl Trop Dis
7,€2103.

Mache, A., Mengistu, Y., Cowley, S., 1997, Salmonella serogroups identified from adult diarrhoeal
out-patients in Addis Ababa, Ethiopia: antibiotic resistance and plasmid profile analysis.
East Afr Med J 74, 183-186.

Magiorakos A., Srinivasan A., Carey R., Carmeli Y., Falagas M., Giske C., Harbarth S., Hindler
J.,, Kahlmeter G, Olsson-Liljequist  B., Paterson D., Rice LB, Stelling J., Struelens
MJ, Vatopoulos A, Weber JT, Monnet D.2012. Multidrug-resistant, extensively drug-
resistant and pandrug-resistant bacteria: an international expert proposal for interim
standard definitions for acquired resistance. Clin Microbiol Infect 18, 268-281

Majowicz, S.E., Musto, J., Scallan, E., Angulo, F.J., Kirk, M., O'Brien, S.J., Jones, T.F., Fazil, A,
Hoekstra, R.M., Studies, I.C.0.E.D.B.o.l., 2010, The global burden of nontyphoidal
Salmonella gastroenteritis. Clin Infect Dis 50, 882-889.

Malcova, M., Hradecka, H., Karpiskova, R., Rychlik, I., 2008, Biofilm formation in field strains of
Salmonella enterica serovar Typhimurium: identification of a new colony morphology type
and the role of SGI1 in biofilm formation. Vet Microbiol 129, 360-366.

Martin, L.J., Fyfe, M., Doré, K., Buxton, J.A., Pollari, F., Henry, B., Middleton, D., Ahmed, R,
Jamieson, F., Ciebin, B., McEwen, S.A., Wilson, J.B., Committee, M.-P.S.T.C.-C.S.S., 2004,

104



Increased burden of illness associated with antimicrobial-resistant Salmonella enterica
serotype typhimurium infections. J Infect Dis 189, 377-384.

Mastroeni, P., Maskell, D., 2006, Salmonella infections : clinical, immunological, and molecular
aspects. Cambridge University Press, Cambridge.

McEwen, S.A., 2012, Quantitative human health risk assessments of antimicrobial use in animals
and selection of resistance: a review of publicly available reports. Rev Sci Tech 31, 261-276.

McEwen, S.A., Fedorka-Cray, P.J., 2002, Antimicrobial use and resistance in animals. Clin Infect Dis
34 Suppl 3, S93-5106.

McGhie, E.J., Brawn, L.C., Hume, P.J., Humphreys, D., Koronakis, V., 2009, Salmonella takes control:
effector-driven manipulation of the host. Curr Opin Microbiol 12, 117-124.

McLoon, A.L., Kolodkin-Gal, I., Rubinstein, S.M., Kolter, R., Losick, R., 2011, Spatial regulation of
histidine kinases governing biofilm formation in Bacillus subtilis. ) Bacteriol 193, 679-685.

Mengistu, G., Mulugeta, G., Lema, T., Aseffa, A., 2014, Prevalence and Antimicrobial Susceptibility
Patterns of Salmonella serovars and Shigella species. Microbial & Biochemical Technology
S2: 006.

Miller, R.G., Mallinson, E.T., 2000, Improved detection of nontyphoid and typhoid Salmonellae with
balanced agar formulations. J Food Prot 63, 1443-1446.

Molla, B., Salah, W., Alemayehu, D., Mohammed, A., 2004, Antimicrobial resistance pattern of
Salmonella serotypes isolated from apparently healthy slaughtered camels (Camelus
dromedarius) in eastern Ethiopia. Berl Munch Tierarztl Wochenschr 117, 39-45.

Molla, B., Sterman, A., Mathews, J., Artuso-Ponte, V., Abley, M., Farmer, W., Rajala-Schultz, P.,
Morrow, W.E., Gebreyes, W.A., 2010, Salmonella enterica in commercial swine feed and
subsequent isolation of phenotypically and genotypically related strains from fecal samples.
Appl Environ Microbiol 76, 7188-7193.

Molla, W., Molla, B., Alemayehu, D., Muckle, A., Cole, L., Wilkie, E., 2006, Occurrence and
antimicrobial resistance of Salmonella serovars in apparently healthy slaughtered sheep
and goats of central Ethiopia. Trop Anim Health Prod 38, 455-462.

Murphy, T.F., Kirkham, C., 2002, Biofilm formation by nontypeable Haemophilus influenzae: strain
variability, outer membrane antigen expression and role of pili. BMC Microbiol 2, 7.

Nabbut, N.H., Barbour, E.K., Al-Nakhli, H.M., 1982, Salmonella species and serotypes isolated from
farm animals, animal feed, sewage, and sludge in Saudi Arabia. Bull World Health Organ 60,
803-807.

Naiemi, N.A., Duim, B., Savelkoul, P.H., Spanjaard, L., de Jonge, E., Bart, A., Vandenbroucke-Grauls,
C.M., de Jong, M.D., 2005, Widespread transfer of resistance genes between bacterial
species in an intensive care unit: implications for hospital epidemiology. J Clin Microbiol 43,
4862-4864.

O'Toole, G.A., Kolter, R., 1998, Initiation of biofilm formation in Pseudomonas fluorescens WCS365
proceeds via multiple, convergent signalling pathways: a genetic analysis. Mol Microbiol 28,
449-461.

Ojha, A., Anand, M., Bhatt, A., Kremer, L., Jacobs, W.R., Hatfull, G.F., 2005, GroEL1: a dedicated
chaperone involved in mycolic acid biosynthesis during biofilm formation in mycobacteria.
Cell 123, 861-873.

Okoro, C.K., Kingsley, R.A., Connor, T.R., Harris, S.R., Parry, C.M., Al-Mashhadani, M.N., Kariuki, S.,
Msefula, C.L., Gordon, M.A., de Pinna, E., Wain, J., Heyderman, R.S., Obaro, S., Alonso, P.L.,
Mandomando, |., MacLennan, C.A., Tapia, M.D., Levine, M.M., Tennant, S.M., Parkhill, J.,

105



Dougan, G., 2012, Intracontinental spread of human invasive Salmonella Typhimurium
pathovariants in sub-Saharan Africa. Nat Genet 44, 1215-1221.

Parija, S.C., 2009, Textbook of Microbiology and Immunology, 1st Edition. Elsevier, A division of
Reed, Haryana India, 669 p.

Park, C.H., Robicsek, A., Jacoby, G.A., Sahm, D., Hooper, D.C., 2006, Prevalence in the United States
of aac(6')-lb-cr encoding a ciprofloxacin-modifying enzyme. Antimicrob Agents Chemother
50, 3953-3955.

Parry, C.M., Hien, T.T., Dougan, G., White, N.J., Farrar, J.J., 2002, Typhoid fever. N Engl J Med 347,
1770-1782.

Paterson, D.L., Bonomo, R.A., 2005, Extended-spectrum beta-lactamases: a clinical update. Clin
Microbiol Rev 18, 657-686.

Paul, B., U., M., 2013, Salmonella in Domestic Animals, 2nd Edition. CAB International, UK, 242 p.

Perreten, V., Boerlin, P., 2003, A new sulfonamide resistance gene (sul3) in Escherichia coli is
widespread in the pig population of Switzerland. Antimicrob Agents Chemother 47, 1169-
1172.

Pezzella, C., Ricci, A., DiGiannatale, E., Luzzi, I., Carattoli, A., 2004, Tetracycline and streptomycin
resistance genes, transposons, and plasmids in Salmonella enterica isolates from animals in
Italy. Antimicrob Agents Chemother 48, 903-908.

Phillips, I., Casewell, M., Cox, T., De Groot, B., Friis, C., Jones, R., Nightingale, C., Preston, R,,
Waddell, J., 2004, Antibiotic use in animals. J Antimicrob Chemother 53, 885; author reply
886.

Prouty, A.M., Gunn, J.S., 2000, Salmonella enterica serovar typhimurium invasion is repressed in
the presence of bile. Infect Immun 68, 6763-6769.

Prouty, A.M., Gunn, J.S., 2003, Comparative analysis of Salmonella enterica serovar Typhimurium
biofilm formation on gallstones and on glass. Infect Immun 71, 7154-7158.

Rao, R.S., Karthika, R.U., Singh, S.P., Shashikala, P., Kanungo, R., Jayachandran, S., Prashanth, K.,
2008, Correlation between biofilm production and multiple drug resistance in imipenem
resistant clinical isolates of Acinetobacter baumannii. Indian J Med Microbiol 26, 333-337.

Ravish K, A.V., Shilpa DK,, 2012, Analysis of biofilm formation and antibiotic resistance of microbial
isolates from intraocular lens following conventional extracapsular cataract surgery.
International Journal of Research in Pure and Applied Microbiology 2, 20-25.

Ray, V.A., Visick, K.L., 2012, LuxU connects quorum sensing to biofilm formation in Vibrio fischeri.
Mol Microbiol 86, 954-970.

Reda, A.A., Seyoum, B., Yimam, J., Andualem, G., Fiseha, S., Vandeweerd, J.-M., 2011, Antibiotic
susceptibility patterns of Salmonella and Shigella isolates in Harar, Eastern Ethiopia. Journal
of Infectious Diseases and Immunity 3, 134-139.

Redgrave, L.S., Sutton, S.B., Webber, M.A., Piddock, L.J., 2014, Fluoroquinolone resistance:
mechanisms, impact on bacteria, and role in evolutionary success. Trends Microbiol 22,
438-445.

Riano, I, Moreno, M.A., Teshager, T., Saenz, Y., Dominguez, L., Torres, C., 2006, Detection and
characterization of extended-spectrum beta-lactamases in Salmonella enterica strains of
healthy food animals in Spain. J Antimicrob Chemother 58, 844-847.

Ribot, E.M., Fair, M.A., Gautom, R., Cameron, D.N., Hunter, S.B., Swaminathan, B., Barrett, T.J.,
2006, Standardization of pulsed-field gel electrophoresis protocols for the subtyping of
Escherichia coli 0157:H7, Salmonella, and Shigella for PulseNet. Foodborne Pathog Dis 3,
59-67.

106



Robicsek, A., Jacoby, G.A., Hooper, D.C., 2006, The worldwide emergence of plasmid-mediated
qguinolone resistance. Lancet Infect Dis 6, 629-640.

Romling, U., 2005, Characterization of the rdar morphotype, a multicellular behaviour in
Enterobacteriaceae. Cell Mol Life Sci 62, 1234-1246.

Ross, I.L., Heuzenroeder, M.W., 2005, Discrimination within phenotypically closely related definitive
types of Salmonella enterica serovar typhimurium by the multiple amplification of phage
locus typing technique. J Clin Microbiol 43, 1604-1611.

Rotger, R., Casadesus, J., 1999, The virulence plasmids of Salmonella. Int Microbiol 2, 177-184.

Rubinstein, S.M., Kolodkin-Gal, I., McLoon, A., Chai, L., Kolter, R., Losick, R., Weitz, D.A., 2012,
Osmotic pressure can regulate matrix gene expression in Bacillus subtilis. Mol Microbiol 86,
426-436.

Ryabova, N.A., Marchenkov, V.V., Marchenkova, S.Y., Kotova, N.V., Semisotnov, G.V., 2013,
Molecular chaperone GroEL/ES: unfolding and refolding processes. Biochemistry (Mosc) 78,
1405-1414.

Rychlik, I., Gregorova, D., Hradecka, H., 20064, Distribution and function of plasmids in Salmonella
enterica. Vet Microbiol 112, 1-10.

Rychlik, I., Gregorova, D., Hradecka, H., 2006b, Distribution and function of plasmids in Salmonella
enterica. Vet Microbiol 112, 1-10.

Scallan, E., Hoekstra, R.M., Mahon, B.E., Jones, T.F., Griffin, P.M., 2015, An assessment of the
human health impact of seven leading foodborne pathogens in the United States using
disability adjusted life years. Epidemiol Infect, 1-10.

Schwarz, S., Kehrenberg, C., Walsh, T.R., 2001, Use of antimicrobial agents in veterinary medicine
and food animal production. Int J Antimicrob Agents 17, 431-437.

Seiffert, S.N., Perreten, V., Johannes, S., Droz, S., Bodmer, T., Endimiani, A., 2014, OXA-48
carbapenemase-producing Salmonella enterica serovar Kentucky isolate of sequence type
198 in a patient transferred from Libya to Switzerland. Antimicrob Agents Chemother 58,
2446-2449.

Shakil, S., Khan, R., Zarrilli, R., Khan, A.U., 2008, Aminoglycosides versus bacteria--a description of
the action, resistance mechanism, and nosocomial battleground. J Biomed Sci 15, 5-14.

Shames, S.R., Auweter, S.D., Finlay, B.B., 2009, Co-evolution and exploitation of host cell signaling
pathways by bacterial pathogens. Int J Biochem Cell Biol 41, 380-389.

Shevchenko, A., Wilm, M., Vorm, O., Mann, M., 1996, Mass spectrometric sequencing of proteins
silver-stained polyacrylamide gels. Anal Chem 68, 850-858.

Shipp, C.R., Rowe, B., 1980, A mechanised microtechnique for salmonella serotyping. J Clin Pathol
33, 595-597.

Singh, A., Goering, R.V., Simjee, S., Foley, S.L.,, Zervos, M.J., 2006, Application of molecular
techniques to the study of hospital infection. Clin Microbiol Rev 19, 512-530.

Skold, 0., 2001, Resistance to trimethoprim and sulfonamides. Vet Res 32, 261-273.

Smillie, C., Garcillan-Barcia, M.P., Francia, M.V., Rocha, E.P., de la Cruz, F., 2010, Mobility of
plasmids. Microbiol Mol Biol Rev 74, 434-452.

Smith, A.M., Mthanti, M.A., Haumann, C., Tyalisi, N., Boon, G.P., Sooka, A., Keddy, K.H., 2014,
Nosocomial outbreak of Salmonella enterica serovar Typhimurium primarily affecting a
pediatric ward in South Africa in 2012. J Clin Microbiol 52, 627-631.

Smith, C.A., Baker, E.N., 2002, Aminoglycoside antibiotic resistance by enzymatic deactivation. Curr
Drug Targets Infect Disord 2, 143-160.

107



Smith, N.H., Selander, R.K., 1991, Molecular genetic basis for complex flagellar antigen expression
in a triphasic serovar of Salmonella. Proc Natl Acad Sci U S A 88, 956-960.

Solano, C., Garcia, B., Valle, J., Berasain, C., Ghigo, J.M., Gamazo, C., Lasa, |., 2002, Genetic analysis
of Salmonella enteritidis biofilm formation: critical role of cellulose. Mol Microbiol 43, 793-
808.

Speer, B.S., Shoemaker, N.B., Salyers, A.A., 1992, Bacterial resistance to tetracycline: mechanisms,
transfer, and clinical significance. Clin Microbiol Rev 5, 387-399.

Stewart, P.S., 2002, Mechanisms of antibiotic resistance in bacterial biofilms. Int J] Med Microbiol
292, 107-113.

Stock, A.M., Robinson, V.L., Goudreau, P.N., 2000, Two-component signal transduction. Annu Rev
Biochem 69, 183-215.

Sukhnanand, S., Alcaine, S., Warnick, L.D., Su, W.L., Hof, J., Craver, M.P., McDonough, P., Boor, K.J.,
Wiedmann, M., 2005, DNA sequence-based subtyping and evolutionary analysis of selected
Salmonella enterica serotypes. J Clin Microbiol 43, 3688-3698.

Tadesse, G., 2014, A meta-analysis of the proportion of antimicrobial resistant human Salmonella
isolates in Ethiopia. BMC Pharmacol Toxicol 15, 51.

Taylor, M., Leslie, M., Ritson, M., Stone, J., Cox, W., Hoang, L., Galanis, E., Bowes, V., Byrne, S., de
With, N., Embree, G., Ekkert, J., Gully, M., Gustafson, L., Nowakowski, C., Rice, G., Wong, J.,
Wilcott, L., 2012, Investigation of the concurrent emergence of Salmonella enteritidis in
humans and poultry in British Columbia, Canada, 2008-2010. Zoonoses Public Health 59,
584-592.

Tenover, F.C., 2006, Mechanisms of antimicrobial resistance in bacteria. Am J Infect Control 34, S3-
10; discussion S64-73.

Tetz, G.V., Artemenko, N.K., Tetz, V.V., 2009, Effect of DNase and antibiotics on biofilm
characteristics. Antimicrob Agents Chemother 53, 1204-1209.

Tilahun, B., Worku, B., Tachbele, E., Terefe, S., Kloos, H., Legesse, W., 2012, High load of multi-drug
resistant nosocomial neonatal pathogens carried by cockroaches in a neonatal intensive
care unit at Tikur Anbessa specialized hospital, Addis Ababa, Ethiopia. Antimicrob Resist
Infect Control 1, 12.

Uzzau, S., Brown, D.J., Wallis, T., Rubino, S., Leori, G., Bernard, S., Casadesus, J., Platt, D.J., Olsen,
J.E., 2000, Host adapted serotypes of Salmonella enterica. Epidemiol Infect 125, 229-255.

van Asten, A.J., van Dijk, J.E., 2005, Distribution of "classic" virulence factors among Salmonella spp.
FEMS Immunol Med Microbiol 44, 251-259.

van Hoek, A.H., Mevius, D., Guerra, B., Mullany, P., Roberts, A.P., Aarts, H.J., 2011, Acquired
antibiotic resistance genes: an overview. Front Microbiol 2, 203.

Varma, J.K., Molbak, K., Barrett, T.J., Beebe, J.L., Jones, T.F., Rabatsky-Ehr, T., Smith, K.E., Vugia,
D.J., Chang, H.G., Angulo, F.J., 2005, Antimicrobial-resistant nontyphoidal Salmonella is
associated with excess bloodstream infections and hospitalizations. J Infect Dis 191, 554-
561.

Velge, P., Wiedemann, A., Rosselin, M., Abed, N., Boumart, Z., Chausse, A.M., Grepinet, O.,
Namdari, F., Roche, S.M., Rossignol, A., Virlogeux-Payant, |., 2012, Multiplicity of Salmonella
entry mechanisms, a new paradigm for Salmonella pathogenesis. Microbiologyopen 1, 243-
258.

Vestby, L.K., Mgretrg, T., Ballance, S., Langsrud, S., Nesse, L.L., 20093, Survival potential of wild type
cellulose deficient Salmonella from the feed industry. BMC Vet Res 5, 43.

108



Vestby, L.K., Moretro, T., Langsrud, S., Heir, E., Nesse, L.L., 2009b, Biofilm forming abilities of
Salmonella are correlated with persistence in fish meal- and feed factories. BMC Vet Res 5,
20.

Vestby, L.K., Mgretrg, T., Langsrud, S., Heir, E., Nesse, L.L., 2009¢c, Biofilm forming abilities of
Salmonella are correlated with persistence in fish meal- and feed factories. BMC Vet Res 5,
20.

Vo, A.T., van Duijkeren, E., Gaastra, W., Fluit, A.C., 2010, Antimicrobial resistance, class 1 integrons,
and genomic island 1 in Salmonella isolates from Vietnam. PLoS One 5, €9440.

Vought, K.J., Tatini, S.R., 1998, Salmonella enteritidis contamination of ice cream associated with a
1994 multistate outbreak. J Food Prot 61, 5-10.

Wales, A., Weaver, J.,, Mclaren, .M., Smith, R.P., Mueller-Doblies, D., Davies, R.H., 2013,
Investigation of the Distribution of Salmonella within an Integrated Pig Breeding and
Production Organisation in the United Kingdom. ISRN Vet Sci 2013, 943126.

Wattiau, P., Boland, C., Bertrand, S., 2011, Methodologies for Salmonella enterica subsp. enterica
subtyping: gold standards and alternatives. Appl Environ Microbiol 77, 7877-7885.

Weill, F.X., Bertrand, S., Guesnier, F., Baucheron, S., Cloeckaert, A., Grimont, P.A., 2006,
Ciprofloxacin-resistant Salmonella Kentucky in travelers. Emerg Infect Dis 12, 1611-1612.

Weinberger, M., Keller, N., 2005, Recent trends in the epidemiology of non-typhoid Salmonella and
antimicrobial resistance: the Israeli experience and worldwide review. Curr Opin Infect Dis
18, 513-521.

Weldhagen, G.F., Poirel, L., Nordmann, P., 2003, Ambler class A extended-spectrum beta-
lactamases in Pseudomonas aeruginosa: novel developments and clinical impact.
Antimicrob Agents Chemother 47, 2385-2392.

White, A.P., Gibson, D.L., Kim, W., Kay, W.W., Surette, M.G., 2006, Thin aggregative fimbriae and
cellulose enhance long-term survival and persistence of Salmonella. J Bacteriol 188, 3219-
3227.

WHO 2010. WHO Global Foodborne Infections Network . Laboratory Protocol In Isolation of
Salmonella spp. From Food and Animal Faeces

WHO 2014a. Ministerial Conference on Antibiotic Resistance - Joining Forces for Future Health (The
Hague, The Netherlands, WHO).

WHO, W.H.0. 2014b. First global report on antibiotic resistance

Wolanin, P.M., Thomason, P.A., Stock, J.B., 2002, Histidine protein kinases: key signal transducers
outside the animal kingdom. Genome Biol 3, REVIEWS3013.

Yadav, M.K., Kwon, S.K., Cho, C.G., Park, S.W., Chae, S.W., Song, J.J., 2012, Gene expression profile
of early in vitro biofilms of Streptococcus pneumoniae. Microbiol Immunol 56, 621-629.

Yaron, S., Romling, U., 2014, Biofilm formation by enteric pathogens and its role in plant
colonization and persistence. Microb Biotechnol 7, 496-516.

Yu, J., Jing, H., Lai, S., Xu, W., Li, M., Wu, J., Liu, W, Yuan, Z.,, Chen, Y., Zhao, S., Wang, X., Zhao, Z.,
Ran, L., Wu, S., Klena, J.D., Feng, L., Li, F.,, Ye, X., Qiu, Y., Yu, H., Li, Z,, Yang, W., 2015,
Etiology of diarrhea among children under the age five in China: results from a five-year
surveillance. J Infect.

Yuan, L., Liu, J.H., Hu, G.Z,, Pan, Y.S., Liu, Z.M., Mo, J., Wei, Y.J., 2009, Molecular characterization of
extended-spectrum beta-lactamase-producing Escherichia coli isolates from chickens in
Henan Province, China. J Med Microbiol 58, 1449-1453.

109



Zakikhany, K., Harrington, C.R., Nimtz, M., Hinton, J.C., Roémling, U., 2010, Unphosphorylated CsgD
controls biofilm formation in Salmonella enterica serovar Typhimurium. Mol Microbiol 77,
771-786.

Zewdu, E., Cornelius, P., 2009, Antimicrobial resistance pattern of Salmonella serotypes isolated
from food items and personnel in Addis Ababa, Ethiopia. Trop Anim Health Prod 41, 241-
249,

Zhang, J., Priscilla, Y., Nathanael, G., 2009, Targeting cancer with small molecule kinase inhibitors.
Nature Reviews Cancer 9, 28-39.

Zhang, S., Kingsley, R.A., Santos, R.L., Andrews-Polymenis, H., Raffatellu, M., Figueiredo, J., Nunes,
J., Tsolis, R.M., Adams, L.G., Baumler, A.J., 2003, Molecular pathogenesis of Salmonella
enterica serotype typhimurium-induced diarrhea. Infect Immun 71, 1-12.

Zhang, X., Zhang, Y., Liu, J., Liu, H., 2013, PotD protein stimulates biofilm formation by Escherichia
coli. Biotechnol Lett 35, 1099-1106.

Zhang, X.S., Garcia-Contreras, R., Wood, T.K., 2007, YcfR (BhsA) influences Escherichia coli biofilm
formation through stress response and surface hydrophobicity. J Bacteriol 189, 3051-3062.

Zogaj, X., Nimtz, M., Rohde, M., Bokranz, W., Romling, U., 2001, The multicellular morphotypes of
Salmonella typhimurium and Escherichia coli produce cellulose as the second component of
the extracellular matrix. Mol Microbiol 39, 1452-1463.

110



Paper 1



Equale et al. BMIC Microbiology (2016) 16:20
DOI 10.1186/512866-016-0638-2

Fecal prevalence, serotype distribution and ®

BMC Microbiology

CrossMark

antimicrobial resistance of Salmonellae in
dairy cattle in central Ethiopia

Tadesse Equale'’, Ephrem Engidawork?, Wondwossen A. Gebreyes®, Daniel Asrat”, Haile Alemayehu’,

Girmay Medhin', Roger P. Johnson® and John S. Gunn®

Abstract

Background: Salmonellae are major worldwide zoonotic pathogens infecting a wide range of vertebrate species

including humans. Consumption of contaminated dairy products and contact with dairy cattle represent a common
source of non-typhoidal Salmonella infection in humans. Despite a large number of small-scale dairy farms in Addis
Ababa and its surrounding districts, little is known about the status of Salmonella in these farms.

Results: Salmonella was recovered from the feces of at least one animal in 7.6 % (10/132) of the dairy farms. Out of
1203 fecal samples examined, 30 were positive for Salmonella resulting in a weighted animal level prevalence of
2.3 %. Detection of diarrhea in an animal and in a farm was significantly associated with animal level (p =0.012) and
herd level (p < 0.001) prevalence of Salmonella. Animal level prevalence of Salmonella was significantly associated

with age (p =0.023) and study location; it was highest among those under 6 months of age and in farms from
Adaa district and Addis Ababa (p < 0.001). Nine different serotypes were identified using standard serological
agglutination tests. The most frequently recovered serotypes were Salmonella Typhimurium (23.3 %), S. Saintpaul

(20 %), S. Kentucky (16.7 %) and S. Virchow (16.7 %). All isolates were resistant or intermediately resistant to at least one
of the 18 drugs tested. Twenty-six (86.7 %), 19 (63.3 %), 18 (60 %), 16 (53.3 %) of the isolates were resistant to
streptomycin, nitrofurantoin, sulfisoxazole and tetracycline , respectively. Resistance to 2 drugs was detected in

27 (90 %) of the isolates. Resistance to 3 or more drugs was detected in 21 (70 %) of the isolates, while resistance to 7
or more drugs was detected in 11 (36.7 %) of the isolates. The rate of occurrence of multi-drug resistance (MDR) in
Salmonella strains isolated from dairy farms in Addis Ababa was significantly higher than those isolated from farms
outside of Addis Ababa (p = 0.009). MDR was more common in S. Kentucky, S. Virchow and S. Saintpaul.

Conclusion: Isolation of Salmonella serotypes commonly known for causing human salmonellosis that are associated
with an MDR phenotype in dairy farms in close proximity with human population is a major public health concern.
These findings imply the need for a strict pathogen reduction strategy.

Keywords: Dairy farm, Feces, Salmonella enterica, Multi-drug resistance

Background

Salmonella is a diverse bacterial species comprising over
2600 serotypes [1]. Salmonella commonly colonizes a
range of animal hosts such as mammals, amphibians,
reptiles, birds and insects [2]. There are 2 species of Sal-
monella: Salmonella enterica and Salmonella bongori.
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Salmonella enterica is further classified into 6 subspecies
(Salmonella enterica subspecies enterica, S. enterica
Subspecies salmae, S. enterica Subspecies arizonae, S.
enterica Subspecies diarizonae, S. enterica Subspecies
hautenae and S. enterica Subspecies indica). Most of the
Salmonella serotypes are part of S. enterica subspecies
enterica, and over 99 % of human and animal infections
are caused by serotypes under this subspecies [3].
Diseases caused by Salmonella represent an important
public health problem among the common bacterial
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foodborne pathogens worldwide. It is estimated that glo-
bally 93.8 million cases and 155,000 deaths are associ-
ated with gastroenteritis due to Salmonella species
annually. Of these cases, 85.6 % were estimated to be
foodborne [4]. Human salmonellosis has been associated
with contaminated food products, mainly those of animal
origin such as poultry, beef, pork and dairy products, as
well as direct contact with infected animals [5-7].

Various serotypes of Salmonella have been isolated
from the feces of apparently healthy dairy cattle. Sal-
monella in dairy animals may exist as a normal micro-
biota of the gastrointestinal population, or as a transient
member of the gastrointestinal microbial population [8].

All sick, recovered and asymptomatic cattle can shed
Salmonella through feces and the organism can survive
for a long time in favorable environments outside the
host [9]. Fecal shedding of Salmonella can increase
intra-herd transmission, accidental spread to other
herds, environmental contamination and risk of human
infection [10]. Consumption of raw milk, inadequately
pasteurized milk, improperly cooked beef from culled
dairy cattle, contaminated water and direct animal con-
tact are the major routes of acquiring dairy associated
salmonellosis in humans [6].

In Ethiopia, there are large numbers of small-scale
peri-urban dairy farms mainly situated close to areas of
public residence. Most of these farms are located very
close to Addis Ababa, capital city of the country, or res-
ide within the city in a very close proximity with human
populations. The consumption of raw milk and its deriv-
atives is common in Ethiopia, posing high risk of infec-
tion with dairy-associated foodborne pathogens. Such
pathogens include Salmonella spp., Klebsiella spp., En-
terobacter spp., and Escherichia coli, which have been
identified in milk products in Ethiopia [11]. Gram posi-
tive pathogens such as Staphylococcus aureus, Bacillus
cereus, Listeria monocytogenes and Enterococcus spp.
have also been frequently isolated from milk [12, 13].

Occurrence of non-typhoidal Salmonella serotypes
commonly infecting humans in dairy cattle, particularly,
those stains resistant to antimicrobial agents commonly
used in human medicine, are a serious threat to human
health. Some multi-drug resistant (MDR) Salmonella
outbreaks in humans have been linked to exposure to
dairy farms or contaminated dairy products [6, 14]. In-
formation on the prevalence, serotype distribution and
antimicrobial susceptibility of Salmonella in dairy farms
is vital to implementation of appropriate strategies to
prevent the introduction and spread of the pathogen in
the farm as well as to reduce the risk of human salmon-
ellosis. Knowledge on the serotypes circulating in dairy
farms would inform scientists/clinicians on the role of
dairy cattle as a source of human Salmonella infec-
tions. A previous study conducted in Addis Ababa has
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shown farm level prevalence of 47.8 % and animal level
prevalence of 7.7 % [15]. However, this study involved
small sample size and the isolates were not serotyped.
Given the relative lack of information concerning the
prevalence and serotype distribution of Salmonella spp.
in dairy farms in Ethiopia, the present study was de-
signed to investigate animal level and herd level fecal
prevalence of Salmonella, serotype distribution and
antimicrobial resistance profiles of Salmonella in dairy
farms in and around Addis Ababa, Ethiopia. It also
attempted to investigate the association of farm size, oc-
currence of diarrhea in the farm and age of animals with
prevalence of Salmonella in these dairy farms.

Methods

Study design, study area and sampling of study animals
A cross-sectional study was conducted in Addis Ababa
and in five districts of the Oromia region located at the
outskirt of Addis Ababa, namely: Sebeta, Barake, Wel-
mera, Sululta and Adaa (Fig. 1). In these areas, the inter-
action between animal and human population is very
high due to high density of the human populations and
the large number of peri-urban dairy farming facilities.
These areas are the major sources of dairy milk supply
to Addis Ababa. Sampling of study herds and animals
was conducted from June to December 2013. Study ani-
mals were selected from 132 dairy herds (Addis Ababa; n
=38; Adaa, n=12; Sebeta, n=21; Sululta, n=24; Wel-
mera; n = 18). Inclusion of herd in the sampling was based
on representation of the area under study, willingness of
the owners, geographical accessibility, and the herd having
a minimum of 5 cattle. The largest herd size contained
398 head of cattle. Farms were categorized into small (5—
20 animals in a herd), medium (21-50 animals in a herd)
and large (more than 50 animals). Mean herd size of small,
medium and large farms was 12.6, 31.7 and 100.4, respect-
ively. In total 1203 fecal samples were collected from
healthy as well as diarrheic cattle during the study period.
The study design was cross-sectional implying a one point
fecal sample collection from a given herd and hence there
was no repeated fecal sample collection.

Sample collection, Salmonella isolation and identification

Fecal samples were collected directly from the rectum
using disposable gloves into sterile zippered plastic
bags and transported to the Microbiology Laboratory,
Aklilu Lemma Institute of Pathobiology, in an ice box
within 3-4 h of collection. Isolation and identification
of Salmonella was conducted using conventional methods
[16, 17]. Briefly, 10 g of feces was pre-enriched in 90 ml
of buffered peptone water (BPW) (Becton Dickinson,
Sparks, MD) and incubated overnight at 37 °C. A
100 pl pre-enriched suspension was added into 9.9 ml
of Rappaport-Vassiliadis enrichment Broth (RVB)
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Fig. 1 Locations of Addis Ababa and surrounding districts where fecal samples from dairy cattle were collected (source: Original Ethiopian shape

(Oxoid, USA) and incubated at 42 °C for 24 h. At the
same time, 1 ml of suspension was also transferred to
10 ml of Tetrathionate broth (TTB) (Oxoid, USA) and
incubated for 24 h at 37 °C. It was then streaked from
both RVB and TTB to Xylose Lysine Tergitol 4 (XLT-4)
(Oxoid, USA) selective media and the plates were incu-
bated at 37 °C for 24 to 48 h. Presumptive Salmonella
colonies were further investigated biochemically using
Triple Sugar Iron agar, Urea, Citrate and Lysine Iron
Agar slants. Those colonies with typical Salmonella
biochemical properties were then further confirmed by
genus specific PCR [18]. A reference strain of S. Typhi-
murium (ATCC 14028) was used as a positive control
during biochemical analysis and PCR. One confirmed
Salmonella isolate from each positive sample was
stored at —80 °C in 20 % glycerol until further testing.

Data collection

Information such as herd size, housing condition, types
of antimicrobials commonly used in the farm, age, sex of
animals and presence of diarrhea in a farm was recorded
using a purposively designed questionnaire. A farm was
categorized as a diarrheic farm if one or more animals in
the herd were diarrheic at the time of sample collection.
Collection of data was performed at the time of fecal
sample collection from each farm.

Salmonella serotyping and phage typing

Salmonella isolates were serotyped and phage typed at
the World Organization for Animal Health (OIE) Refer-
ence Laboratory for Salmonellosis of the Public Health
Agency of Canada’s National Microbiology at Guelph.
Serovars were determined by serum agglutination
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according to the White-Kauffmann-Le Minor scheme
[19, 20], with identification of somatic (O) antigens by
slide agglutination tests [21] and flagellar (H) antigens
by a microplate agglutination technique [22]. S. Typhi-
murium isolates were phage typed by the methods de-
veloped initially by Callow [23] and extended by
Anderson et al. [24] and Rabsch [25] with 30 refer-
ence phages obtained directly from the WHO Refer-
ence Laboratory for phage typing of Salmonella
species at Public Health England or from the same
source via Canada’s National Microbiology Laboratory at
Winnipeg. These typing phages were number 1-35 with
discontinued use of phages 9, 30, 31, 33 and 34. Internal
reference strains of phage type 1 (fully susceptible)
and phage type 124 (susceptible to only one phage)
were included as controls. Isolates that reacted with
the phages but did not conform to any recognized
phage type were designated atypical (AT), while those
that did not react with any of the typing phages were
designated untypeable (UT).

Antimicrobial susceptibility testing
Susceptibility of the isolates to 18 antimicrobials was de-
termined using the Kirby-Bauer disk diffusion method ac-
cording to the guidelines of the Clinical and Laboratory
Standards Institute [26]. The following antimicrobials
(Sensi-Discs, Becton, Dickinson and Company, Loveton,
USA) and disc potencies (ug) were used: amikacin (30),
amoxicillin + clavulanic acid (20/10), ampicillin (10), cefox-
itin (30), ceftriaxone (30), cephalothin (30), chlorampheni-
col (30), ciprofloxacin (5), gentamicin (10), kanamycin
(30), nalidixic acid (30), neomycin (30), nitrofurantoin
(100), streptomycin (10), sulfisoxazole (1000), sulfameth-
oxazole + trimethoprim (23.75/1.25), trimethoprim (5) and
tetracycline (30). The interpretation of the categories of
susceptible, intermediate or resistant was based on the
CLSI guidelines [26]. For the purpose of analysis, all read-
ings classified as intermediate were considered as resistant
unless indicated.

E. coli ATCC 25922 was used as a quality control
organism.

Statistical analysis

The data analysis method that fits to survey data as it is
implemented in STATA version 12 was used to estimate
prevalence of Salmonella and to investigate its associ-
ation with pre-specified background characteristics. In
animal level analysis, the probability of selecting a given
animal from a given herd was considered as a weighting
variable. Animal level prevalence of Salmonella was cal-
culated as the weighted percentage of Salmonella culture-
positive fecal samples among the total number of animals
examined. Herd level prevalence of Salmonella was calcu-
lated as the percentage of herds with one or more
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Salmonella culture-positive fecal samples among the total
number of herds sampled. Association of weighted animal
level prevalence and selected background characteristics
was assessed using pearson chi-square within survey com-
mand of STATA software. Association of herd level Sal-
monella positivity and pre-specified characteristics was
assessed using pearson chi-square. The difference between
mean numbers of antimicrobials to which isolates were
resistant was compared using a student t-test. Results
were reported as being statistically significant whenever
the p-value was less than 0.05.

Ethics statement

Ethical clearance for the study was obtained from the
National Research Ethics Review Committee, Ethiopia.
Informed oral consent was obtained from the farm
owners at the time of sample collection.

Results

Prevalence and risk factors

Weighted animal level Salmonella prevalence was 2.3 %
and at least one Salmonella positive animal was detected
in 7.6 % (10/132) of the herds examined. There was no
significant difference in prevalence of Salmonella be-
tween male and female animals. Significant difference in
the prevalence of Salmonella was observed across differ-
ent age groups (p =0.023) and the largest was observed
in cattle less than 6 months old. Similarly, animal level
prevalence of Salmonella among study sites was signifi-
cantly different (p <0.001): highest prevalence was 5 %
in Adaa followed by 4.2 % in Addis Ababa and 2.0 % in
Sebeta (Table 1). However, herd level prevalence of Sal-
monella was not significantly different among study sites
(Table 2). Diarrhea was detected in 34 of 1203 animals.
Three of the diarrheic animals were positive for Salmon-
ella whereas 27 out of 1169 non-diarrheic animals were
positive for Salmonella. These 3 Salmonella positive
diarrheic animals were a 2 week old calf infected with
S.Typhimurium var. Copenhagen on a farm in Adaa
district, a 3 month old calf infected with S. kentucky in
Addis Ababa and a 6 year old cow infected with S.
Dublin in the Sebeta district. Detection of diarrhea in
an animal was significantly associated with animal
level Salmonella carriage (p =0.012) (Table 1). Detec-
tion of diarrhea in one or more animals in a farm was
also significantly associated with herd level prevalence
of Salmonella (p <0.001) (Table 2). Out of 255 fecal
samples collected from 24 diarrheic herds, 22 were
positive for Salmonella whereas, only 8 of the 948
fecal samples collected from 108 non-diarrheic herds
were positive for Salmonella. Six of 24 (25 %) of diar-
rheic herds were positive for Salmonella while only 4
of 108 (3.7 %) of non-diarrheic herds were positive
for Salmonella (p <0.001).
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Table 1 Animal level prevalence of Salmonella and its unadjusted association with selected characteristics
Characteristics Categories Number Weighted “percent positive for Salmonella p-value
Sex Male 101 14 0483
Female 1102 24
Age <6 month 280 45 0.023
6 months-2 years 162 0.0
2 years-5 years 143 29
5 years-8 years 496 1.6
28 years 122 2.5
Study site Sebeta 141 20 <0.001
Addis Ababa 319 4.2
Adaa 184 50
Barake 151 04
Welmera 195 0.0
Sululta 213 0.2
Herd Size Small [5-20) 480 18 0117
Medium [20-50) 369 2.1
Large [50+ 354 43
Have diarrhoea No 1169 2.1 0012
Yes 34 94
Overall 1203 23

*The result was weighted by the probability of selecting animals from its respective farm

There was no significant difference in animal level
prevalence of Salmonella among animals from farms
of different herd size (p =0.117) (Table 1). However,
herd level prevalence of Salmonella was significantly
higher in farms with large herd size (p=0.047)
(Table 2). All 30 Salmonella isolates were obtained
from herds that were kept completely indoors, while
none was recovered from farms that allowed their

animals to graze outside occasionally or those where
cattle were totally outdoors.

Salmonella serotype distribution

Nine different serotypes were identified (Table 3). S.
Typhimurium, grouped with its variant S. Typhimurium
var. Copenhagen, was the most common (7/30, 23.3 %)
and was isolated from seven animals on three farms in

Table 2 Herd level prevalence of Salmonella and its unadjusted association with selected farm level characteristics

Characteristics Categories Number of farms studied Percent positive for Salmonella p-value
Study site Sebeta 20 50 0372
Addis Ababa 38 132
Adaa 12 16.7
Barake 19 53
Welmera 18 0.0
Sululta 25 40
Herd Size Small [5-20) 79 38 0.047
Medium [20-50) 33 9.1
Large [50+ 20 200
Farm diarrhoea status Diarrheic 24 250 <0.001
Non-diarrheic 108 37
Overall 132 76




Table 3 Salmonella serotype distribution and number and percent of intermediate and resistant isolates to antimicrobial agents

Serotype Number  No. of intermediately resistant and resistant isolates

Amp Amc cf Cip Gm K Tmp Te Su S Nitro Na N

I R R I R R [ R R I R I R R I R [ R [ R \ R
Aberdeen 1 - - - - - - 1 - - - 1 - - - 1 - 1 - 1 - - 1 1 - 1 -
Dublin 3 - - - 2 - - - - - - - - - - - 1 - 3 - - - - - - -
1:6,7,14:=Iw 1 - 1 - 1 - 1 1 - - - - - - - 1 - - - 1 - - 1 1 - - -
Kentucky 5 - 5 2 3 - 5 - 5 - 5 4 - = 1 - 5 - 5 - 5 4 1 - 5 - 2
LivingstoneVar.14+ 1 - - - - - - 1 - - - - - - - - - - - - - - - - 1 - -
Mikawasima 1 - - - - - - - - - - - - - - - - 1 - - 1 - - - - -
Saintpaul 6 1 - - - 1 - - - - - 4 - - - 4 - 3 2 5 1 2 3 - - 3 -
Typhimurium 7 - - - 2 - - - - - 3 - - - 4 - 3 - 7 - 1 1 1 - 1 -
Virchow 5 - 3 3 - - 3 1 - 1 1 1 - - - - 1 1 1 1 2 1 3 - 2 - -
Total 30 1 9 5 4 5 9 4 5 1 6 13 - - - 10 6 10 8 18 8 9 10 3 8 5 2
% R 33 30 167 133 167 30 133 167 33 20 433 - - 33 333 20 333 267 60 267 30 333 10 267 167 67
% (I+R) 333 30 46.7 30 233 433 33 533 60 86.7 63.3 36.7 233

Since all isolates were susceptible to Amikacin, Chloramphenicol, Cefoxitin, Ceftriaxone and Sulfamethoxazole + Trimethoprim, they were not included in the table

Amp Ampicillin, Amc Amoxicillin and clavulanic acid, Cf Cephalothin, Cip Ciprofloxacin, Gm Gentamicin, K Kanamycin, Tmp Trimethoprim, Te Tetracycline, Su Sulfisoxazole, S Streptomycin, Nitro Nitrofurantoin, Na

Nalidixic acid, N Neomycin, / Intermediate, R Resistant

0791 (9107) Abojoiqoniy DG v 12 3jenb3

L1 jJo 9 abed
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three study sites (Adaa, Sululta and Barake districts). S.
Saintpaul (6, 20 %) was isolated only from a single farm
in the Adaa district, S. Kentucky (5, 16.7 %), and S. Vir-
chow (5, 16.7 %) were isolated from five animals each in
two different farms in Addis Ababa, while S. Dublin (3,
10 %) and one isolate (1, 3.3 %) of S. Livingstone var.14
+, S. L. 6, 7, 14:-: Iw, S. Mikawasima and S. Aberdeen
were isolated from one animal on five different farms.
Two different serotypes were isolated from two farms in
the present study (Table 4).

Antimicrobial resistance

The common antimicrobials used in the farms were oxy-
tetracycline, penicillin + streptomycin, and sulfonamide
in 94.6, 81.8 and 13.6 % of the farms, respectively. Re-
sistance patterns of the isolates are shown in Table 4. All
isolates were resistant to at least one of the 18 antimi-
crobials tested. Twenty-six (86.7 %), 19 (63.3 %), 18
(60 %), 16 (53.3 %) of the isolates were resistant to
streptomycin, nitrofurantoin, sulfisoxazole and tetracyc-
line, respectively. Resistance to two or more antimicro-
bials was recorded in 90 % of the isolates, while
resistance to 3 or more antimicrobials was detected in
21 (70 %) of the isolates. MDR to 7 or more antimicro-
bials were detected in 11 (36.7 %) of the isolates. The
five S. Kentucky isolates were resistant to 10-13 antimi-
crobials (Table 4). One isolate (S. Kentucky) from a farm
in Addis Ababa was resistant to 13 out of 18 antimicro-
bials tested. All isolates were susceptible to amikacin,
chloramphenicol, cefoxitin, ceftriaxone and sulfameth-
oxazole + trimethoprim.

There was a statistically significant difference in the
rate of occurrence of MDR between isolates obtained
from dairy farms in Addis Ababa and outside of the city
limits of Addis Ababa. The mean * standard error of
mean (SEM) number of antimicrobials to which isolates
obtained from Addis Ababa were resistant was 7.23 +
1.32, while isolates obtained outside of Addis Ababa
were resistant to 4+ 0.62 antimicrobials (p =0.01). Re-
sistance to first line antimicrobial agents in human
medicine for treatment of Salmonella like beta-lactam
and quinolones was also more common in isolates ob-
tained from Addis Ababa. The extent of MDR varied
with the serotype, as the overall MDR was more com-
mon in S. Kentucky, S. Virchow and S. Saintpaul com-
pared to strains from other serotypes. Interestingly, all of
the 5 Kentucky strains were resistant to nalidixic acid
and ciprofloxacin (Table 4).

Discussion

Food animals are the primary sources for transmitting
non-typhoidal Salmonella to humans [27]. Outbreaks of
salmonellosis in humans has been linked to improperly
pasteurized dairy products, undercooked beef, water
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runoff from farms, and direct animal or fecal contact
[28]. In the current study, farm level prevalence of Sal-
monella was 7.6 % and individual animal level preva-
lence was 2.3 %, which is much lower than the previous
studies in the USA, where 31 % of dairy farms had at
least one cow shedding Salmonella in feces and 7.3 % of
individual animals were shedding [29]. It is also much
lower than a previous study conducted in Addis Ababa
[15] that reported farm level fecal prevalence of 47.8 %
and individual animal level prevalence of 7.7 %. A study
on slaughtered cattle in Addis Ababa recovered Salmon-
ella from 7.1 % of apparently healthy animals [30]. Re-
cent study in Jordan showed 23 % and 4 % of herd level
and individual animal level prevalence of Salmonella in
dairy farms, respectively, which is also higher than our
finding [31]. This difference could be due to differences
in the Salmonella isolation protocol employed in each
study, seasonal variation in Salmonella shedding of ani-
mals as well as other factors such as herd size and age
composition [28, 29]. Most of the farms in the current
study had small herd size. Moreover, animals of all age
groups in the farm were sampled in the current study
unlike the other two studies [15, 29] which involved
only lactating cows.

This study also showed that Salmonella shedding was
common in farms that keep animals completely indoors
while none was detected in those that occasionally graze
outside or are totally outdoors. Similarly, higher preva-
lence of Salmonella was reported in swine kept indoors
than those kept outdoors [32]. This probably is due to
free cycling of Salmonella between animals in a limited
host environment once the pathogen gets access to the
farm in animals kept indoors. The fact that the use of
processed feed is more common in animals kept indoors
than those kept outdoors might also suggest the possibil-
ity of indoor kept animals being infected with Salmon-
ella from contaminated animal feed. A previous study
has also shown livestock waste generated by animals
consuming a diet principally composed of grass were
less likely to harbor Salmonella spp. [33].

In this study, the larger the herd size, the higher the
probability of having Salmonella positive animals in the
farm, which is in agreement with previous reports [34—
37]. This could be due to overcrowding of animals in
the larger herds, especially those housed indoors, in-
creasing animal to animal contact which enhances
transmission of pathogens within the herd. Moreover,
the larger the number of animals in the herd, the higher
the probability of having a few weak and stressed ani-
mals, which increases the likelihood of continuous
shedding of Salmonella from these cattle. Asymptom-
atic carrier cattle have been reported to shed Salmon-
ella for up to 18 months [38]. Additionally, in the
absence of mechanized feeding and milking systems in
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Table 4 Salmonella serotypes isolated from dairy cattle in various study sites and their antimicrobial resistance pattern

Number Study site Farm Serotype R-pattern
Code Intermediate Resistant
1 Adaa DzC -03 Aberdeen CipKTeSuSNaN NitroS
2 Adaa DzC -03 Saintpaul NitroSuS -
3 Adaa DZC -03 Saintpaul TeSuS Nitro
4 Adaa DzC -03 Saintpaul AmpCfKTeSNaN SuNitro
5 Adaa DzC -03 Saintpaul KTeN SuSNitro
6 Adaa DzC -03 Saintpaul KS -
7 Adaa DzC -03 Saintpaul NitroKTeSuSN
8 Adaa DZC-06 Typhimurium var. copehagen PT 193 CfKS -
9 Adaa DzC-06 Typhimurium var. copehagen PT 193 CfTeSuS -
10 Adaa DZC-06 Typhimurium var. copehagen PT U285 KTeSuSNitroNaN -
11 Adaa DZC-06 Typhimurium var. copehagen PT193 TeS -
12 Addis Ababa AAC-25 1:6,7, 141w CipTeSNa AmpAmcCtNitro
13 Addis Ababa AAC-38 Kentucky KNitro AmpAmMcCfCipGmTeSuSNa
14 Addis Ababa AAC-25 Kentucky Nitro AmpAmMcCfCipGmTeSuSNa
15 Addis Ababa AAC-38 Kentucky KNitro AmpAmMcCfCipGmTeSuSNa
16 Addis Ababa AAC-38 Kentucky AmcKNitro AmpCfCipGmTeSuSNaN
17 Addis Ababa AAC-38 Kentucky AmcK AmpCfCipGmTmpTeSuSNitroNaN
18 Addis Ababa AAC-25 Livingstone Var.14+ Cip Na
19 Addis Ababa AAC-09 Mikawasima SuNitro -
20 Addis Ababa AAC-23 Virchow Amc AmpCf
21 Addis Ababa AAC-23 Virchow AmcK AmpCfCipGmTeSuSNitroNa
22 Addis Ababa AAC-23 Virchow AmcSu AmpCfSNitroNa
23 Addis Ababa AAC-23 Virchow GmSNitro -
24 Addis Ababa AAC-24 Virchow - Nitro
25 Barake BAR- 18 Typhimurium PT Atypical KSuS Nitro
26 Barake BAR- 18 Typhimurium PT 67 S -
27 Sebeta SC-04 Dublin CfS -
28 Sebeta SC-04 Dublin CfSuS -
29 Sebeta SC-04 Dublin S -
30 Sululta Suc-07 Typhimurium var. copehagen PT Atypical TeS -

PT Phagetype, Amp Ampicillin, Amc Amoxicillin and clavulanic acid, Cf Cephalothin, Cip Ciprofloxacin, Gm Gentamicin, K Kanamycin, Tmp Trimethoprim, Te
Tetracycline, Su Sulfisoxazole, S Streptomycin, Nitro Nitrofurantoin, Na Nalidixic acid, N Neomycin

Ethiopia, several animal attendants are involved in daily
activities of the large farms with the possibility of serv-
ing as a source of dissemination among individual ani-
mals in a farm. Contrary to the above findings, another
study has reported that there is no association of herd
size and Salmonella shedding [29].

The strong association of individual animal and herd
level prevalence of Salmonella with detection of diarrhea
in one or more animals suggests that Salmonella is one
of the causes of diarrhea in dairy cattle in the study popu-
lation. Detection of more Salmonella from diarrheic as
well as non-diarrheic cattle in farms with one or more
diarrheic animal in the herd might be due to the presence

of carrier animals shedding Salmonella to other animals
without showing clinical manifestations post infection or
after recovery from clinical salmonellosis [39].

The higher Salmonella recovery rate in young animals
in the current study is presumably due to the lack of an
adequate adaptive immune response in the young calves
compared to adult animals. Also, co-infection with mul-
tiple enteric pathogens is common in calves and may
compromise their immune system. In addition, relative
lack of protective microflora in calves may also predis-
pose them to pathogenic organisms [37]. A previous
study has similarly reported an inverse relationship of
calf age and the prevalence of Salmonella [40].
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The dominant serotypes isolated from dairy cattle in
the current study, S. Typhimurium, S. Saintpaul, S. Vir-
chow and S. Kentucky, are among the common causes
of non-typhoidal salmonellosis in humans [41-43].
There is no previous report in Ethiopia showing serotype
distribution of Salmonella in dairy cattle. The top three
serotypes in slaughtered cattle in Addis Ababa were S.
Mishmarhaemek, S. Typhimurium and S. Enteritidis [30].
In another study conducted in north Ethiopia in slaugh-
tered cattle, S. Typhimurium and S. Newport were the
two dominant serotypes recovered [44].

The observed high resistance to streptomycin and
tetracycline is not surprising since these antimicrobials
are commonly used in most of the farms for manage-
ment of bacterial infections. Similar high resistance rates
were reported to streptomycin (77 %) and tetracycline
(65.5 %) in Salmonella isolates obtained from different
food animals from Ethiopia [45]. Another study also re-
ported 75 and 46.9 % resistance to streptomycin and
tetracycline in Salmonella isolated from different food
items and personnel in Addis Ababa [46]. Though nitro-
furantoin and sulfonamide were less commonly used in
the farms during the study period, large proportion of
isolates were resistant to these agents. This is probably
due to the fact that these antimicrobials had been used
in the animal health sector for a long time in the coun-
try and Salmonella had already developed resistance. A
previous study conducted in Addis Ababa [15] showed
83 % of Salmonella isolates from dairy farms to be re-
sistant to 2 or more antimicrobials out of 10 antimicro-
bials tested. Unlike the previous study [15] that reported
100 % resistance to ampicillin, in the current study, only
33.3 % of the isolates exhibited resistance to ampicillin.
However, most of the isolates obtained from farms in
Addis Ababa were resistant to ampicillin.

Resistance to ciprofloxacin was not reported in the
previous study [15], but in the current study, 30 % of the
isolates were resistant to ciprofloxacin. Despite detection
of resistance to ciprofloxacin and nalidixic acid in the
current study, from our interview with farm owners dur-
ing sampling, none of the farms was using ciprofloxacin
or other quinolone antimicrobials to treat their dairy
cattle, and use of quinolones is not a regular practice in
veterinary medicine in Ethiopia. However, a similar high
percentage of resistance to ciprofloxacin was observed in
S. Kentucky isolates carrying Salmonella Genomic Island
K (SGI1-K) collected during 2000-2008 from meat of
swine, cattle and poultry [45]. Also, recently isolated S.
Kentucky strains from diarrheic patients in Addis Ababa
were resistant to several antimicrobials including cipro-
floxacin [47]. MDR S. Kentucky belonging to a single
clone resistant to quinolones and carrying SGI1-K has
been reported from European travelers returning from
different African and Asian countries [48]. This
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occurrence of MDR S. Kentucky in both humans and
animals in the region might be due to this specific clone
widely circulating in Africa.

The high MDR in Salmonella from dairy cattle is
alarming. The incidence of MDR in Salmonella has in-
creased in the last few decades globally [49]. Infection of
humans with MDR strains of Salmonella has been re-
ported to be associated with increased burden of mor-
bidity, extended hospitalization, increased risk of invasive
illness and increased mortality, compared to those in-
fected with susceptible strains [50-52]. In fact, the in-
crease in MDR observed in Salmonella isolates from dairy
farms in Addis Ababa compared to those out of Addis
Ababa could be due to greater availability of antimicrobial
agents and extensive use of antimicrobials in both animals
and humans, fostered by a highly populated city where an-
imals and humans live in close proximity.

Conclusion

The occurrence of MDR Salmonella serotypes that com-
monly cause human salmonellosis in dairy herds residing
in close proximity with human populations warrants the
need for strict biosecurity and intervention strategies to
control these Salmonella isolates in dairy farms and to
protect human and animal health. Paramount is the re-
sistance to ciprofloxacin, which is of great concern as
this antimicrobial is among the last options for treat-
ment of complicated non-typhoidal salmonellosis in
humans.
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Abstract

Background: Non-typhoidal Salmonella (NTS) is an important public health problem worldwide. Consumption of
animal-derived food products and direct and/or indirect contact with animals are the major routes of acquiring
infection with NTS. Published information, particularly on the serotype distribution of NTS among human patients
with gastroenteritis and associated risk factors, is scarce in Ethiopia. This study investigated the prevalence, risk
factors, serotype distribution and antimicrobial susceptibility of Salmonella species among diarrheic out-patients
attending health centers in Addis Ababa and patients with various gastrointestinal complaints at Tikur Anbessa
Specialized Hospital (TASH).

Methods: Stool samples were cultured for Salmonella species according to the WHO Global Foodborne Infections
Network laboratory protocol. Salmonella serotyping was conducted using slide agglutination and microplate
agglutination techniques. Antibiotic susceptibility testing was performed using the disk diffusion method according
to Clinical and Laboratory Standards Institute guidelines.

Results: A total of 59 (6.2 %) stool samples, out of 957 were culture positive for Salmonella species. Fifty-five (7.2 %)
of 765 diarrheic patients from health centers and 4 (2.1 %) of 192 patients from TASH were culture positive for
Salmonella species. Multivariable logistic regression analysis after adjusting for all other variables revealed statistically
significant association of Salmonella infection with consumption of raw vegetables (OR=1.91, 95 % Cl = 1.29-2.83,
xz =474, p=0.025) and symptom of watery diarrhea (OR=3.3, 95 % Cl =1.23-8.88, Xz =10.54, p =0.005). Eleven
serotypes were detected, and the most prominent were S. Typhimurium (37.3 %), S. Virchow (34 %), and S.
Kottbus (10.2 %). Other serotypes were S. Miami, S. Kentucky, S. Newport, S. Enteritidis, S. Braenderup, S.
Saintpaul, S. Concord and S. V:ROUGH-O. Resistance to three or more antimicrobials was detected in 27

(40.3 %) of the isolates. Resistance to five or more antimicrobials was detected in 17 (25.4 %). Resistance

to individual antimicrobials was found at varying proportions: streptomycin (50; 74.6 %), nitrofurantoin (27; 40.3 %),
sulfisoxazole (26; 38.8 %), kanamycin (23; 34.3 %), cephalothin (12; 17.9 %), and ampicillin (11; 16.4 %) respectively. Two
S. Kentucky, one S. Typhimurium and one S. Concord isolates were multi-drug resistant to more than 10 antimicrobials.
(Continued on next page)
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Conclusions: The study demonstrated significant association of Salmonella infection with consumption of raw
vegetables. There was no significant association of Salmonella infection with co-occurring parasites. The study
also showed the dominance of S. Typhimurium and S. Virchow in primary health care units. Overall, prevalence of
MDR was low compared to previous studies. Although their proportion was low, S. Kentucky and S. Concord
demonstrated wider spectrum of MDR. Continuous monitoring of circulating serotypes, antimicrobial resistance
profile and characterization on molecular resistance determinants is essential for proper treatment of patients and
for identifying potential environmental origins of antimicrobial resistance.

Keywords: Non-typhoidal Salmonella, Antimicrobial resistance, Prevalence, Serotype

Background

Non-typhoidal Salmonella (NTS) is an important public
health problem worldwide. Globally, NTS is estimated to
be responsible for 93.8 million cases of gastroenteritis and
155,000 deaths annually [1]. Unlike typhoid fever, which is
mainly limited to developing countries, NTS occurs
worldwide. Despite global morbidity, mortality due to
NTS infection primarily occurs in the developing world
and is related to co-morbidities [2]. Consumption of
animal-derived food products and direct and/or indirect
contact with animals are the major routes of acquiring
infection with N'TS [3-6]. NTS can also be transmitted
from person to person or from contact with pets such as
cats, dogs, rodents, reptiles, or amphibians (3, 4, 7, 8]. Sev-
eral recent outbreaks have also been associated with con-
sumption of contaminated plant products such as sprouts,
tomatoes, fruits, peanuts, and spinach [9-11].

NTS usually causes self-limiting gastroenteritis charac-
terized by diarrhea, abdominal pain and vomiting in
people of all ages [12]. However, in children, the elderly
and immunocompromised patients, severe invasive dis-
ease with complicated extra-intestinal illness, bacteremia
and meningitis can be observed [7, 13]. Generally, anti-
biotic treatment is not necessary for NTS gastroenteritis
unless it is invasive salmonellosis or it affects immuno-
compromised patients [14, 15]. Chemotherapy is be-
lieved to prolong the duration of shedding of bacteria
and contribute to the development of antimicrobial
resistance [16].

The relative importance of major etiologic agents re-
sponsible for diarrhea is not well established in Ethiopia.
A few studies conducted in different parts of the country
have shown that Campylobacter, Salmonella, Shigella
and rotavirus are some of the major bacterial and viral
pathogens isolated from stool of diarrheic patients, most
of them children under 5 years of age [17-20].

Globally, the incidence of Salmonella infection associ-
ated with multi-drug resistance (MDR) has increased in
the last few decades [21-23]. In Ethiopia, although there
are a few studies on prevalence of Salmonella and anti-
microbial susceptibility in humans, animals, and food of
animal origin, there is no integrated surveillance and

monitoring to establish the major serotypes responsible
for non-typhoidal salmonellosis in humans and the asso-
ciated risk factors. Moreover, most of the studies con-
ducted in humans involved pediatric diarrheic patients
and the isolates recovered from these patients were not
sereotyped [24, 25]. Those that conducted serotyping
indicated that Salmonella enterica subspecies enterica
serovar Concord (S. Concord) and Salmonella enterica
subspecies enterica serovar Typhimurium (S. Typhimur-
ium) were the dominant NTS serotypes isolated from
patients with diarrheal illness in Ethiopia [20, 26].

Information on Salmonella serotypes circulating in a
given geographic area and their antimicrobial suscepti-
bility is essential for designing appropriate intervention
strategy since the outcome of infection varies with sero-
types involved and their antimicrobial resistance profile.
The objectives of the current study were therefore to
investigate the prevalence, serotype distribution and anti-
microbial resistance pattern of NTS species among diar-
rheic patients in 10 primary health centers in Addis
Ababa. In addition, patients with gastrointestinal com-
plaints who submitted stool samples to Tikur Anbessa
Specialized Hospital (TASH) for bacterial culturing, diag-
nosis of gastrointestinal parasites and detection of Helico-
bacter pylori antigen were also included in the study.
TASH is national referral hospital giving services mainly
to patients from all sub-cities in Addis Ababa and those
from outside Addis Ababa. Various patient related vari-
ables such as consumption of raw meat, milk and vegeta-
bles; patients demographic data; stool consistency; and the
occurrence of other pathogens were recorded to analyze
for possible association with Salmonella isolation.

Methods

Study design and area

A cross-sectional study was conducted in Addis Ababa,
Ethiopia, from May 2013 to January 2014. Addis Ababa
is organized under 10 sub-cities and there are 36
government-owned primary health centers in the city.
Ten representative government-owned health centers
were randomly selected, one from each sub-city. In
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addition, patients with various gastrointestinal com-
plaints at TASH were also included.

Sample size determination and study subjects

Sample size (n =576) was calculated based on the previ-
ous baseline study in Addis Ababa, with a prevalence of
6.4 % [25] using the formula (Z0/2)/A)2p(1-p) at 95 %
CIL, margin of error of 2 %. However, to increase the
number of isolates, a total of 765 patients from health
centers were included. From each health center, a mini-
mum of 71 and a maximum of 82 diarrheic patients of
any age referred for laboratory diagnosis based on stool
examination were recruited (#=765). Diarrhea was
defined as the passage of three or more loose or liquid
stools per day [27]. In addition, 192 patients who pre-
sented with various gastrointestinal complaints (diar-
rhea, abdominal pain and gastritis) and submitted stool
samples to the parasitology and microbiology laboratory
at TASH were also included. Only 98 (51 %) of the 192
stool samples from TASH were diarrheic.

Patients’ history, demographic and laboratory data
Information on various potential risk factors was col-
lected including patients’ history such as consumption
of raw meat, milk and vegetables during the last
2 weeks by interviewing the patients during sample
collection from health centers. All demographic, clin-
ical and laboratory data obtained from study partici-
pants at health facilities such as stool consistency and
laboratory examination results of stool specimens for
other pathogens were recorded. The stool consistency
was determined in the health center and hospital
laboratories immediately after samples were received
according to the Bristol stool consistency scale (type
5, 6 and 7) defined as loose, mucoid and watery, re-
spectively [28]. Analysis for association of Salmonella
infection status and various risk factors was conducted
only for patients from health centers.

Sample collection, handling and transportation

Stool samples were collected from each study participants
in clean screw capped plastic containers and transported
to the microbiology laboratory of Aklilu Lemma Institute
of Pathobiology (ALIPB) in ice box within 3—4 h of collec-
tion for culture and identification of Salmonella species.
Sampling was first conducted from the 10 health centers
sequentially and finally from TASH.

Microscopic examination of stool specimens

Direct microscopic stool examination was performed for
detection of ova and parasites by laboratory technicians
in health centers and hospital laboratories where the
samples were collected immediately prior to transporta-
tion to ALIPB and the laboratory result was recorded.
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Culture and identification of Salmonella species

Isolation and identification of Salmonella species was con-
ducted according to World Health Organization (WHO)
Global Foodborne Infections Network laboratory protocol
[29]. Briefly, 5 g of feces was suspended in 45 ml of buff-
ered peptone water and incubated for 24 h at 37 °C. One
hundred pl of this suspension was transferred to 10 ml of
Rappaport-Vassiliadis enrichment Broth (RVB), (Oxoid,
USA) and incubated for 24 h at 37 °C. One ml of suspen-
sion was also transferred to 10 ml of Tetrathionate broth
(Oxoid, USA) and incubated for 24 h at 42 °C. The sample
from these two broths was streaked on to Xylose Lysine
tergitol 4 (XLT-4) selective media and the plates were
incubated at 37 °C for 24 h. Presumptive Salmonella col-
onies were then further investigated biochemically using
Triple Sugar Iron (TSI) agar, Urea, Citrate and Lysine Iron
Agar (LIA) slants. Those colonies with typical Salmonella
biochemical properties were then further confirmed by
genus specific PCR [30]. Salmonella recovered from both
RVB and TTB of a single patient were first considered as
different strains until the isolates were tested for anti-
microbial susceptibility. When differences in antimicrobial
susceptibility were observed, both isolates were considered
as different strains. On the other hand, if the isolates
showed similar susceptibility pattern, only one isolate was
considered for further analysis.

Salmonella serotyping and phage typing

Salmonella isolates were serotyped and phage-typed at
the Public Health Agency of Canada, World Organization
for Animal Health (OIE) Reference Laboratory for
Salmonellosis, Guelph, Ontario, Canada. Briefly, the
somatic (O) antigens were determined by slide agglu-
tination tests [31] and flagellar antigens were deter-
mined using a microplate agglutination technique
[32]. The antigenic formulae of Grimont [33] were
used to identify and assign the serotypes of the iso-
lates. Phage typing of S.Typhimurium isolates was
performed by the methods developed by Callow [34]
and extended by Anderson et al. [35] with reference
phages obtained from the Public Health England,
Gastrointestinal Bacteria Reference Unit, Colindale,
England and the Public Health Agency of Canada,
National Laboratory for Enteric Pathogens, Winnipeg,
Canada. Salmonella isolates that reacted with the
phages but did not conform to any recognized phage
type were designated atypical (AT).

Antimicrobial susceptibility testing

Susceptibility of the isolates to a panel of 18 antimicro-
bials was determined using the Kirby-Bauer disk diffu-
sion method according to the guidelines of the Clinical
and Laboratory Standards Institute [36]. The following
antimicrobials (Sensi-Discs, Becton, Dickinson and
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Company, Loveton, USA) and disc potencies (pg) were
used: amikacin (30), amoxicillin + clavulanic acid (20/10),
ampicillin (10), cefoxitin (30), ceftriaxone (30), cephalo-
thin (30), chloramphenicol (30), ciprofloxacin (5), genta-
micin (10), kanamycin (30), nalidixic acid (30), neomycin
(30), nitrofurantoin (100), streptomycin (10), sulfisoxazole
(1000), sulfamethoxazole + trimethoprim  (23.75/1.25),
trimethoprim (5) and tetracycline (30). The interpretation
of the categories of susceptible, intermediate or resistant
was based on the CLSI guidelines [36] and for the purpose
of analysis, all readings classified as intermediate were
considered as resistant where necessary. Reference strain
of Escherichia coli ATCC 25922 was used as a quality
control.

Ethical consideration

The study protocol was ethically approved by the
Institutional Review Board of College of Health Sciences,
Addis Ababa University and National Research Ethics
Review Committee (Permit#3-10/474/05 dated 29-03-
2015). Individual oral informed consent was obtained
from all adult participants and the parents or guardians of
all children participated in the study.

Statistical analysis

Data was analyzed using STATA software version 11.
Prevalence of Salmonella was calculated as a percentage
of Salmonella culture-positive stool samples among the
total number of samples examined. Associations of puta-
tive risk factors as well as occurrence of protozoan path-
ogens with Salmonella infection in patients from health
centers were assessed using both univariable and multi-
variable logistic regression, accounting for clustering of
patients at the health center level by using cluster-robust
standard errors. The variables used in multivariable
logistic regression were sex, age, consumption of raw
(meat, milk, vegetables), stool consistency, vomiting, and
infection status with Entamoeba histolytica and Giardia
lamblia. Results were reported statistically significant
whenever the p-value was less than 5 %.

Results

Salmonella prevalence and association with patient
feeding habits and other factors

All Salmonella isolates recovered from a single pa-
tient from both RVB and TTB, though in some cases
(11.9 %), differed in antimicrobial resistance pattern;
they all belonged to a single serotype. Therefore, only
a single serotype per patient was considered for risk
factor analysis and serotype distribution analysis,
while all isolates (n=67) were considered for anti-
microbial resistance analysis. Seven hundred and
sixty-five diarrheic patients from health centers (329
male and 436 female) and 192 patients (101 male and
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89 female) from TASH were included in the study.
Fifty-five (7.2 %) and 4 (2.1 %) patients from health
centers and TASH were culture positive for Salmon-
ella, respectively. The overall prevalence of Salmon-
ella in the current study was 6.2 %. There was no
difference in prevalence of Salmonella between male
and female patients as well as among different age
groups (Tables 1 and 2). Among eating habits of
patients, 10.8 % of those consuming raw vegetables
were Salmonella culture positive, whereas only 6.1 %
of patients with no habit of eating raw vegetables
were positive for Salmonella. Multivariable logistic
regression analysis after adjusting for all pre-specified

Table 1 Frequency of Salmonella infection among diarrheic
out-patients attending health centers in Addis Ababa with
respect to selected factors

Factor Total No (%) P-value
Salmonella
positive

Sex
Male 329 24(7.3) 092
Female 436 31(7.1)

Consumption of raw meat
No 622 44(7.1) 0.80
Yes 143 11(7.7)

Consumption of raw milk
No 720 51(7.1) 0.19
Yes 45 4(8.9)

Consumption of raw vegetables
No 571 34(6.0) 0.025
Yes 194 21(10.8)

Vomiting
No 714 51(7.1) 0.85
Yes 51 4(7.8)

Age
0-5 years 160 10(6.3)
6-18 years 171 12(7.0) 0.77
19-45 359 27(7.5)
>45 75 6(8)

Stool consistency
Mucoid 283 10(3.5)
Loose 117 9(7.7) 0.005
Watery 365 36(9.9)

Entamoeba histolytica infection
Positive 145 14(9.7) 0.058
Negative 620 41(6.6)

Giardia lamblia infection
Positive 62 3(4.8) 0.46
Negative 703 52(74)
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Table 2 Association of selected risk factors with Salmonella
infection in diarrheic out-patients in Addis Ababa health centers

Variable Crude odds Adjusted odds
Ratio and 95 % Ratio and 95 %
confidence interval confidence interval
Sex
Male 1.03 061-1.74 1.02 0.57-1.85
Female

Consumption of raw meat
No 1.1 0.58-2.08 0.86 0.55-1.36
Yes

Consumption of raw milk
No 1.28 053-301 129 0.51-3.26
Yes

Consumption of raw vegetable
No 1.92 1.36-2.70 191 1.29-2.83
Yes

Vomiting
No 1.11 037-332 093 0.34-2.52
Yes

Age
0-5 years
6-18 years 1.14 041-3.13 103 0.38-2.81
19-45 1.22 053-281 1.02 044-235
>45 132 032-557 127 0.33-4.93

Stool consistency

Mucoid
Loose 2.28 090-5.76 233 091-597
Watery 299 123-727 305 1.22-7.60
Entamoeba histolytica infection
Positive 1.85 0.84-4.08 1.77 0.85-3.67
Negative
Giardia lamblia infection
Positive 0.64 025-160 0.64 0.26-1.56
Negative

variables revealed statistically significant association of
Salmonella infection status with consumption of raw
vegetables (OR=1.91, 95 % CI=1.29-2.83, x*=4.74,
p =0.025) (Table 2).

Although there was variability in the detection rate
of Salmonella from patients attending different health
centers, the difference was not statistically significant
(p=0.29) (Fig. 1). Having watery diarrhea (9.8 %) was
significantly associated with Salmonella recovery com-
pared to mucoid (7.7 %) and loose stool (3.5 %) using
multivariable logistic regression analysis after adjusting for
the other variables (OR=3.3, 95 % CI=1.23-8.88, X° =
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Fig. 1 Prevalence of Salmonella among out-patients attending
primary health centers in Addis Ababa

10.54, p = 0.005). Comparison of patients with symptoms of
vomiting to those with no vomiting revealed no significant
difference in Salmonella culture-positivity (Tables 1 and 2).

Prevalence of ova and parasites and concomitant
infection with Salmonella

The most common pathogens detected were Entamoeba
histolytica (19 %), Giardia lamblia (8.1 %), egg of Hyme-
nolepis nanna (0.9 %) and egg/larvae of Strongyloides
stercoralis (0.7 %) among patients from health centers,
whereas only E. histolytica (0.5 %), G. lambia (4.3 %),
and egg of Tanea species (1.1 %) were detected in pa-
tients from TASH (Table 3). Although Salmonella was
commonly detected in patients positive for E. histolytica
(9.7 %) compared to negative ones (6.6 %) Salmonella
infection was not significantly associated with any of the
parasites (Table 2).

Table 3 Common pathogens detected from stool samples of
the study participants

Health Centers TASH
Pathogen infection Number  Number *Number  Number
status examined (%) positive examined (%) positive
Entamoeba histolytica 765 145(19) 188 1(0.5)
Giardia lamblia 765 62(8.1) 188 8(4.3)
Hymenolepis nanna 765 7(0.9) 188 0(0)
Strongloid worm/eggs 765 5(0.7) 188 0(0)
Hook worm 765 3(04) 188 0(0)
Ascaris egg 765 2(0.3) 188 0(0)
Eggs of Tanea 765 0(0) 188 2011

?Only 188 of 192 samples at TASH were examined for ova and parasites



Eguale et al. BMC Infectious Diseases (2015) 15:497

Page 6 of 9

Table 4 Relative proportion of Salmonella serotypes isolated from diarrheic patients in Addis Ababa and their resistance profile

Serotype No. An Amp Amc C Cro (f Cp Fox Gm K Sxt Tmp Te Su S Nitro  Na N
Braenderup 1 0 0 0 0 0 0 0 0 0 0 0 0 0 1 1 0 0 0
Concord 1 0 1 1 T 1 1 0 1 1 1 1 1 0 1 1 1 0 0
Enteritidis 1 0 0 0 0 0 0 0 0 0 1 0 0 0 0 1 1 1 1
Kentucky 2 0 2 2 0 0 2 2 1 2 2 0 0 2 2 2 0 2 1
Kottbus 7 0 0 0 0 0 0 1 0 1 3 0 0 1 4 7 2 1 2
Miami 3 0 0 0 0 0 0 0 0 0 1 0 0 0 0 3 2 0 0
Newport 2 0 0 0 0 0 0 0 0 0 1 1 1 0 0 1 0 1 0
Sainpaul 1 0 0 0 0 0 1 0 0 0 1 0 0 0 1 1 0 0 1
Typhimurium 27 0 6 4 0 1 6 0 0 0 [§ 1 1 3 13 18 9 1 1
V:ROUGH-O;=- 1 0 1 0 0 0 1 0 0 0 1 0 0 0 0 1 1 0 0
Virchow 21 0 1 1 1T 0 1 0 0 1 6 0 0 3 4 14 1 10 3
Total 67 0 11 8 2 2 12 3 2 5 23 3 3 9 26 50 27 16 9
(%) 100 0 %64 119 3 3 179 45 3 75 343 45 45 134 389 746 403 239 134
An amikacin, Amp ampicillin, Amc amoxicillin and clavulanic acid, Cf cephalothin, C, chloramphenicol, Cro ceftriaxone, Cip ciprofloxacin, Gm gentamicin, K
kanamycin, Tmp trimethoprim, Sxt sulfamethoxazole + trimethoprim, Te tetracycline, Su-sulfisoxazole, Nitro nitrofurantoin, Na- nalidixic acid, N neomycin
Salmonella Serotype distribution single antimicrobial agent: streptomycin (1 =11)

Overall, 11 different serotypes were recovered, of
which the majority were S. Typhimurium (22, 37.3 %)
followed by S. Virchow (20, 33.9 %) and S. Kottbus (6,
10.2 %). Other serotypes such as S. Miami (n=2), S.
Kentucky (n =2), S. Newport (n =2), S. Enteritidis (n = 1),
S. Braenderup (n=1), S. Saintpaul (n=1), S. Concord
(n=1), and S. V: ROUGH-O; - :- (n=1) were also
identified (Table 4).

Antimicrobial Susceptibility

At least one isolate was resistant to all tested antimicrobial
agents except amikacin to which all isolates were suscep-
tible. Fifty (74.6 %), 27 (40.3 %), 26 (38.8 %), 23 (34.3 %),
12 (17.9 %), and 11 (16.4 %) of the isolates were resistant
to streptomycin, nitrofurantoin, sulfisoxazole, kanamycin,
cefalothin, and ampicillin, respectively (Table 4). Nine
(13.4 %) of the isolates were pan-susceptible to 18 antimi-
crobials tested. Six of these isolates were S. Typhimurium,
while the remaining 3 were S. Virchow. Resistance to 2 or
more antimicrobials was recorded in 64.2 % of the isolates,
while resistance to 3 or more antimicrobials was de-
tected in 40.3 % of the total isolates. MDR to 5 or more
antimicrobials was detected in 17 (25.4 %) of the iso-
lates. Two strains of S. Kentucky isolated from patients
in two different health centers were resistant to 11 anti-
microbials. Likewise, one S. Typhimurium phagetype
193 and one S. Concord recovered from two diarrheic
children at TASH were resistant to 12 and 13 antimi-
crobials tested, respectively. In general, 36 different re-
sistance patterns (R-Pattern) were detected among the
67 isolates examined which is an indication of pheno-
typic diversity of Salmonella strains circulating in the
study area. The dominant R-pattern was resistance to a

followed by resistance to both streptomycin and nitro-
furantoin (6 isolates) (Additional file 1: Table S1).

Association between serotype and antimicrobial
resistance

Different serotypes appeared to exhibit differential resist-
ance to some of the antimicrobials tested. For instance,
resistance to ampicillin was noted in strains belonging to
S. Concord, S. Kentucky, S. Typhimurium, S. V: ROUGH-
O;-: and S. Virchow; while S. Kentucky and S. Kottbus
were the only serotypes resistant to ciprofloxacin. In other
cases, resistance to streptomycin was common among the
serotypes (Table 4).

Discussion
In the current study, 7.2 % of patients from the health
centers and 2.1 % from TASH were culture positive for
Salmonella species. The possible explanation for low
prevalence of Salmonella in patients at TASH could be
due to health center treated patient referral to this hos-
pital or because not all of the stool samples collected at
TASH were from diarrheic patients. The observed
heterogeneity of Salmonella infection across health cen-
ters goes with the known hygienic levels of residential
areas served by these health centers. Addis Ketema and
Arada health centers are located at the center of the old
Addis Ababa with larger human population and lots of
slum areas with poor hygiene compared to Kolfe Keranyo
and Gulele health centers, which are located at periphery
of the city with relatively better hygienic condition.

The overall prevalence of Salmonella (6.2 %) in the
current study is in agreement with previous studies in
Addis Ababa (5.3 %) [20] and Jimma hospitals (6.2 %)
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[37] in pediatric patients. Previous studies in Addis
Ababa in adult diarrheic out-patients showed a preva-
lence of 4.5 % [24] and 6.4 % [25]. Systematic review and
meta-analysis of published works in Ethiopia over the
period of 38 years has also shown a prevalence of 8.7 %
in diarrheic children and 5.7 % in diarrheic adults [38].

Salmonella detection was more common in patients
who consume raw vegetables. This suggests that raw
vegetables could be one of the major vehicles for Sal-
monella infection in Addis Ababa. The common vegeta-
bles consumed by these patients were lettuce, tomatoes
and green peppers. An accumulating body of evidence
indicates that vegetables sold in markets could possibly be
contaminated with Salmonella species. Indeed, studies
conducted in Addis Ababa [39], Jimma (South—west
Ethiopia) [40] and Mexico [41] showed that an appreciable
percentage of vegetables sold in the respective markets
are contaminated with Salmonella species. The use of
fecally contaminated water for irrigation and washing
of fresh produces can serve as a source of Salmonella
contamination for raw vegetables in addition to cross-
contamination in the kitchen [42]. More recently, Salmon-
ella has been shown to colonize and be internalized into
tomato during pre—and post—harvesting stages [43].
Special attention should, therefore, be paid to redu-
cing the risk of infection of the public with Salmonella
from raw vegetables. Appropriate pre—and post—har-
vest strategies of reducing contamination of vegetables
by Salmonella and other enteric pathogens should be
implemented.

The dominant pathogens other than Salmonella de-
tected in the current study were E. histolytica followed
by G. lamblia. However, no significant association of
co-occurrence of parasites with Salmonella infection
was detected.

S. Typhimurium followed by S. Virchow and S. Kottubus
were the dominant serotypes in the current study un-
like the reports by Beyene et al. [20] and Gebre-
Yohannes et al. [44] where the dominant serotypes
among NTS isolates were S. Concord followed by S.
Typhimurium. In the present study, only one S. Con-
cord was isolated from a one year old child at TASH.
The difference between the studies could be attributed
to differences in patient demography, season and place
of collection. Furthermore, differences in dynamics of
the sources of infection might have contributed to
dominance of different serotypes in the respective stud-
ies. A previous study has shown that the epidemiology
of NTS is characterized by the temporal dominance of
certain successful clones followed by a decline and re-
placement with another clone [45]. The dominance of
S. Typhimurium in the current study is in agreement
with studies conducted in other sub-Saharan African
countries including Kenya [46] and Congo [47].
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Overall, rate of antimicrobial resistance is low in the
current study compared to previous investigations. For
instance Beyene et al. [20] reported 82.3 % resistance to
ampicillin and 782 % to ceftriaxone, which is much
higher than the current finding of 16.4 % and 3 %,
respectively. Only 3 %, 7.5 %, 13.4 %, and 4.5 % of the
isolates were resistant to chloramphenicol, gentamicin,
tetracycline, and sulfamethoxazole + trimethoprim, re-
spectively in the current study, while 81.4 %, 74.3 %,
39.8 % and 80.5 % of the isolates were resistant to the
corresponding antibiotics, respectively, in the previously
mentioned study. A separate study reported 59.7 %,
32.3 %, 61.7 %, 29 %, and 51.6 % resistance to ampicillin,
cephalothin, chloramphenicol, tetracycline and Sxt, re-
spectively in NTS isolates recovered from hospitalized
patients at TASH in Addis Ababa [48]. The reason
behind this discrepancy could be differences in serotype
composition reported by the studies. As mentioned, the
dominant serotype in the study by Beyene et al. [20] was
S. Concord. However, only one isolate of this serotype
was recovered in the current study. Though S. Concord
was resistant to many antimicrobials in both studies,
its rarity in the present study might have contributed
to the relatively low levels of overall antimicrobial re-
sistance that was observed. Furthermore, the previous
studies were conducted in referral hospitals, where
patients are admitted after being treated in health
centers with various antimicrobials. Thus, patients
could have been infected by clonal epidemic MDR
strains of S. Concord or other serotypes. Some of the
infections in the previous reports also might have
been acquired from hospitals by MDR strains. Major-
ity of the isolates in the current study were, however,
collected from patients at primary health centers, with
minimized prior exposure to antimicrobials. The fact
that 2 of the 4 isolates from TSRH in the current
study were resistant to 11 and 13 antimicrobials sup-
ports this assertion. Similar decrease in prevalence of
resistance in NTS in rural district hospital has also
been reported from Kenya [49].

Although we have no data on the antimicrobial use
for diarrheic patients in the current study, the recent
standard treatment guideline prepared by Drug Admin-
istration and Control Authority of Ethiopia for severe
cases of infectious gastroenteritis including NTS rec-
ommends sulfamethoxazole + trimethoprim, ciprofloxa-
cin and chloramphenicol [50]. However, resistance to
these antimicrobials was low in Salmonella isolates in
the current study probably due to the fact that these
isolates were mainly obtained from patients attending
primary health centers and were not exposed to pro-
longed selective pressure of antimicrobials. Drugs like
streptomycin, nitrofurantoin, sulfonamides and ampicil-
lin have long been used for management of various
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infections in the country and high rate of resistance to
these drugs might have developed as a consequence of
this prolonged use.

Conclusions

There was no significant association of Salmonella in-
fection with co-occurring parasites but there was significant
association of Salmonella infection with consumption of
raw vegetables. The dominant NTS serotypes at the pri-
mary health care units in Addis Ababa were S. Typhimur-
ium, S. Virchow and S. Kottbus with variable antimicrobial
resistance phenotypes. Although their proportion was low,
S. Kentucky and S. Concord demonstrated extensive MDR.
Further characterization on molecular resistance determi-
nants and continuous monitoring of circulating serotypes
and antimicrobial resistance profile is recommended. As
the extent of MDR appears to be dependent on serotypes
involved, it is vital to have at least one national Salmonella
reference laboratory to conduct serotyping of Salmonella
isolates from all regions of Ethiopia.

Additional file

Additional file 1: Table S1. Resistance pattern of Salmonella serotypes
recovered from the study participants. (DOCX 15 kb)
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Compar ative phenotypic and genotypic characterization of temporally related non-
typhoidal Salmonellaisolated from humans and food animalsin central Ethiopia

Eguale T, Birungi J, Asrat D, NijahiraM, Nanal, Gebreyes WA, Gunn JS, Djikeng A.
Engidawork, E.

Abstract

Salmonella is one of the most commonly isolated pathogens and is consistently among the top cause of
foodborne bacterial illnesses. The primary sources of human non-typhoidal Salmonella (NTS) infection
are food producing animals such as cattle, poultry and swine. The objective of the current study was to
characterize and compare temporally and spatially related Salmonella isolates from humans and food
animals and to determine their phenotypic and genotypic relatedness. Isolation and identification of
Salmonella species was conducted according to WHO Global Foodborne Infections Network |aboratory
protocol. Salmonella serotyping was conducted using slide agglutination and microplate agglutination
techniques. Antibiotic susceptibility testing was performed using disk diffusion method according to
Clinical and Laboratory Standards Institute guidelines. Genotyping of Salmonella isolates was conducted
by pulsed field gel electrophoresis (PFGE) and multilocus sequence typing (MLST). The dominant
serovars frequently isolated from food animals and humans were STyphimurium, S Virchow, S
Kentucky and S. Saintpaul. Freguency of resistance to tetracycline, ampicillin and cephalothin in
Salmonella isolates from humans was relatively low compared to that seen in animals and the level of
MDR was significantly higher in Salmonella isolates obtained from slaughtered cattle, dairy cattle and
poultry compared to those obtained from Humans (p < 0.05). All S. Kentucky isolated from animals and
humans were MDR with shared resistance phenotype (AmpAmcCfCipGmTeSuSNa). MLST anaysis
snowed 3 novel alele types and 5 novel sequence types among 21 strains examined. Despite wide
diversity, PFGE analysis revealed clona or closely related genotypes of S. Virchow, S. Typhimurium, S.
Kentucky, S Braendurp and S. Miami circulating among humans and animals. Of particular concern is
isolation of clonally related MDR S. Kentucky from dairy, slaughtered cattle, poultry and humans, MDR
S Virchow from dairy cattle, saughtered cattle and humans. Detection of clonally related Salmonella
isolates from humans and animals, the high MDR status of isolates from animals, and close proximity of
farms and human residential area presents major public health problem. Therefore, integrated surveillance
of Salmonella serovars in humans and animals and implementation of appropriate pathogen control
strategy along critical pointsin food animal production from farm to bench is recommended.

Key words: Non-typhoidal Salmonella, resistance, serovar, genotyping
Introduction

Salmonella species are enteropathogenic bacteria capable of causing disease in a wide range of animals
and humans. It is one of the most common pathogens associated with food of animal origin and is
consistently at the top of the overall incidence of food-borne bacterial illnesses (Penteado and Leitao,
2004). The primary sources of human Salmonella infection are food-producing animals such as cattle,
poultry and swine, mainly via contamination of carcass with the gastrointestinal content during
daughtering (Kagambéga et a., 2013). The sources and transmission routes of Salmonella in developing
countries are poorly understood due to lack of coordinated national epidemiological surveillance systems
(Kagambega et d., 2013; Kariuki et al., 2006). As a result, the dominant serovars affecting humans and
the relative contribution of different food animals as a source of Salmonella infection to humans is not
clearly understood.



The development and accumulation of resistance to antimicrobias in foodborne pathogens are a major
threat to public health globally. Drug resistant microorganisms or drug resistance genetic materias
originating from food animals can reach humans through the environment, food products, and through
direct contact with animals (Van Boeckel et al., 2015). Resistance acquired by microorganisms in food
animals can directly be a threat to human health in case of zoonotic organisms such as Salmonella or can
horizontally transfer their resistance genetic determinants from commensal microorganisms to human
pathogens in gastrointestinal tract. Studies have shown strong association between the prevalence of
antimicrobial resistant bacteria in animals and in humans (Fey et a., 2000; Vieiraet a., 2011) as well as
increase in occurrence of drug resistant bacteria in humans post consumption of specific drugs in
livestock in the region (Hsueh et al., 2004). The levels of antimicrobial use in a population of food
animals has aso been shown to be correlated with the rate of occurrence of drug resistant microbes in
humans (Aarestrup, 2005; Chantziaras et a., 2014) as well as rate of occurrence of drug resistance to
commensal E. coli in animals (Chantziaras et a., 2014).

The global antimicrobial consumption in livestock in 2010 was estimated to be 63,151 tons and was
proposed to rise by 67% by 2030. Ethiopia was among the group of countries estimated to use 6-
7mg/Km? which was the fourth of ten category of antimicrobia consumption although the authors have
acknowledged high uncertainty in their model prediction for antimicrobial consumption for Ethiopia
(Van Boeckd et d., 2015). Although accurate data on the level of antimicrobial consumption in food
animals is not available in Ethiopia, severa reports have shown occurrence of MDR strains of NTS from
various food animals and food animal products (Alemu and Zewde, 2012; Eguale et a., 2014; Molla et
al., 2006).

Severa serovars of Salmonella have been reported in various food animals, food products and humans in
Ethiopia. In these isolates, a high level of drug resistance has been reported (Alemayehu et a., 2003;
Beyene et al., 2011; Mache A, 1997; Moalla et al., 2006). However, little is known on the phenotypic and
genotypic relatedness of Salmonella isolates from humans and animals. Characterization of temporally
and spatially related Salmonella serovars from humans and animals using phenotypic and genotypic
techniques could give important information on the source of dominant serovars causing human
salmonellosis among various food animals and could aso provide information on the common drug
resistance phenotypes shared among Salmonella isolates from humans and animals. The current study
therefore aimed to characterize Salmonella isolates from food animals (dairy cattle, slaughtered cattle,
poultry and swine) in Addis Ababa and nearby towns and those isolated from diarrheic clinical humans
patients in Addis Ababa collected at the same time. |solates were serotyped, phage typed, screened for
antimicrobial susceptibility and selected representative isolates were also genotyped using PFGE and
MLST.

Material and methods
Bacterial isolates

Salmonella isolates obtained from different sources (stool samples of diarrheic human patients, n= 68;
feces of food animals (dairy cattle, n =30; slaughtered cattle, n= 20; poultry, n =26; pig, n=8) were used
in the current study. Salmonella isolates were collected from April 2013 to March 2014. Isolation and
identification of Salmonella species was conducted according to WHO Global Foodborne Infections
Network Laboratory Protocol (WHO, 2010) and confirmed by genus specific PCR (Cohen et al., 1993).

Salmonella serotyping and phage typing

Salmonella isolates were serotyped and phage-typed at the Public Health Agency of Canada, World
Organization for Animal Health (OIE) Reference Laboratory for Salmonellosis, Guel ph, Ontario, Canada.
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Briefly, the somatic (O) antigens were determined by slide agglutination tests (Ewing, 1986) and flagellar
antigens were determined using a microplate agglutination technique (Shipp and Rowe, 1980). The
antigenic formulae of Grimont and Weill (2007) were used to identify and assign the serovars of the
isolates. Phage typing of STyphimurium isolates was performed by the methods developed by Callow
(1959) and extended by Anderson et al (1977) with reference phages obtained from the Public Hedlth
England, Gastrointestinal Bacteria Reference Unit, Colindale, England and the Public Health Agency of
Canada, National Laboratory for Enteric Pathogens, Winnipeg, Canada. Salmonella isolates that reacted
with the phages but did not conform to any recognized phage type were designated atypical (AT).

Antimicrobial susceptibility testing

Susceptibility of the isolates to a panel of 18 antimicrobials was determined using the Kirby-Bauer disk
diffusion method according to the guidelines of the Clinical and Laboratory Standards Institute (CLSI,
2013). The following antimicrobias (Sensi-Discs, Becton, Dickinson and Company, Loveton, USA) and
disc potencies (ug) were used: amikacin (30), amoxicillin + clavulanic acid (30), ampicillin (10),
cefoxitin (30), ceftriaxone (30), cephalothin (30), chloramphenicol (30), ciprofloxacin (5), gentamicin
(10), kanamycin (30), nalidixic acid (30), neomycin (30), nitrofurantoin (100), streptomycin (10),
sulfisoxazole (1000), sulfamethoxazole + trimethoprim (30), trimethoprim (5) and tetracycline (30). The
interpretation of the categories of susceptible, intermediate or resistant was based on the CLSI guidelines
(CLSI, 2013) and for the purpose of analysis, al readings classified as intermediate were considered as
resistant where necessary. Reference strain of Escherichia coli ATCC 25922 was used as a quality
control.

Genotyping using pulsed-field gdl electrophoresis

Representative isolates(n=47) were systematically selected and genotyped using PFGE to investigate
genetic relatedness of Salmonella serovars obtained from food animals in Addis Ababa and surrounding
districts and those obtained from diarrheic patients from Addis Ababa. Two out-group Salmonella
enterica strains from Kenya and USA both isolated from swine were also included in this analysis. PFGE
was performed according to Center for Disease Control and Prevention (CDC) PulseNet), as previously
described (Ribot et al., 2006) using a contour clamped homogeneous electric field (CHEF)-Mapper (Bio-
Rad Laboratories, Hercules, CA). Briefly, DNA digestion was performed using Xbal restriction enzyme.
After staining with ethidium bromide, DNA fragments were visualized under UV trans-illumination (Gel
Doc 2000, Bio-Rad Laboratories, Hercules, CA, USA). Gel images were photo documented using the
Quantity one 1D analysis software (Bio-Rad Laboratories). PFGE gels were then analyzed using
BIONUMERICS software V. 4.61 (Applied Maths NV, Keistraat, Belgium) using Dice coefficient
similarity index and unweighted pair group average (UPGMA) cluster analysis. Image anaysis was
conducted based on 2.2% tolerance and 1.5% optimization. The plausible genetic threshold for clustering
was 88%.

M ultilocus sequence typing

Twenty-one representative isolates originating from human patients and different food animals were
analyzed using multilocus sequence typing (MLST). Seven housekeeping genes aroC (chorismate
synthase), hemD (uroporphyrinogen 1Il cosynthase), dnaN (DNA polymerase Ill beta subunit), hisD
(histidinol  dehydrogenase), sucA (alphaketoglutarate  dehydrogenase), purE  (phosphoribosyl
aminoimidazole carboxylase), thrA (aspartokinaset+homogenize dehydrogenase) were amplified by PCR
according to the recommendation of the MLST database for Salmonella enterica (http://web.mpiib-
berlin.mpg.de/mist). The list of primers and amplification protocols including PCR conditions indicated
in the database were used for each PCR reaction. Amplification products were purified using Qiagen
PCR purification kit and sequenced using recommended forward and reverse primers. The sequences
3



were assembled and analyzed using CLC Main Work Bench. The sequences were then trimmed to fit to
the size of the MLST database requirement and submitted to the MLST database website
(http://web.mpiib-berlin.mpg.de/mist) and assigned existing or novel alele numbers and sequence types
(STs). For selected isolates where whole genome sequence(WGS) was conducted using Alumina Miseq
technology, raw reads (fastq files) of the sequence were uploaded to Centre for Genomic Epidemiology
web server which analyzes the data and assign specific allele and sequence types(Larsen et al., 2012)..

Ethical consideration

The study protocol was ethically approved by the Institutional Review Board of College of Health
Sciences, Addis Ababa University and National Research Ethics Review Committee (Permit#3-10/474/05
dated 29-03-2013). Individual oral informed consent was obtained from all adult participants and the
parents or guardians of al children participated in the study.

Data Analysis
Difference in level of MDR occurrence in humans and animals was tested by student t-test and one way
analysis of variance (ANOVA). The difference between the means was considered significant at p<0.05.

Results

Relative distribution of Salmonella serovarsfrom food animals and diarrheic human patients

Overdl, 152 Salmonella isolates from cattle, poultry, swine and human belonging to 20 serovars were
characterized in this study. STyphimurium and S. Saintpaul were detected in al types of food animals
and humans. The dominant serovars isolated from humans and animals were STyphimurium (27.6%), S
Saintpaul (21.7%), S. Virchow (18.4%), and S. Kentucky (6.6%). The frequency of Salmonella serovars
according to host speciesisshownin Table 1. S Typhimurium was the dominant serovar recovered from
al host species representing 39.7% of the human infection and 17.9% of the total anima infection
followed by S Saintpaul representing 1.5% of human infection and 38.1% of animal infection in the
current study. Among S. Typhimurium serovars, 10 different known phage types and 2 atypical phage
types were identified. The dominant phage type was PT126 representing 19.1%, followed by PT1
(14.3%). Interestingly, al STyphimurium PT126 were isolated from human patients whereas other
phage types were fairly distributed among other host species. S. Saintpaul, although was the first and the
second most dominant serovar isolated from poultry and cattle, respectively, only one S. Saintpaul was
detected from human. S Virchow was the second dominant serovar isolated from humans and among
animals it was recovered only from dairy cattle and slaughtered cattle. S. Kentucky though was of low
proportion, it was detected from dairy cattle, slaughtered cattle, poultry as well as humans (Table 1).

Table 1 Salmonella enterica serovarsisolated from cattle, poultry, swine and human in central Ethiopia

Serovar Dairy Slaughtered Poultry  Swine  Anima Human Tota (%)
cattle Total

Typhimurium 7 4 3 1 15 27 42(27.6)
Saintpaul 6 4 20 2 32 1 33(21.7)
Virchow 5 2 - - 7 21 28(18.4)
Kentucky 5 1 2 - 8 2 10(6.6)
Kottbus - 1 - - 1 7 8(5.26)
Miami - - - 2 2 3 5(3.29)
Haifa - 3 1 - 4 - 4(2.63)




Braendruep - 2 - - 2 1 3(1.97)
Dublin 3 - - - 3 - 3(1.97
Newport - - - - - 2 2(1.32)
Milkawasima 1 2 - - 2 - 2(1.32)
Livingstone var.14+ 1 - - 1 2 - 2(1.32)
Aberdeen 1 - - - 1 - 1(.66)

Concord - - - - - 1 1(.66)

Agona - 1 - - 1 - 1(.66)

Entertidis - - - - - 2 2(1.32)
Heildelberg - - - 1 1 - 1(.66)

1:6;7,14,1,.w 1 - - - 1 - 1(.66)

V:ROUGH-O;-:- - - - - - 1 1(.66)

I,Rough-0O:1:1,2 - - - 1 1 - 1(.66)

Total 30 20 26 8 84 68 152

Compar ative antimicraobial susceptibility of Salmonella isolates from food animals and diarrheic
human patients

On the whole, 140 (92.1%) of the 152 Salmonella isolates were resistant to one or more antimicrobials
tested. These involved 50 (100%) of isolates from cattle, 24 (92.3%) of isolates from poultry, 59 (86.8%)
of isolates from humans and 6 (75%) of isolates from swine (Table 2). Among all antimicrobials tested,
frequency of resistance was more common to streptomycin (81.6%), nitrofurantoin (44.7%), kanamycin
(44.7%), tetracycline (36.2%) and sulfisoxazole 53 (34.9%). The rate of occurrence of resistance to some
antimicrobials is variable among the isolates collected from different sources. Frequency of resistance to
tetracycline, ampicillin and cephal othin in Salmonella isolates from humans is relatively low compared to
that seen in animals. For instance, resistance to tetracycline ranged from 34.6% - 70% in isolates
obtained from food animals while only 13.4% of human isolates were resistant to tetracycline. Resistance
to chloramphenicol was detected in 42.3% of isolates obtained from poultry, most of these isolates
belonged to S Saintpaul. On the other hand, all isolates obtained from other food animals were
susceptible to chloramphenical. Despite long history of use of chloramphenicol in humans in the
country, only 2 (3%) of isolates from human patients were resistant to chloramphenicol in the current
study, one of which was S. Concord isolated from diarrheic child in TASH. Overall, rate of occurrence
of resistance to antimicrobias in human was less common compared to isolates obtained from food
animals (Table 2).

Table 2. Antimicrobial resistance profile* of Salmonella isolates from different food animals and
diarrheic human patients

Drug Sour ce of Salmonella isolates
Dairy cattle, Slaughtered  Poultry Swine, Human, Tota
(n=30) cattle (n=20)  (n=26) (n=8) (n=68) (n=152)




No.(% R) No.(%R) No.(%R)  No.(%R) No.(%R) No.(%R)

An - 6(30) 6(3.9)
Amp  10(33.3) 5(25) 11(42.3) 1(12.5) 11(16.4) 38(25)
Amc  8(26.7) 5(25) 12(46.2) 1(125)  8(11.9) 34(22.4)
Cf  14(46.7) 8(40) 12(46.2) 1(12.5) 12(17.9) 47(30.9)
C - - 11(42.3) - 2(3) 13(8.6)
Cro - - 1(3.9) - 2(3) 3(2)
Fox - - - 1(12.5) 2(3) 3(2)
Cip  9(30) 2(10) 5(19.2) 2(25) 3(4.5) 21(13.8)
Gm  7(23.3) 2(10) 2(7.7) - 5(7.5) 16(10.5)
K 14(46. 7) 16(80) 12(46.2) 3(37.5) 23(34.3) 68(44.7)
Tmp  1(3.3) 2(10) 1(3.9) - 3(4.5) 7(4.6)
St - 2(10) 1(3.9) - 3(4.5) 6(3.9)
Te  16(53.3) 14(70) 9(34.6) 5(62.5) 9(13.4) 55(36.2)
Su  18(60) 17(85) 24(92.3) - 26(38.9) 53(34.9)
S 26(86.7) 18(90) 24(92.3) 6(75) 50(74.6) 124(81.6)
Nitro  18(60) 15(75) 5(19.2) 3(37.5) 27(40.3) 68(44.7)
Na  9(30) 1(5) 5(19.2) 2(25) 16(23.9) 33(21.7)
N 5(16.7) 4(20) 3(11.5) - 9(13.4) 21(13.8)

An, amikacin; Amp, ampicillin; Amc, amoxicillin and clavulanic acid; Cf, cephaothin; C,
chloramphenicol; Cro, ceftriaxone; Cip, ciprofloxacin; Gm, gentamicin; K, kanamycin; Tmp,
trimethoprim; Sxt, sulfamethoxazole + trimethoprim; Te, tetracycline, Su-sulfisoxazole; S, streptomycin;
Nitro, nitrofurantoin; Na- nalidixic acid, N, neomycin

*All intermediately resistant isolates were considered resistant for this analysis

Mean+SEM number of drugs to which Salmonella isolates obtained from slaughtered cattle, dairy cattle,
poultry, swine and human patients were resistant was 5.1+0.42, 5.33+0.7, 5.69+0.64, 2.88+0.74 and
3.1+0.35, respectively. The level of MDR was significantly higher in Salmonella isolates obtained from
slaughtered cattle, dairy cattle and poultry compared to those obtained from humans (p < 0.05) while no
significant difference was observed among isolates obtained from food animals. Fig.1 shows the mean
number of drugs to which Salmonella isolates obtained from different sources.
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Fig.1l. Level of multi-drug resistance among Salmonella isolates from different food animalsin centra
Ethiopia and diarrheic human patients in Addis Ababa (Each bar represents mean +SEM number of drugs
to which isolates were resistant.

R-profile of Salmonélla isolates from food animals and humans

Diverse phenotypic resistance profile was detected among Salmonella serovars isolated from food
animals and humans. Compl ete sensitivity to all antimicrobia agents tested was more commonly detected
in human isolates 9 (13.2%) than isolates from animals 3(3.6%). All S. Kentucky isolated from animals

and humans were MDR to several drugs. All

(AmpAmMcCfCipGmTeSuSNa) (Table 3).

of them have shared resistance phenotype

Table 3.Salmonella serovars isolated from cattle, poultry, swine and human feces and their antimicrobial

resistance patterns
Serovar Source Antimicrobial resistance pattern and host
Cattl | Poultry | Swine | Human | Tota | Intermediately resistant Resistant
e
Aberdeen 1 - - - 1 CipKTeSuSNa(1C) Nitro(1C)
Agona 1 - - - 1 GmKSNitro(1C) SxtTmpTeSuNa(1C)
Braendrerup 2 - - 1 3 AnCipKTeSuS(1C) Nitro(1C)
CipTeSuS(1C) SuS(1H)
Concord - - 1 1 Fox(1H) AmpAmMcCCroCfFoxGmK SxtTmpS
uSNitro(1H)
Dublin 3 - - - 3 CfS(1C),S(1C), CfSuS(1C) -
Haifa 3 1 - 4 CipKSuSNitro(1C), TeSu (1C)
AnCipK SuSNitro(1C) SxtTmpTeSuNitro Na(1P)
KNitro(1C),CipK S(1P)
Enteritidis PT- AT - - - 2 2 KS(1H)
Heidelberg PT 2 - 1 - 1 AmcFoxTeS(1S) AmpCf(1S)
I,Rough-O:1:1,2 - - 1 - 1 K SNitro(1H) -
1:6;7,14:-:1,.w 1 - - - 1 CipTeSuSNitroNa(1C) AmpAmcCf(1C)
Kentucky 6 2 - 2 10 Nitro(1C) AmpAmcCfCipTeSuSNa(1C)
KAmMcSxt(1C) AmpCfCipGmTmpTeSuSNitroNaN(
AmcKNitro(1C) 1C)AmpCfCipGmTeSuSNaN(C)
KNitro(2C) AmpAmMcCfCipGmTeSuSNa(C)
AmcKNitro AmpCfCipGmTeSuSNa(C)
K(H) AmpAmcCfCipGmTeSuSNa (C)
AmcKN(H) AmpAmcCfCipFoxGmTeSuSNa(H)
C(P) AmpCfCipGmTeSuSNa(H)
AmpAmMcCfCipGmTeSuSNa(p)
AmpAmMcCfCipGmTeSuSNa(P)
Kottbus 1 - - 7 8 CfKSuS(1C), S(1H), SNitro(1H), | TeNitro(1C)
KSuS(1H),
SuS((1H),CipGmK SuSNitro(1H),
TeSuSNitro(1H), KS(1H)
Livingstonevar.14+ | 1 - 1 - 2 Cip(1), CipTeS(1) NA(2)
Miami - - 2 3 5 S(1H), KSNitro(1H), Nitro(1S)
SNitro(1H),K TeSNitro(1S),CipK
TeS(1S)
Mikawasima 3 - - - 3 SuNitro(1), AnCipTe(1), SuSNitro(1)

CipTeSuSNitroN(1)

7




Newport 2 2 S(1), KSxt(2) Tmp(1)
Saintpaul 10 20 2 1 33 AmcCf SuSNitro(1P) CCroNa(1P)
AmcCfKS(2P), AmcCfS(1P) AmpCTeSu(1p), AmpCSu(1P),
AmcCipKSuS(1C), AmpCTe Su(1p)
AmcCipK SuSNaN(1P) AmpCf Te(1C), AmpCCfNitro(1P)
AmcCipSN(1P) AmpAmcCfCip AmpC CfTeSu(1P) AmpCfTe(1C)
SuSN(1C) SuNitro(1C), Nitro(1C)
AmpCfKTeS N(1C), AmpAmcCSu(1P)
AnkCipSuS(1C) AmpAmcCSu(2P)
CfKS Nitro(1P) SuNitro(1C)
CfKSuS(1H), CfS(2P) Su(1P,) SuNitro(P)
CipSuSNitroN(1P) Nitro(1C)
KS(2C, 1P),KS(1P) AmpAmcCCfTeSu(1P)
KSNitro(1P), KSuS(1)
KTeSN(1C) KTeSuSN(C)
Sensitive (1S,1P)
Su(1P)
Typhimurium-PT - 1 - - 2 3 KS(1H),K SusSNitro(1C),SuS(1H)
At
Typhimurium PT1 1 - - 5 6 CfKSuSNitro(1H), Sensitive(2H),
SNitro(1H), SuS(1P),S(1H)
Typhimurium PT 2 1 - 3 4 KSuSNitro(1P),SuS(1H),S(1H),S
ensitive(1H)
Typhimurium PT 3 1 - - 3 4 CipKNitroS(1C), KSuSNitro(1H) | AmpAmcCf(1C), AmpAmcCf(1H),
SuSNitro(1H), KSuSNitroNa(1H) | AmpCf(1H), AmpAmcCf(1H)
Typhimurium PT 4 1 - - - 1 CipKNitro AmpAmcCf
Typhimurium PT - 1 - 1 2 AmpNitro(1H),K(P) TeSuS(1H, 1P)
66
Typhimurium PT 67 | 1 - - - S(C) -
Typhimurium PT 74 | - - 1 - 1 Sensitive(1C,1S)
Typhimurium PT - - - 8 8 SNitro(1H),SNa(1H),SuS(2H),Su | Nitro(1H)
126 (2H),S(2H),KS(1H)
Typhimurium PT 1 - - 3 4 AmcNitro(1H),Sensitive(2H) AmpCfKSxtTmpTesuSN(1H),
193 SxtTmpTeS(1C)
Typhimurium Var. 3 - - - 3 KS(1C),TeS(1C), TeSuS(1C)
Copenhagen PT 193
Typhimurium Var. 1 1 CipTeS(1C),
Copenhagen PT At
Typhimurium Var. 1 1 KTeSuSNitroN(1C)
Copenhagen PT
U285
V:ROUGH-O;-:- - - - 1 1 AmpCfK SNitro(1H) KSNitro(1H)
Virchow 7 - - 22 29 AmcCf(1C), AmcKNitro(1C), Amp(1C),
AmcSuNitro(1C) AmpCfCipGmTeSuSNa(1C),
CipKTeSuSNitroN(1C), CS(1H), | AmpAmcCfS(1C)
GmS(1H) GmSNitro(1C) K(1H), | AmpAmcCf(1H)(Nitro(1C)
KNitro(1H) KSNitro(1H), KSuS
Nitro(3H), KTeSuSN(1H)
Nitro(1C,2H),
SuSNitro(2H)SNitro(3H),S(4H)
Sensitive(3H)
Total 50 26 8 68 152

An, amikacin; Amp, ampicillin; Amc,

amoxicillin and clavulanic acid; C, chloramphenicol; Cf, cephalothin; Cip,

ciprofloxacin; Cro, ceftriaxone Gm, gentamicin; K, kanamycin; Na, nalidixic acid; Tmp, trimethoprim; Te,
tetracycline, Su- sulfisoxazole; S-streptomycin; Nitro, nitrofurantoin; N, neomycin, Pt, Phage type; At, Atypical
H- human, C- cattle, S-swine, P-poultry




Genotyping using ML ST

Among 21 isolates for which complete MLST data are available, 3 novel aleles (aroC457, sucA432 and
thrA480) and 5 new sequence types were found and deposited on the MLST database
(http://mlst.warwick.ac.uk/mist/dbs/Senterica). Both S. Kentucky from poultry and cattle were ST198
which is similar to the S Kentucky strain commonly circulating in Africa and Asiaa. Most of
STyphimurium from human, poultry and cattle belonged to the ST19, one S Typhimurium wvr.
Copenhagen was ST 313 while another isolate from human gave novel sequence type ST1936. But al S.
Typhimurium isolates belonged to the same clonal complex. Among the 6 S Saintpaul, all isolates from
poultry and cattle had the same novel ST1934, while one isolate from human was ST49. S Braenderup,
S Haifa, and S. Kottbus examined in the current study were all novel Sequence types (ST1932, ST1935
and ST1937), S Virchow isolated from human gave ST303 (Table 4).

Table4. MLST aleletype, ST and ST-clonal complex for Salmonella serovars as assigned by the
Salmonella enterica ML ST database

Serovar No Source aroC dnaN hemD hisD purE sucA thrA ST St.CC
Braenderup 1 Human 12 2 10 14 11 10 16 1937 -
Haifa 1 poultry 5 3 7 9 6 3 7 1932 -
Kentucky 1 cattle 76 14 3 77 64 64 67 198 56
Kentucky 1 poultry 76 14 3 77 64 64 67 198 56
Kottbus 2 Human 10 71 12 12 190 9 18 1935 -
Livingstone var.14+ 1 cattle 117 135 18 12 162 162 38 543 -
Miami 1 swine 457 356 7 116 91 432 194 1933 -
Saintpaul 1 Human 5 14 21 9 6 12 17 49 14
Saintpaul 2 cattle 5 21 18 33 6 12 480 1934 14
Saintpaul 3 poultry 5 21 18 33 6 12 480 1934 14
Typhimurium PT 1 1 poultry 10 7 12 9 5 9 2 19 1
Typhimurium PT 1 1 Human 10 7 12 9 5 9 2 19 1
Typhimurium PT 193 1 Human 10 7 12 9 5 9 2 19 1
Typhimurium Var. 1 cattle 10 7 12 9 391 9 2 19 1
Copenhagen PT193

Typhimurium PT 3 1 Human 10 7 3 9 5 19 2 1936 1
Typhimurium Var. 1 cattle 10 7 12 112 9 2 313 1
Copenhagen PT

Atypical

Virchow 1 Human 6 7 10 39 10 14 303 9

Genetic diversity of representative Salmonellaisolates using PFGE

PFGE anaysis in the current study showed large genotypic diversity with 11 genotypic clusters and 7
sporadic clones among 49 isolates (Fig. 2). The mgjority of the Salmonella isolates within a serovar are
clondly related. All S Virchow isolates from dairy cattle (n= 2), daughtered cattle (n=1) and diarrheic
human patients (n=5) in Addis Ababa formed a single cluster. This cluster is further sub-clustered into
two. The first group consisted isolates from diarrheic patients (n=4) and dairy cattle (n=2) in Addis



Ababa with exactly identical PFGE profile while the second consisted of 1 isolate from diarrheic human
patient and the other from slaughtered cattle.

Two of S Kottbus obtained from two diarrheic patients from two separate health centers in Addis Ababa
clustered together suggesting common source of infection while another S Kottbus strain from
daughtered cattle in Addis Ababa was distantly related to these strains. The two S Braenderup isolated
from slaughtered cattle and diarchic patient in Addis Ababa a so clustered together.

S Kentucky isolated from slaughtered cattle in Addis Ababa abattoir (n=1), poultry from Adaa district
(n=1), dairy cattle from Addis Ababa (n=1) and diarrheic human patient in Addis Ababa (n=1) clustered
together indicating their clonality. In addition, al of these isolates were MDR to over 10 antimicrobials.
One S Kentucky isolate obtained from human was sporadic clone and clustered separately from other
strains.

Six of the 8 S Saintpaul examined in the current study isolated from poultry, dairy cattle, and swine
clustered together while one S. Saintpaul from diarrheic patient and one from slaughtered cattle in Addis
Ababa has shown different PFGE finger print with very distant genetic relationship. Those S. Saintpaul
strains clustered together were from food animals in Adaa district except two isolates obtained from
swine from Addis Ababa suggesting possibility of clonal spread across the district in different farms. S.
Miami isolated from swine and human patient in Addis Ababa aso showed identical PFGE profile
indicating their clonality.

Strains of STyphimurium, the predominant serovar shared by food animals and humans, were grouped
into 3 genotpypic clusters and 3 sporadic clones (with n=1). The first cluster involved only isolates from
human, while the 2nd and 3rd cluster involved isolates from both humans and animals. Among isolates in
the second cluster, strain BL-162(DT193) isolated from diarrheic child from TASH had shown
completely identical PFGE profile with strain AA-306 (DT193) isolated from feces of slaughtered cattle
at Addis Ababa dlaughter house. However, strain from human patient was resistant to several drugs.
Similarly in the third cluster, two (DT1) isolates from diarchic patients and one isolate from
poultry(DT1) collected from Adaa district had shown closely related PFGE pattern indicating common
source of infection.
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AA-118T  Saintpaul AA abattior Cattle  AmpCfKNSuSTe ND 22-01-14
4‘_5 DC-96T  Typhimurium DT193* Adaa Catle  TeSuS 19 31-10-13
Suc-80  Typhimurium* Sululta Catfle  TeS 313 7-01-13
AC-209T Virchow Addis Ababa Cattle  AmpAmcCf ND 8-12-13
AC-210T Virchow Addis Ababa Catle  AmpAmcCfCipGmKTeSuSNitroNa ND 8-12-13
— BL-3T  Virchow Addis Abaha Human ~ KNitro ND 6-10-13
Bo-19-T  Virchow Addis Ababa Human ~ KSuSNNitro ND 28-08-13
GU-62R  Virchow Addis Ababa Human ~ KSuSNitro ND 30-01-14
Kot-31  Virchow Addis Ababa Human  AmpAmcCroCfCipS 303 30-07-13
Kas-43  Virchow Addis Ababa Human  SuSNaNitroN ND 16-07-13
R AA-86-T  Virchow AA abattior Catfle  KTeSuSNitroN ND 15-01-14
A-66 Kottbus Addis Ababa Human ~ GmKSuSNitro 1935 26-06-13
NL-37T  Kottbus Addis Ababa Human  TeSuSNitro ND 20-09-13
16575  Serogroup (A-),-G,-R  Kenya Swine  SSuTe
AC-215T Livingstone var.14+ Addis Abaha Catfle  Na 543 8-12-13
DS-99T  Livingstone var.14+ Adaa Swine  KTeSNa 543 24-07-13
BL-161  Concord Addis Ababa Human  AmpAmcCCroCfFoxSxtTmpSuSNitro ND 30-10-13
AA-215R  Braenderup Addis Ababa Catfle  AnTeSuSNitro ND 5-02-14
AK-45T  Braenderup Addis Ababa Human ~ SuS 1937 15-01-14
| Lh-12 Sainpaul Addis Ababa ~ Human  CfKSuSN 49 15-05-13
AA-64-T  Kentucky AA abattior Catle  AmpAmcCfCipGmKTeSuSNitroNa ND 1-01-14
DP-213T Kentucky Adaa Poultry  AmpAmcCfCipGmTeSuSNa 198 2-11-13
GU-63T  Kentucky Addis Ababa Human  AmpAmcCfCipFoxGmKTeSuSNA ND 6-10-13
AC-314T Kentucky Addis Ababa Cattle  AmpAmcCfCipGmKTmpTeSuSNitroNaN 198 27-12-13
As-36R  Saintpaul Addis Ababa Swine  Sensitive ND 31-10-13
B EL-07  Saintpaul Adaa Poultry  AmpAmcCCfCipKSuSTeN 1934 21113
M T1-N13  Saintpaul Adaa Catfle  CfKTeSNSuNitro 1934 20-09-13
T8 Saintpaul Adaa Poultry - AmpAmcKSuSNCCfNitro 1934 20-09-13
AS-46R  Saintpaul Addis Ababa Swine  TeS 1934 22-02-14
GS-25  Saintpaul Adaa Poultry - Amp AmcCCCipKNitroSuS 1934 28-11-13
AS-06  Miami Addis Ababa Swine  KTeSNitro 1933 31-11-13
NL-41T  Miami Addis Ababa Human ~ KSNitro ND 20-09-13
AA-266R Mikawasima Addis Ababa Cattle  AmKTeSuSNitro ND 26-02-14
—| AC67  Mikawasima Addis Ababa  Catlle  SuNitro ND 30143
AA-271R Haifa Addis Ababa Catfle  KSuSNitro ND 26-02-14
AA-272R  Kottbus Addis Ababa Catfle  TeSuNitro ND 26-02-14
14045 Typhimurium NC Swine  AmpAmcMCCISSuTe
AP-H20 Haifa addis Ababa Poultry ~ KSMTTMPTeSuSNitroNa 1932 14-12-13
AK-11R  Typhimurium DT126 Addis Ababa Human  GmSuNa ND 28-08-13
AK-9T  Typhimurium DT126 Addis Ababa Human ~ SuS ND 28-08-13
Kal-58R  Typhimurium DT3 Addis Ababa Human  AmpAmcCfKSuSNitro 1936 24-09-13
BO-4-T  Typhimurium DT126 Addis Ababa Human  TeSuSNitroNa ND 27-08-13
L Kal-2R  Typhimurium DT2 Addis Ababa Human ~ SuSKNitro ND 14-09-13
Kal-6T  Typhimurium DT2 Addis Ababa Human  SuSKNitro ND 17-09-13
AA-306R  Typhimurium DT193 AA abattior Catfle  SXTTMPTeS ND 14-04-14
BL-162  Typhimurium DT193 Addis Ababa Human  AmpAmcCipGmKSxtTmpTeSuSNitroNaN 19 5-03-14
AA-147T  Typhimurium DT3 AA abattior Cattle  AmpAmcCfSNitro ND 22-01-14
A-49 Typhimurium DT1 Addis Ababa Human ~ Sensitive ND 26-06-13
— DP-70T  Typhimurium DT1 Adaa Poultry  SuS 19 17-09-13
Bo-25T  Typhimurium DT1 Addis Ababa Human  CfKSuNitroS 19 21-09-13
AK-52T  Kentucky Addis Ababa Human  AmpAmcCfCipGmKTeSuSNaN ND 16-01-14

Fig 2. PFGE dendrogram showing genotypic similarity among Salmonella serovars isolated from humans,

cattle, poultry and pigsin central Ethiopia

PFGE pulsed-field gel electrophoresis; AR, antimicrobial resistance. DT, Phagetype, Amk, amikacin; Amp, ampicillin; Amc, amoxicillin and
clavulanic acid; C, chloramphenicol; Cf, cephalothin; Cip, ciprofloxacin; Cro, ceftriaxone Gm, gentamicin; K, kanamycin; Na, nalidixic acid;
Tmp, trimethoprim; Te, tetracycline, Su- sulfisoxazole; S-streptomycin; Nitro, nitrofurantoin; N, neomycin
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Discussion

In the current study, Salmonella serovars frequently isolated from clinical human patients such as S
Typhimurium, S. Virchow, S. Kottbus and S. Kentucky were also isolated from spatially and temporally
related food animals. S Saintpaul, athough it was the most frequently isolated serovar from food
animals, during the study period, only one S. Saintpaul was recovered from diarrheic patient in Addis
Ababa. The probable reason why S. Saintpaul was not commonly detected in human patients despite its
wide occurrence in animals could be due to less pathogenicity of strain of S. Saintpaul circulating in food
animals to humans. The single human isolate might have acquired virulence factors useful for infecting
human patients. The other possibility is as most of the strains of S Saintpaul in the current study were
isolated from poultry and dairy farms located in Adaa district, this strain might have been circulating only
in this specific region and could not get access to the patients in Addis Ababa involved in the current
study. Interestingly, genotyping by both MLST and PFGE revealed the single S Saintpaul isolated from
diarrheic human patient was distantly related to S Saintpaul isolates obtained from food animals,
suggesting other source of infection. S. Saintpaul was previously reported from camel (Mollaet a., 2004)
and minced beef (Zewdu and Cornelius, 2009) in the country. The strain of S Saintpaul isolated from
human patient in the current study was shown to be closely related to S, Typhimurium DT193 by PFGE
than S. Saintpaul isolates from animals.

Diverse antimicrobial susceptibility phenotypes were observed among Salmonella serovars isolated from
different sources. Three S Typhimurium PT3 isolates from diarrheic human patients and one
STyphimurium PT3 from cattle had common resistance profile (AmpCfNitroSuS) suggesting possibility
of source of infection of human cases from cattle. One of the 4 S, Typhimurium Phagetypel93 isolated
from diarrheic child in TASH, Addis Ababa was MDR to 13 drugs tested unlike the other 2 human
isolates from diarrheic patients at primary health centers which were pansusceptible to all drugs tested
and one isolate from cattle resistant to only 4 drugs. Strain of MDR S Typhimurium PT193 obtained
from hospital might be due to nosocomial infection which acquired resistance due to frequent exposure to
different drugs within the hospital. However, the PFGE profile of the MDR human isolate and that of
cattle isolate were 100% identical indicating their clonality.

The second dominant serovar isolated from human patients in the current study, S Virchow was aso
commonly detected in dairy cattle and slaughtered cattle collected during similar study period in Addis
Ababa. Interestingly, all SVirchow isolates in the current study were isolated from cattle and clinica
diarrheic patients residing in Addis Ababa. Most of these strains have common antimicrobial resistance
profile and representative isolates from different hosts has also shown identical PFGE finger print despite
difference in geographic location, suggesting clonal spread of the strain in Addis Ababa. Similarly S
Virchow was reported to be the second dominant NTS serovar in human patientsin Israel (Weinberger et
al., 2006). It was frequently associated with blood stream infection(Mani et al., 1974). It is also among the
top Salmonella serovars causing human salmonellosisin Europe (Bonalli et al., 2011). Thereisaneed for
appropriate control strategy to reduce spread of this pathogen in Addis Ababa and surrounding districts.

S. Kottbus was aso one of the dominant serovars detected from human patients in Addis Ababa. Among
food animals, only a single S. Kottbus was detected from feces of daughtered cattle. Like S. Saintpaul
mentioned above, this strain was not genotypically related to the two S Kottbus strains isolated from
diarrheic patients in Addis Ababa. S. Kottbus was previously reported from apparently healthy camels
(Mollaet d., 2004) and pork in Ethiopia (Zewdu and Cornelius, 2009) . Though we do not have data
on previous occurrence of human S. Kottbus infection in the country, this serovar has been reported to
cause serious multi-state outbreaks of human salmonellosis in other countries (Palmera-Suérez et al.,
2007; Winthrop et al., 2003).
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Occurrence of S Kentucky in poultry, dairy cattle, slaughtered cattle as well as clinical human patients in
Addis Ababa together with observed shared MDR phenotype and genotypic clonality of selected strains
revealed by PFGE finger prints clearly indicates the clonal spread of this strain across various host species
in the study area. Interestingly, al S. Kentucky strains in the current study were isolated from Addis
Ababa city limit and were resistant to 9 antimicrobials in common (AmpAmcCfCipGmTeSuSNa). MDR
S Kentucky strains belonging to a single clone resistant to quinolones were previously reported from
European travelers returning from different African and Asian countries (Le Hello et al., 2011) and from
beef, chicken and pork in Ethiopia (Mollaet a., 2007). High level resistance to ciprofloxacin caused by
mutation in QRDR in in vitro derived mutants of S enterica was previously reported to be associated
with fitness costs (O'Regan et a., 2010) which is contradictory to widespread occurrence of this MDR
strain. Our previous study has shown that most of the MDR Salmonella isolates from Ethiopia including
S Kentucky were strong biofilm producers (Eguale et al., 2014) which could be the major contributing
factor for persistence and clona spread of this MDR strain.  Circulation of such MDR and persistent
strain in highly populated city like Addis Ababais athreat to public health and requires serious attention.

S Miami from swine and diarrheic human patients and S. Braendrup from cattle and diarrheic human
patients were also clonaly related indicating their common source. This recovery of similar serovars in
humans and animals as well as the occurrence of related MDR resistance profile especially in S Virchow
and S Kentucky indicates the transfer of Salmonella isolates and their drug resistance genetic markers
from these food animals to humans or vise versa.

The overal frequency of resistance to most of the drugs and especially to tetracycline and sulfisoxazole
was higher in Salmondlla isolates from food animals compared to those obtained from clinical human
patients. The possible reason for this could be due to frequent use of these drugs in farms favoring
selection of resistant strains. Our previous study has aso shown that drugs like oxytetracycline,
streptomycin and sulfonamides are widely used in dairy farms in the study area (Paper 1). The
significantly higher occurrence of MDR in Salmonella isolates from food animals compared to those from
humans entails high risk of transmission of drug resistant isolates and resistance genetic markers to
humans from these food animals.

Three novel aleles and 5 unique MLST sequence types were detected among only 21 isolates examined.
Of thel2 different sequence types within 9 serovars investigated in the current study 5 (41.7%) of them
were unigue sequence types reported for the first time. The diverse MLST allelic profile and sequence
types compared to the results previoudy reported for Salmonella serovars in other regions of the world
indicates that Salmonella isolates in Ethiopia are distinct from Salmonella isolates from other countries.
Most of the available MLST data are mainly for isolates from western countries and there are very few
previous Salmonella ML ST data from Africaand specifically Ethiopia

In general, despite wide diversity, similar serovars, resistance patterns and clonally related serovars of
Salmonella were found in food animals and humans. There is clear indication that similar or closely
related genotypes of Salmonella are circulating among humans and animals. Particularly, serovars of S
Virchow, S Typhimurium, S Kentucky, S. Braendurp and S Miami were found to circulate among food
animals and humans in the study area. Of particular concern is detection of clonally related MDR S
Kentucky in dairy, daughtered cattle, poultry and humans, MDR S. Virchow in dairy cattle and
slaughtered cattle and in humans. The fact that animals and humans live in close proximity in the study
area cause a major public health problem. Therefore, integrated surveillance of Salmonella serovars in
humans and animals and implementation of appropriate pathogen control strategy along critical pointsin
food animal production from farm to bench is recommended.
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Molecular mechanisms of resistance to beta-lactam and quinolone antimicrobials in non-
typhoidal Salmonella isolates from humansand animalsin central Ethiopia

Tadesse Eguale, Josephine Birungi, Daniel Asrat, Moses Nijahira, Wondwossen A. Gebreyes, John S.Gunn,
Appolinaire Djikeng, Ephrem Engidawork
Abstract

Beta-lactam and quinolone antimicrobial agents are commonly used for treatment of non-typhoidal Salmonella
(NTS) and other pathogens. Resistance to these classes of antimicrobial agents has increased significantly in the
recent years. However, little is known on the genetic basis of resistance to these drugs in Salmonella isolates
from Ethiopia. The aim of this study was to investigate the prevalence and mechanism of resistance to beta-
lactam and quinolone antimicrobials among NTS isolates from animals and humans. Isolates with reduced
susceptibility to beta-lactams were tested for genes encoding for beta-lactamase enzymes, and those resistant to
guinolones for mutation in quinolone resistance determining region (QRDR) and plasmid mediated quinolone
resistance (PMQR) genes with PCR and sequencing. Out of 43 isolates resistant to one or more beta actam
antimicrobial agents beta-lactamase genes (bla) were detected in 34 (79.1%) of the isolates. The dominant bla
gene was blaTEM recovered from 33 (76.7%) of the isolates with reduced susceptibility to beta-lactam
antimirobials. Mg ority of these were TEM-1 type 20 (60.6%) followed by TEM-57, 10 (30.3%) and 4 isolates
with 2 novel blaTEM types with amino acid substitution at codon 6 (GIn6Ser n=3) and 13 (Phel3Leu n=1).
None of the isolates carrying blaTEMs were resistant to 2™ and 3 generation cephalosporins. The blaOXA10
and blaCTXM-15 were detected only in a single multidrug resistant (MDR) S. Concord of human isolate.
Double mutationsin gyrA (Ser83-Phe + Asp87-Gly) aswell as parC (Thr57-Ser + Ser80-1l€) subunits of QRDR
were detected in al S Kentucky isolates fully resistant to both nalidixic acid and ciprofloxacin from animals
(n=8) and humans (n=2). Single amino acid substitutions, Ser83-Phe (n=4) and Ser83-Tyr (n=1) were also
detected. Double mutations (Val423-Gly + Asp459-His) were detected in gyrB in 2 isolates and a single
mutation (Ser463-Ala) in 1 isolate. An isolate of S, Maimi susceptible to naidixic acid but intermediately
resistant to ciprofloxacin had Thr57-Ser and additional novel mutation Tyr83-Phe in parC gene. PMQR genes
were not detected in any of the isolates. Although decreased susceptibility to ciprofloxacin and/or nalidixic acid
according to the recent improved CLSI cut off point for resistance was observed in some isolates, neither
mutations in QRDR nor PMQR genes were detected in these isolates suggesting other mechanism of reduced
susceptibility. In general, blaTEM was the principal beta-lactamase enzyme and mutations within QRDR of
gyrA and parC were the primary mechanism for resistance to quinolone drugs in NTS isolates from Ethiopia.
Further study on extended spectrum beta-lactamase and quinolone resistance mechanisms in other gram
negative pathogens in hospital and community setting is recommended.

Key words

Non-typhoidal Salmonella, quinolone, fluorouinolone, Beta-lactamase, resi stance,

I ntroduction

Non-typhoidal Salmonella (NTS) is one of the leading causes of foodborne illnesses worldwide. Antimicrobial
treatment is usualy not recommended due to self-limiting nature of the disease. However, in invasive
complicated salmonellosis associated with immunocopromised, young and elderly patients, treatment with beta-
lactam antimicrobials such as ampicillin, ceftriaxone and quinolone drugs mainly ciprofloxacin are employed
as alife saving agents (Hohmann, 2001). Resistance to beta-lactam antimicrobials and quinolones has increased



dramatically in NTS isolates from food animals as well as humans worldwide (Kruger et a., 2004; Olesen et al.,
2004; Wadula et al., 2006; Wong et al., 2014). The common mechanism of resistance to beta-lactam
antimicrobials is due to production of beta-lactamase enzymes with variable level of activity against different
generations of beta-lactm antimicrobials. In addition to the first generation beta-lactamases. blaTEM1,
blaSHV1, several extended spectrum blaTEM and blaSHV variants, other extended spectrum beta-lactamase
enzymes such as blaCTX-M, blaCMY/, blaOXA and AmpC have been reported in Salmonella serotypes from
different parts of the world (Olesen et al., 2004; Carattoli, 2008; Li et d., 2007; Seiffert et al., 2014; Whichard et
al., 2007).

Resistance to quinolones is mainly mediated by mutations in gyrA and parC genes in Salmonella and other
gram negative organisms. Specificaly, high level resistance to ciprofloxacin is mainly attributed to double
mutations in the gyrA gene and single or double mutation in the parC gene (Redgrave et al., 2014). In addition
to chromosomal mutation, other mechanisms such as activation of efflux pumps (multidrug efflux pump and
guinolone specific plasmid mediated efflux pump encoded by gep genes), Qnr (plasmid-mediated quinolone
resistance), porins, and quinolone-modifying enzyme (aac(6)-1b-cr) have been associated with decreased
susceptibility of quinolones (Redgrave et a., 2014). Of the particular concern is the occurrence of plasmid-
mediated quinolone resistance encoded by several gnr genes, within the last few years in different parts of the
world in various gram negative organisms including Salmonella (Harrois et al., 2014; Jacoby et al., 2014).
These genes encode for pentapeptide proteins which protects bacterial topoisomerases from the effect of
guinolones. They donot induce high level resistance but their presence leads to mutation in the QRDR (Robicsek
et al., 2006). However, recent report from Senegal indicated presence of gnrBl together with quinolone
modifying enzyme aac(6’)-1b-cr in Salmonella associated with full resistance to ciprofloxacin even in the
absence of mutation in the QRDR (Harrois et a., 2014). In recent years, similar to beta-lactam antimicrobials,
the rate of resistance to ciprofloxacin has increased considerably in both clinical and food isolates of Salmonella
(Linetd., 2015; Raveendran et al., 2008; Wong et al., 2014)

In Ethiopia reports revealed resistance to beta-lactam antimicrobias and quinolones, in Salmonella isolates from
human patients and food of animal origin (Beyene et a., 2011; Zewdu and Cornelius, 2009). However, little
data is available on the genetic basis of the observed phenotypic drug resistance. MDR S. Concord isolates
obtained from children adopted from Ethiopia to different European countries and USA were reported to harbor
blaCTXM-15, blaTEM1b, blaSHV-12 genes encoding resistance to third generation cephalosporins and
gnrA and gnrB encoding reduced susceptibility to fluoroguinolones (Hendriksen et al., 2009; Kalender et al.,
2009). The aim of this study was therefore to investigate the prevalence and mechanism of resistance to beta-
lactam and quinolone antimicrobias among NTS isolates from humans and animals.

M ethods
Bacterial isolates

Isolates investigated in the current study were obtained from a total of 152 NTS isolated from feces of food
animals (dairy cattle=30, slaughtered cattle n=18, poultry, N=26, swine n=8) and diarrheic humans (n = 68)
collected during 2013-2014 from Addis Ababa and surrounding districts were investigated in this study.

Antimicrobial susceptibility testing, serotyping and phage typing



Susceptibility of each isolate to 18 antimicrobials was determined using disk diffusion method according to the
guidelines of the Clinical and Laboratory Standards Institute (CLSI, 2013). The interpretation of the categories
of susceptible, intermediate or resistant was based on the CLSI guidelines (CLSI, 2013) and for the purpose of
analysis, dl readings classified as intermediate were considered as resistant unless otherwise mentioned.
Escherichia coli ATCC 25922 was used as a quality control. Salmonella isolates were serotyped and phage-
typed at the Public Health Agency of Canada, World Organization for Animal Health (OIE), Reference
Laboratory for Salmonellosis, Guel ph, Ontario, Canada as described previousy (Ewing, 1986; Shipp and Rowe,
1980; Grimont and Weill, 2007; Callow, 1959; Anderson et a., 1977). Isolates belonged to 20 serotypes (Paper
3).

Bacterial DNA extraction

Isolates were grown on LB agar (37°C, over night). A single colony was inoculated to 5ml of Luria-Bertani
broth (LB) and grown in shaking incubator at 37°C for 16-18 h. Genomic DNA was then extracted using
QIAGEN genomic DNA extraction kit according to the manufacturer’s recommendation.

Detection and characterization of beta-lactamse enzymes

A tota of 43 isolates (n=12) from humans and (n=31) from animal with reduced susceptibility to one or more of
beta-lactam antimicrobials (Amp, Amc, Cf, Fox, Cro) were investigated for beta-lactamase enzymes. PCR and
DNA sequencing were performed for the detection and characterization of beta-lactamase (bla) genes with
oligonucleotide primers previoudy described for blaTEM, blaSHV, blaPER, blaPSE, blaOXA1, blaOXA4,
blaOXA10, blaCMY, and blaCTX-M genes (Table 1). The PCR condition for all reactions involved initial
denaturation for 3 minutes at 95°C followed by 30 cycles of (95°C for 30 s, specific annealing temperature for 1
m, and 72°C for 30 ) followed by final extension a 72°C for 5 m. Specific annealing temperature for each
PCR reaction is shown in Table 1. Group specific primers were used to characterize blaCTX-M enzymes
(Pitout et a., 2004). All amplicon sequences were translated to amino acid sequences using CLC Main Work
Bench and compared with protein sequences in the Genbank database and classification of blaTEM enzymes
was based on beta-lactamase classification database (http://www.lahey.org/Studies/temtabl e.asp Lahey).

Investigation of mechanism of quinoloneresistance

Isolates with reduced susceptibility to nalidixic acid and/or ciprofloxacin (n=29), three human isolates and 26
animal isolates were examined for presence of known quinolne resistance determinants. Quinolone resistance
determining region (QRDR): gyrA, gyrB, parC and parE genes were amplified using PCR. PCR was also used
to examine for various plasmid mediated quinolone resistance genes: gnrA, gnrB, gnrD, gnrS gepA, and
aac(6")-1b-cr as described previoudy( Table 2). Similar PCR conditions described previously were used with
annealing temperature presented for each primer set presented in Table 2. PCR ampilicons were purified using
QIAGEN gd extraction kit and PCR purification kit (QIAGEN, USA) and sequenced. Presence of mutation in
the QRDR was examined by trandating nucleotide sequences into proteins and aligning against reference
sequence of STyphimurium strain LT2 on NCBI database (Accession Number AE006468). The lists of primers
used for thisinvestigation are shown in Table 2.



Table 1. List of primers used for detection and characterization of beta-lactamases

Geneltarget Primer Sequence 5’-3’ Amplicon AT °C Ref Remark
size

BLAten Gene TEM-F1 ATGAGTATTCAACATTTCCG 862-bp 55 (Naiemi et al., 2005)
TEM-R1 GACAGTTACCAATGCTTAATCA
blaTEM-F2 TAA CCA TGAGTGATAACACT (Naiemi et al., 2005) sequencing
blaTEM-R2 CCGATCGTT GTCAGAAGTAA

BLA sy gene BlaSHV-F1 CTTTACTCGCCTTTATCG 827-bp 56 Naiemi, 2005 #97]
BlaSHV-R1 TCCCGC AGATAAATCACCA
blaSHV-F2 ACTGCCTTTTTG CGCCAGAT (Naiemi et al., 2005) sequencing
blaSHV-R2 CAGTTCCGTTTCCCAGCGGT

BlaOXA-1 OXA-1-F ATGAAAAACACAATACATATCAAC  755-bp 48 (Edelstein et a., 2004)
OXA-1-R TTTCCTGTAAGTGCGGACAC

BlaOXA -4 OXA-4F TCAACAGATATCTCTACTGGT 216bp 54 (Edelstein et a., 2004)
OXA-4R TTTATCCCATTTGAATATG

BlaOXA-10 OXal0-F TCAACAAATCGCCAGAGAAG 277bp 57 (Edelstein et a., 2004)
Oxa10R TCCCACACCAGAAAAACCA

blaPER Perl-F AATTTGGGCTTAGGGCAGAA 925 bp 55 (Weldhagen et d., 2003)
Perl-R ATGAATGTCATTATAAAAGC

blaPSE blaPSE-F TGCTTCGCAACTATGACTAC (Riano et d., 2006)
blaPSE-R AGCCTGTGTTTGAGCTAGAT

blaCYM blaCMY 2-F TGGCCGTTGCCGTTATCTAC 868 57 (Chen et al., 2004)
blaCMY2-R CCCGTTTATGCACCCATGA

CTX-M group | CTXM1-F3 GACGATGTCACTGGCTGAGC 499 55 (Pitout, Hossain et a. 2004
CTXM1-R2 AGCCGCCGACGCTAATACA

CTX-M group I TOHO1-2F GCGACCTGGTTAACTACAATCC 351 55 (Pitout, Hossain et al. 2004)
TOHO1-1R CGGTAGTATTGCCCTTAAGCC

CTX-M group 111 CTXM825F CGCTTT GCCATGTGCAGCACC 307 55 (Pitout, Hossain et al. 2004)
CTXM825R GCT CAGTACGATCGAGCC

CTX-M group IV CTXM914F GCTGGAGAAAAGCAGCGGAG 474 62 (Pitout, Hossain et al. 2004)
CTXM914R GTAAGCTGACGCAACGTCTG




Table 2. List of primers used for detection of quinolone resistance mechanism

Gene Primer name Primer sequence (5 to 3') Product AT in°C References
size

gyrA GyrAFP AAATCTGCCCGTGTCGTTGGT 344bp 58 (Fabregaet al., 2009)
GyrARP GCCATACCTACTGCGATACC

gyrB GyrB FP GAATACCTGCTGGAAAACCCAT 446bp 57 (Fabregaet al., 2009)
GyrB RP CGGATGTGCGAGCCGTCGACGTCCGC

parC ParC FP AAGCCGGTACAGCGCCGCATC 395bp 57 (Fabregaet al., 2009)
ParC RP GTGGTGCCGTTCAGCAGG

ParE ParE FP TCTCTTCCGATGAAGTGCTG 240bp 55 (Eaveset al., 2004)
ParE RP ATACGGTATAGCGGCGGTAG

gnrA gnrA FP ATTTCTCACGCCAGGATTTG 516bp 53 (Robicsek et al., 2006)
gnrA RP GATCGGCAAAGGTTAGGTCA

gnrB gnrB FP GATCGTGAAAGCCAGAAAGG 469bp 53 (Robicsek et d., 2006)
gnrB RP ACGATGCCTGGTAGTTGTCC

aac(6')-1b aac(6)-1b FP TTGCGATGCTCTATGAGTGGCTA 482-bp 55 (Park et a., 2006)

aac(6”)-1b-RP CTCGAATGCCTGGCGTGTTT
aac(6’)-Ib-cr-seq CGTCACTCCATACATTGCAA (for sequencing of

aac(6)-1b-cr
gepA QepA FP CGTGTTGCTGGAGTTCTTC 403bp 59 (Cattoir et al., 2008)
QepA RP CTGCAGGTACTGCGTCATG
QnrD QnrD FP CGAGATCAATTTACGGGGAATA 565bp 53 (Cavaco et d., 2009)
QnrD RP AACAAGCTGAAGCGCCTG
QnrS QnrSFP ACGACATTCGTCAACTGCAA 417bp 53 (Robicsek et al., 2006)
QnrSRP TAAATTGGCACCCTGTAGGC

Results

Prevalence of resistance to beta-lactam antimicrobials and beta-lactamase genesin Salmonella isolates
from animals and humans

Of 43 isolates resistant to one or more beta-lactam antimicrobia agents (Amp, Amc, Cf, Fox and Cro), bla
genes were detected in 34/43 (79.1%) of the isolates. The dominant bla gene responsible for resistance to beta-
lactam antimicrobia agents in majority of Salmonella isolates 33 (76.7%) was found to be variants of blaTEM
gene. Mgjority of these were TEM-1 type 20 (60.6%) followed by TEM-57, 10 (30.3%) and 4 isolates with 2
novel blaTEM types with amino acid substitution a codon 6 (GIn6Ser n=3) and 13 (Phel3Leu n=1). Both
phenotypic resistance to beta-lactam antibiotics and detection of bla genes was more common in isolates
collected from poultry compared to isolates from other sources (Table 21). In one of the human isolates S
Concord, 2 bla genes (blaOXA-10 and blaCTX-M15) were detected. Both these genes encode for the enzymes
capable of extended spectrum beta-lactamase activity. In 8 (18.6%) of the isolates, hone of the tested bla genes
were detected (Table 3).

Of the 20 serotypes in the current study, resistance to at least one beta-lactam antimicrobials was detected in 9
serotypes and bla gene was detected only in isolates belonging to 6 serotypes. Among the dominant serotypes,
66.7%, 92.3%, 50% and 100% of S. Typhimurium, S Saintpaul, S. Virchow and S. Kentucky; were positive for
variants of blaTEM gene respectively. All of the 10 S. Kentucky isolates collected from cattle, poultry and
human were resistant to ampicillin, cephalothin and ampicillin + clauvlanic acid and were all positive for
blaTEM gene (Table 4).



Table 1. Occurrence of bla genes in Salmonella isolates from different sources with reduced susceptibility to

beta-lactam antimicrobials

Source Total no. ‘Resistant to bla genes detected* * Not No.(% )positive
>one of beta- detected for bla genes
isolates lactams(%) blaTEM blaOXA blaCTX-M
10
Dairy Cattle 11(36.7) 7 - - 4 7(63.6)
Slaughtered cattle 5(27.8) 5 0 5(100)
Poultry 13(50) 12 - 1 12(92.3)
Swine 2(25) 1 - - 1 1(50)
Human 12(17.7) 9 1 1 2 *10(83.3)
Total 152 43(28.3) 34 1 1 8 34(79.1)

*Ampicillin, Cephalothin, Cefoxitin, Ceftriaxone, amoxicillin and clavulanic acid
**Though all isolates were screened for blaTEM, blaSHV, blaOX A1, blaOX A4, blaPER, blaPSE and blaCMY 2, none of them were

positive for these genes

*blaOXA10 and blaCTX-M15 were detected in asingle isolate

Table 4. Occurrence of beta-lactamase genes among different serotypes

Serovar Total No. Resistant” bla positive bla Type Host
(%0)
Typhimurium 42 9(21.4)% 7(66.7) blaTEM 5/6(H),(2C) 0/1(S),
Saintpaul 33 13(39.4) 13(100) blaTEM 10/10(p),/1(H), 2/2(C)
Virchow 28 *4(14.3) 1(25) 0 1/3(C),0/1 (H)
Kentucky 10 10(100) 10(100) blaTEM 6/6(C), 2/2(P), 2/2(H)
Kottubus 8 - - - -
Miami 5 - - - -
Haifa 4 1(25)A™ 0 0 0/1(P)
Braendruep 3 - - - -
Dublin 3 2(66.7)" 0 0 0/2(C)
Newport 2 - - - -
Milkawasima 2 - - - -
Livingstone var.14+ 2 - - - -
Aberdeen 1 - - - -
Concord 1 1(100) 1(100) blaoXA10+blaCTXM V1(H)
Agona 1 - - - -
Entertidis 2 - - - -
Heidelberg 1 1 AmpCfAme - - 0/1(9)
1:6;7,14,1,.w 1 1 1 blaTEM V1(C)
V:ROUGH-O;-:- 1 1 Amect - - 0/1(H)
I,Rough-0O:1:1,2 1 - - - -
Total 152 43 34

*all the 3 Virchow isolates from cattle had AmpCfAmc phenotype and only one was positive for TEM 1, the single human isolate had

AmpAmcCf phenotype

* Beta-lactam R-profile of isolates negative for bla gene (Bold=fully resistant, Italics=intermediate). C-cattle, H- human, P-poultry, S-

swine



Interestingly, al 10 blaTEM-57 were recovered from S. Saintpaul isolated from poultry while those S. Saintpaul
strains obtained from cattle and human were all TEM-1. In Addition, 2 different blaTEM types with novel
amino acid sequences (GIn6-Ser, n=3) in two S. Kentucky and (Phel3-Leu, n=1) in S. Typhimurium were
detected (Table 5). Despite change in amino-acid sequences, no difference in antimicrobial susceptibility to
beta-lactam antimicrobia agents was seen among isolates carrying different variants of blaTEM enzymes.

Among 9 isolates for which none of the tested bla genes were detected, most of them were susceptible to major
beta-lactams and were at the margin of susceptibility and intermediate only for cephalothin (n=4) for Serotype
Dublin and Typhimurium and ampicillin (n=1), for S. Haifa(n=1). On the other hand 3 of S Virchow and one S
V:ROUGH-O;-:- were completely resistant to Ampicillin and Cephalothin.

Table 5. Host distribution, beta-lactam R-profile and bla type based on amino acid sequence

Serotype No Host type R-profile bla-Type

I R
Concord 1 Human Fox AmpAmcCroCf OXA-10 and blaCTX-M15
Dublin 2 Cattle Cf - -
Haifa 1 Poultry Amp - -
Heidelberg phagetype 2 1 Swine Amc AmpCf TEM-1
1:6;7,14:-:1,w 1 Cattle - AmpAmcCf TEM-1
Kentucky 2 Cattle AmpAmcCf TEM-1
Kentucky 2 Cattle Amc AmpCf TEM-1
Kentucky 2 Cattle AmpAmcCf Novel (GIn6Ser)
Kentucky 2 Poultry AmpAmcCf TEM-1
Kentucky 1 Human Fox AmpAmcCf TEM-1
Kentucky 1 Human Amc AmpCF TEM-1
Saintpaul 1 Human Amc AmpCf TEM-1
Saintpaul 2 Cattle Amc AmpCf TEM-1
Saintpaul 4 Poultry AmcCf Amp TEM-57
Saintpaul 1 Poultry AmpAmcCf TEM-57
Saintpaul 3 Poultry Cf AmpAmc TEM-57
Saintpaul 2 Poultry Amc AmpCf TEM-57
Typhimurium phagetype 1 1 Human Cf -
Typhimurium phagetype 3 1 Human AmpAmcCf TEM-1
Typhimurium phagetype 3 1 Cattle AmpAmcCf Novel (Phel3Leu)
Typhimurium Phagetype 3 1 Human AmpAmcCf Novel (GIn6Ser)
Typhimurium phagetype 3 1 Human Amc AmpCf TEM-1
Typhimurium phagetype 4 1 Cattle AmpAmcCf TEM-1
Typhimurium phagetype 66 1 Human Amp TEM-1
Typhimurium phagetype 74 1 Swine Cf -
Typhimurium phagetype 193 1 Human Amc AmpCf TEM1
V:ROUGH-O;-:- 1 Human AmpCf -
Virchow 1 Cattle Amc AmpCf TEM-1
Virchow 2 Cattle Amc AmpCf -
Virchow 1 Human AmpAmcCf -

-= R-gene not detected



M echanism of resistance to quinolone antimicrobials

Out of 29 Salmonella isolates with reduced sensitivity to quinolones, high level resistance to both nalidixic acid
and ciprofloxacin was observed only in 10 S Kentucky isolates (34.5%) (Table 6). Interestingly, over half of
the quinolone resistant isolates 17(58.6%) in the current study were also resistant to at least one of the beta-
lactam antimicrobials and all S. Kentucky isolates with high level nalidixic acid and ciprofloxacin resistance
were MDR to severa antimicrobials. All of S Kentucky isolates had double mutations in gyrA (Ser83Phe +
Asp87Gly) and ParC (Thr57Ser + Ser80lle). Single mutation in gyrA (Ser83Phe) was observed in 4 isolates
(S Livingstone var.14+(2), S Virchow (1), S 1:6;7,14:-:1,w(1). All these isolates were resistant to nalidixic acid
and intermediately resistant to ciprofloxacin. Single mutation in gyrA (Ser83Tyr) was detected in one S Haifa
from poultry with R-phenotype of [resistant to nalidixic acid and intermediately resistant to ciprofloxacin].
Overall, double and single mutation in gyrA was detected in 15 (51.7%) of isolates. Double mutation in parC
(Thr57Ser +Tyr83Phe) was detected in one S. Miami isolate obtained from swine. This strain was sensitive to
naldixic acid and intermediately resistant to ciprofloxacin. The Tyr83-Phe is novel mutation. However, this
additional mutation does not seem to contribute to decrease in sensitivity to nalidixic acid, rather this strain was
susceptible with zone of inhibition of 22 mm but intermediately resistant to ciprofloxacin. A strain of S. Agona
with only single mutation at Thr57Ser was intermediately resistant to nalidixic acid but senstive to
ciprofloxacin. Double substitution in gyrB gene (Va423Gly+Asp459His) was detected in two isolates; S
Mikawasima and S. Braenndrerup, the latter having additional substitution in parC gene (Thr57Ser) associated
with intermediate susceptibility with both nalidixic acid and ciprofloxacin whereas the former with intermediate
susceptibility only to naldixic acid respectively. A strain of serotype V:rough-O;-:- susceptible to nalidixic acid
but intermediately resistant to ciprofloxacin had single mutation of Ser463Ala on gyrB gene. No mutation
was detected in parE gene in al isolates examined in the current study. Nine isolates with reduced sensitivity to
nalidixic acid and or ciprofloxacin had no mutation in any of the QRDR (Table 6).

Plasmid mediated quinoloneresistance genes

None of the tested plasmid mediated quinolone resistance genes were detected in any of the isolates examined in
the current study. Seven isolates belonging to serotypes Saintpaul, Typhimurium, Aberdeen,Virchow and Haifa
were susceptible to naldixic acid but had shown reduced sensitivity to cirpfloxacin according to CLSI (2013)
with zone of inhibition ranging from 25-28mm cut-off points. There appears to be other resistance mechanisms
responsible for observed decreased sensitivity



Table 6. Susceptibility of isolates to quinolone drugs and mutation in QRDR

Serotype zone of inhibition  Other R-pattern* Mutation in QRDR

mm

(susceptibility

category)

Na Cip gyrA gyrB parC
Cattle Aberdeen 19[9] 2711 NitroKTeSuS - - -
Cattle Virchow 20[9] 29[1] KTeSuSNitroN - - -
Cattle Typhimurium PT 3 21[9] 25[1] AmpAmcCfKSNitro - - -
Cattle Typhimurium PT 4 22[9] 2711 AmpAmcCfKNitro - - -
Cattle Haifa 21[§ 29[ KSusSNitro - - -
poultry  Saintpaul 13[R]  31[9] CAmcCf SUSNitro - - -
Cattle Saintpaul 17[1] 29[1] AmpAmcCCf KNitro SUSN - - -
Cattle Saintpaul 21[9] 2711 Nitr oAANKSuS - - -
poultry  Saintpaul 20[9] 2711 SuSNitroN - - -
Human  V:ROUGH-O;-:- 22[9] 29[1] AmpCfKSNitro - Ser463Ala -
Cattle Mikawasima 20[9] 25[1] SuSNitroAnTe - Val423Gly+ -

Asp459His
Cattle Agona 17[1] 3109 GMKSxtTmpTeSuSNitro - - Thr57Ser
Cattle Braenndrerup 17[1] 29[1] K TeSuSAnNitro - Val423Gly+ Thr57Ser
Asp459His
Swine Miami 22[9] 2711 NitroKTeS - - Thr57Ser+Tyr83Phe
poultry  Haifa O[R] 29[1] Sxt TmpTeSuNitroKS Ser83Tyr - -
Cattle Virchow O[R] 12(1) AmpAmcCfGmKTeSuSNitro  Ser83Phe - -
Cattle Livingstonevar.14+ O[R] 24(1) - Ser83Phe - -
Cattle 1:6;7,14:-:1,w 7IR] 30(1) AmpAmcCfTeSuSNitro Ser83Phe - -
Swine Livingstonevar.14+ O[R] 20[1] TeS Ser83Phe - -
Cattle Kentucky O[R] 14[R] AmpAmcfTeSuSNitro Ser83Phe +Asp87Gly - Thr57Ser + Ser80lle
Cattle Kentucky O[R] 12[R] AmpCfGmMTmpTeSuSNitroN  Ser83Phe +Asp87Gly - Thr57Ser + Ser80lle
AmcKSxt
Cattle Kentucky O[R] 11[R] AmpCfGmTeSuSNAMcKNitr  Ser83Phe +Asp87Gly - Thr57Ser + Ser80lle
o]

Cattle Kentucky O[R] 9R] AmpAmcCfGmTeSuSKNitro  Ser83Phe +Asp87Gly - Thr57Ser + Ser80lle
Cattle Kentucky O[R] 12[R] AmpCfGmTeSuSAmcKNitro  Ser83Phe +Asp87Gly - Thr57Ser + Ser80lle
Cattle Kentucky O[R] 10[R] AmpAmcCfGmTeSuSKNitro  Ser83Phe +Asp87Gly - Thr57Ser + Ser80lle
Human  Kentucky O[R] 8[R] AmpAmcCfFoxGmTe SuSK  Ser83Phe +Asp87Gly - Thr57Ser + Ser80lle
Human  Kentucky O[R] 10[R] AmpCfGmTeSuSAmMcKN Ser83Phe +Asp87Gly - Thr57Ser + Ser80lle
poultry  Kentucky O[R] 9R] AmpAmcCfGmTeSuS Ser83Phe +Asp87Gly - Thr57Ser + Ser80lle
poultry  Kentucky O[R] 11[R] AmpAmMcCfGmTeSuSC Ser83Phe +Asp87Gly - Thr57Ser + Ser80lle

*Resistance status, isolates were fully resistant to antimicrobias written in Bold and intermediately

resistant to those written in italics

Discussion

Detection of higher resistance rate to beta-lactam antibmicrobials (50%) and bla genes more commonly in
isolates from poultry could be due to the fact that drugs like ampicillin and amoxicillin are frequently employed
in poultry farms in the country leading to selection pressure. The dominant beta-lactamase enzyme detected in
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the current study was variants of blaTEM and the mgjority of them were blaTEM-1 which isin accordance with
the observed spectrum of resistance to only ampicillin and first generation cephalosporin in most of the isolates.
In Africa, blaTEM-1 has been reported from Salmonella isolated from poultry in Egypt (Ahmed and
Shimamoto, 2012), Salmonella isolates from children adopted from Mali (Boisrame-Gastrin et a., 2011), and S.
Enteritidiesin Senegal (Sow et a., 2007).

All S Saintpaul isolated from poultry in the current study carried blaTEM-57 while those from cattle and human
carried blaTEM-1. This is probably due to mutation of blaTEM gene in a strain of S Saintpaul in one of the
poultry farms and clonal spread of strain carrying this mutant gene to farms in the area. All poultry S. Saintpaul
were isolated from farms in Adaa district. Compared to TEM-1, TEM-57 has substitution of Gly to Asp at
position 92 of amino acid sequences which was first reported from Proteus mirabilis (Bonnet et a., 1999) and
latter on from E. coli in China (Yuan et a., 2009). To our knowledge, this is the first report of detection of
blaTEM-57 in Salmonella. The two novel TEM enzymes detected in S, Kentucky and S Typhimurium in the
current study with mutation at position 6 (Gly to Ser) and 13 (Phe to Leu) were not associated with extended
spectrum activity against second and third generation cephal osporins.

One of the human isolates S. Concord resistant to ampicillin, cephalothin, cefoxitin and ceftriaxone was shown
to produce blaCTXM-15 and blaOXA-10. Previous studies have also shown blaCTXM-15 producing S
Concord isolated from children adopted from Ethiopia to different European countries and USA (Fabre et al.,
2009; Hendriksen et al., 2010). Another study also showed that blaCTXM-15 isolated from S. Concord from
Ethiopia was chromosomally encoded (Fabre et a., 2009). However, both previous studies have shown
production of SHV-12 in most of S. Concord from Ethiopia and OXA-10 was not detected. This is presumably
due to loss of plasmid encoding for SHV-12 and acquisition of OXA-10 in new isolate from Ethiopia since the
previous study was conducted in isolates collected in 2008 or earlier. During the last few years, CTX-M-15 and
other related CTX-M enzymes has been widely reported from various Enterobacteriaceae including Salmonella
in different African countries from both hospital and community settings (Fam et a., 2011; Harrois et a., 2014;
Kiiru et a., 2012; Rafai et a., 2015; Usha et a., 2008). Oxacilinases including OXA-10 have commonly been
isolated from different enterobacteriaceae including Salmonella (Hendriksen et al., 2013). Interestingly, no
isolate producing SHV variant of enzyme was detected in the current study implying the possible acquisition of
SHV-12 enzyme by S. Concord in the previous studies after being imported to Europe or USA.

The possible reason for not detecting bla genes in a few isolates in the current study despite testing for most of
the known bla reported in Salmonella could be due to poor sensitivity of phenotypic resistance detection
methods. In two S, Typhimurium and 2 S. Dublin intermediately resistant only to cephalothin, one S. Haifa
intermediately resistant to ampicillin, the reading was at the margin of intermediate and susceptible. However,
al the 3 S. Virchow were fully resistant to ampicilin and cephalothin and intermediately resistant to amoxicillin
+ clauvlanic acid. For these isolates, other resistance mechanisms not investigated in this study such as
alterations in the beta-lactam targets (PBPs) (Sun et al., 2014), absence or down regulation of the production of
outer membrane porins (Delcour, 2009) over expressed efflux pump (Piddock, 2006) and different ampC
betalactamases (Jacoby, 2009) for which we have not tested might be responsible for observed reduced
susceptibility. In general, the rate of occurrence of extended spectrum beta-lactamases in Salmonella isolates in
the current study is low. This could be due to the fact that most of the human isolates were obtained from
primary health care centers and a use of 2nd and 3rd generation cephalosporin is not a common practice in
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veterinary medicine. The single MDR S. Concord in the current study was isolated from hospitalized one year
old child suggesting the possibility of nosocomial infection.

High level resistance to fluoroguinolones has been associated with substitution of amino acid at codon 83 and 87
of gyrA gene whereas resistance to only nalidixic acid is associated with single or double mutation in parC gene
in Gram-negative organisms (Hsueh et a., 2004; Redgrave et a., 2014). Detection of two amino acid
substitutions in the gyrA gene at codon 83 and 87 and ParC gene at codon 57 and 80 in al S, Kentucky isolates
with high level resistance to both nalidixic acid and ciprofloxacin obtained from humans and animals suggests
the possibility of clonal spread of S. Kentucky strain in the human and animal population in the study area.
Similar mutations in gyrA and parC gene were reported from S Kentucky from French travelers returning from
northeast and eastern Africa (Weill et d., 2006). Study on S. Kentucky ST198 from different countries have also
shown similar mutation in gyrA at position 83 (Ser83-Phe) for all isolates and substitution of Asp at codon 87
with asparagine, tyrosine or glycine residues. However, only single substitution in parC gene at codon 80
(Ser80-11e) was reported previously and none of them had substitution at codon 57 of parC gene (Le Hello et al.,
2011). S Kentucky isolates in the current study aso belonged to ST198 suggesting the clonal relatedness of our
isolates to the internationally spreading clone of S. Kentucky (Paper 3). Additional substitution at codon 57 of
parC gene in the Ethiopian isolates might have occurred separately. Contrary to these local and global spread of
MDR fluoroquinolone resistant S. Kentucky, previous study on S Typhimurium has shown that mutation based
fluoroquinolone resistance is associated with fitness cost and resistant strains are less invasive (Fabrega et al.,
2009). This suggests that this internationally spreading clone of S Kentucky has unique mechanism probably
encoded by plasmids. Furthermore we have previoudy shown that S. Kentucky strains from Ethiopia has strong
biofilm forming ability which is one of the important trait for persistence of the organism in the host or the
environment (Eguale et al., 2014) contributing to its dissemination.

Amino acid substitutions at similar positions in GyrA gene has been reported in Salmonella and other Gram-
negative pathogens associated with high level fluoroquinolone resistance (Baucheron et a., 2005; Eaves et d.,
2004; Lin et d., 2009; Zurfluh et a., 2014). Four of the Salmonella isolates resistant to nalidixic acid and
intermediately resistant to ciprofloxacin had only single substitution in gyrA, Ser83Phe whereas one isolate S.
Haifa from poultry had Ser83-Tyr substitution. Previous studies have aso shown that a single mutation in gyrA
results only in complete resistance to nalidixic acid and not ciprofloxacin (Fabrega et al., 2009; Zurfluh et al.,
2014). Although isolates with single mutation in parC gene resulted only with reduced susceptibility to
nalidixic acid, S Miami isolate with no mutation in gyrA gene but double substitution in parC gene (Thr57-Ser)
and novel substitution (Tyr83-Phe) was fully susceptible to nalidixic acid and intermediately susceptible to
ciprofloxacin. This suggests that the novel mutation at codon 83 of parC gene is in favor of the activity of
nalidixic acid and against the activity of ciprofloxacin.

The observation of double substitution in gyrB gene (Va423Gly+Asp459His) associated with intermediate
susceptibility only to nalidixic acid shows minor contribution of mutation in GyrB compared to gyrA.
Interestingly, 9 isolates with reduced sensitivity to ciprofloxacin and some to nalidixic acid had no mutation in
QRDR. We have aso not detected any PMQR gene in any of the isolates. Other resistance mechanisms not
tested in this study such as multidrug efflux pump and altered outer membrane porins might be involved
(Redgrave et al., 2014).

Conclusion
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Co-occurrence of beta-lactamases with ciprofloxacin resistant determinants in large proportion of isolates is a
major threat. Occurrence of MDR S. Kentucky with high level fluorogquinolone resistance mediated by double
mutationsin gyrA and parC genesin cattle, poultry, human in the study area suggests clonal spread of this strain
in the study area and needs strict pathogen control strategy to hamper spread of this pathogen. Further study on
extended spectrum beta-lactamase and fluoroquinol one resistance mechanisms in other gram negative pathogens
in hospital and community setting is recommended since the majority of the current isolates were from healthy
animals at farm level and human patients from primary health care centers.
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Introduction

Abstract

Aims: To determine the association between multicellular behaviour, integron
status and antibiotic resistance among 87 Ethiopian Salmonella enterica isolates
of animal and human origin.

Methods and Results: Isolates were characterized for their biofilm forming
ability, antimicrobial susceptibility and the presence and characteristics of a
class 1 integron and Salmonella genomic island 1 (SGI1). The majority of
isolates grown at environmental temperatures (20°C) exhibited robust biofilm
formation (72-4%) and displayed RDAR colony morphology on Congo red
agar plates. The presence of a class 1 integron correlated with the extent of
drug resistance and ability to exhibit multicellular behaviour.

Conclusions: Although cellulose production and RDAR morphology correlated
with increased multicellular behaviour, neither was required for biofilm
formation. Contrary to previous reports, colony morphology was generally
consistent within a serovar. No integrons were detected in isolates deficient for
multicellular behaviour, indicating a potential role of bacterial community
formation in transfer of genetic elements among environmental isolates.
Significance and Impact of Study: Infection by Salm. enterica is a major
public health problem worldwide. The dominance of multidrug resistance and
multicellular behaviour in Salmonella isolates of Ethiopian origin highlights a
need for integrated surveillance and further detailed phenotypic and molecular
studies of isolates from this region.

et al. 2003). Multicellular behaviour in Salmonella is
characterized by a transition from free, planktonic growth

Bacterial biofilms are defined as a collection of aggregated
microbial sessile communities that are bound to inert or
living surfaces and embedded in a self-produced hetero-
polymeric matrix (Costerton et al. 1999). Bacteria exhib-
iting multicellular behaviour in a biofilm state are often
highly resistant to antibacterial drugs, disinfectants and
the host immune system (Hoyle and Costerton 1991; Fux

Journal of Applied Microbiology © 2014 The Society for Applied Microbiology

to a sessile, bacterial community surrounded by a dense
extracellular matrix composed of macromolecules such as
polysaccharides, proteins and nucleic acids (Flemming
and Wingender 2010). The major components of the
extracellular matrix (ECM) of Salmonella biofilms are
thin aggregative fimbriae (curli) and cellulose (Romling
2005). Colony morphology on Congo red agar is
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indicative of the types of ECM components present in a
bacterial community and has been reported to be predic-
tive of biofilm forming capability (Romling et al. 2000).
Strains capable of multicellular behaviour and biofilm
formation frequently form colonies on Congo red plates
of a RDAR (red, dry and rough) morphotype associated
with the co-expression of curli and cellulose, BDAR
(brown dry and rough) associated with the production of
curli but not cellulose or PDAR (pink dry and rough)
that produce cellulose but not curli. Those strains that
cannot produce biofilms are often characterized by a
SAW (smooth and white) morphotype expressing none
of these ECM components (Romling et al. 2000; Romling
2005; Malcova et al. 2008). Other exopolysaccharides
involved in biofilm formation are capsular polysaccha-
rides (Anriany et al. 2001; de Rezende et al. 2005) and
colanic acid (Solano et al. 2002; de Rezende et al. 2005).
Different serovars and strains of Salmonella have been
reported to vary in biofilm forming ability, with strong
ability (in part mediated by the ECM components)
reported to contribute to persistence of the strains on
food and food processing surfaces (Vestby et al. 2009).
An integron is a genetic unit capable of capturing and
incorporating diverse resistance genes into the bacterial
genome via site-specific recombination mediated by the
intI1-encoded integrase (Hall and Stokes 1993). Class 1
integrons play an important role in the global spread of
antibiotic resistance by aiding the transfer of cassettes
encoding multidrug resistance throughout the Gram-
negative-bacterial population (Fluit and Schmitz 1999).
Class 1 integrons can be found within Salmonella geno-
mic island 1 (SGI1), a 43-kilobasepair (kbp) genomic
island of 44 open reading frames, many of which have
homologies to genes of unknown function. The antibiotic
resistance genes on this island have been localized to a
13-kbp segment of the SGI1 termed the MDR region
(Briggs and Fratamico 1999). Exchange of mobile genetic
elements, including these integron-associated cassettes, is
dramatically increased by close sustained interactions
among bacteria such as those observed in biofilm com-
munities (Molin and Tolker-Nielsen 2003). Indeed, previ-
ous reports have indicated an association in Salmonella
enterica between strong biofilm formation and the pres-
ence of a complex class I integron found within SGI1
(Malcova et al. 2008). Within a biofilm community, the
densely packed, matrix-encased bacteria are afforded a
generalized structural protection thought to increase anti-
biotic resistance, as well as an optimal environment for
intra- and inter-species genetic exchange of specific anti-
biotic resistance genes (Molin and Tolker-Nielsen 2003).
Additionally, numerous studies have indicated a high
level of antibiotic resistance associated with strong bio-
film formation in Salm. enterica and other organisms
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(Kim and Wei 2007; Kwon et al. 2008; He and Ahn
2011; Baugh et al. 2012). Indiscriminate use of antibiotics
has been demonstrated not only to drive the formation
of bacterial biofilms (Kaplan 2011) but to select for and
fix the presence of integrons within a bacterial population
(Gillings et al. 2008).

Studies conducted in Ethiopia have shown a high
prevalence of Salmonella in various food animals and
humans, with these strains possessing high levels of drug
resistance (Molla et al. 2006; Beyene et al. 2011). A recent
report by the WHO warned of increasing development of
antimicrobial resistance and commented on the need for
increased surveillance of the emergence of antimicrobial
resistance in food animals (WHO 2014). Currently, stud-
ies investigating the correlation between integron-medi-
ated antibiotic resistance, biofilm forming abilities and
multicellular behaviour of Salmonella isolates from Ethio-
pia are lacking. The objective of this study is therefore to
characterize biofilm forming ability, expression of multi-
cellular morphotypes and ECM production of selected
Salm. enterica serovars isolated from food animals and
humans in Ethiopia. Additionally, the association of bio-
film formation and drug resistance was assessed; particu-
larly class 1 integrons and the SGI1, which contain
mobile multidrug resistance genetic determinants.

Materials and methods

Bacterial isolates

A total of 87 epidemiologically unrelated Salm. enterica
isolates collected in Ethiopia between 2000 and 2008 from
swine (n = 34), cattle (n = 20), camel (n = 15), poultry
(n =7), sheep (n = 6), goats (n = 1) and humans (n = 4)
were used. The isolates represented 20 serovars and were
selected based on origin and serovar type. Salmonella iso-
lates were previously serotyped at the Public Health
Agency of Canada, Office International des Epizooties
(OIE) Reference Laboratory for Salmonellosis, Guelph,
Ontario, Canada. Antigenic formulae (O and H antigens)
were determined on the basis of slide agglutination and
used to assign Salmonella serovar designations to the iso-
lates (Popoff 2001). Bacterial isolates were stored in Luri-
a-Bertani broth supplemented with 20% glycerol at
—80°C. Prior to experimentation, isolates were grown on
LB agar (37°C, overnight) and a single colony was selected
for inoculation of cultures and agar plates. Experiments
were conducted at 37°C or 20°C (£1°C) as indicated.

Screening of the isolates for multicellular behaviour
Biofilm forming ability of the isolates was assessed using

the crystal violet staining method on polystyrene

Journal of Applied Microbiology © 2014 The Society for Applied Microbiology
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microtiter plates (Djordjevic et al. 2002; Malcova et al.
2008) at 20 and 37°C in tryptic soy broth 20 times
diluted (TSB 1 : 20). Bacterial colony morphology was
assessed after 6 days at 20°C on Luria-Bertani plates
without salt (LBNS) agar supplemented with Congo red
(40 ug ml™') and Coomassie Brilliant Blue dyes
(20 ug ml™") (White et al. 2006).

Cellulose production (Table 1) was assessed on LBNS
agar containing 20 ug ml™' calcofluor (Fluorescent
Brightener 28, Sigma-Aldrich, St. Louis, MO). After
6 days of growth at 20°C, the plates were visualized
under UV light at 366 nm (White et al. 2006). In order
to quantify the level of cellulose production by different
strains, a modified broth calcofluor-binding assay was
used. Briefly, overnight cultures were normalized by opti-
cal density and diluted 1 : 100 in LBNS liquid medium
containing calcofluor (20 ug ml™') in black 96-well mi-
crotiter plates (Corning Costar®, Cambridge, MA) and
incubated at 20°C for 6 days. The optical density
(600 nm) and  fluorescence  (excitation = 366 nm,
emission = 565 nm) of bacteria in each well were then
measured using a Spectra Max M2 Plate reader. Wild-
type Salmonella serotype Typhimurium (JSG210 = ATCC
14028s) and AbcsA:kan (cellulose mutant, JSG1748,
(Prouty and Gunn 2003)) strains were used as positive
and negative controls, respectively. All fluorescence read-
ings were normalized to optical density and compared to
controls. Readings less than that of JSG1748 were consid-
ered negative for the production of cellulose. The ability
of liquid cultures to form a pellicle at the air-liquid
interface was assessed in glass test tubes at 20°C follow-
ing 6 days of growth in a static standing position (Solano
et al. 2002).

Antimicrobial susceptibility screening

Susceptibility of the isolates to a panel of 18 antimicrobi-
als was determined using the Kirby-Bauer disc diffusion
method according to the guidelines of the Clinical and
Laboratory Standards Institute (Clinical and Laboratory
Standards Institute 2007). The following antimicrobials
(Sensi-Discs, Becton, Dickinson and Company, Sparks,
MD) and disc potencies (ug) were used: amikacin (30),
amoxicillin + clavulanic acid (30/10), ampicillin (10),
cefoxitin (30), ceftriaxone (30), cephalothin (30), chl-
oramphenicol (30), ciprofloxacin (5), gentamicin (10),
kanamycin (30), nalidixic acid (30), neomycin (30), ni-
trofurantoin  (100), streptomycin (10), sulfisoxazole
(1000), sulfamethoxazole+ trimethoprim (23-75/1-25), tri-
methoprim (5) and tetracycline (30). The interpretation
of the categories of susceptible, intermediate or resistant
was based on the CLSI guidelines (Clinical and Labora-
tory Standards Institute 2007, 2013) and for the purpose
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of analysis, all readings classified as intermediate were
considered as resistant unless otherwise noted. Escherichia
coli ATCC 25922 was used as a quality control.

Detection of class 1 integrons and Salmonella genomic
island 1 (SGI1)

Identification of class 1 integrons and drug resistance cas-
settes was conducted via colony PCR employing primers
directed at intI1 and conserved flanking segments (CS) as
previously described (Leverstein-Van Hall et al. 2002)
(Levesque et al. 1995). PCR products were visualized in
agarose gels, and those isolates determined to be Intll
positive and 5-CS and 3/-CS PCR negative were gel
purified and submitted for sequencing at The Ohio State
University Plant Microbe Genomics Facility. All integron-
positive Salmonella isolates (n = 29) were analysed for
the presence of the SGI1 left and right junction and sub-
sequently tested to determine the order of antimicrobial
resistance genes as described elsewhere (Levesque et al.
1995; Leverstein-Van Hall er al. 2002; Doublet et al.
2008). PCR product sizes and sequences were analysed
using BLAST and GenBank
AF261825).

(accession number

Conjugation assays

To determine whether the integrons of the Salmonella
isolates were on conjugative DNA elements, all class 1
integron-positive isolates were conjugated with rifampi-
cin-resistant  (Rif®) and sulfamethoxazole-susceptible
(Sul®) E. coli (MG1655). Both donor (intl1-positive sul-
famethoxazole-resistant Salmonella isolates) and recipient
bacteria were cultured in LB broth (ODgyy = 0-6). The
mating of donor (sulfamethoxazole-resistant isolates)
and recipient was conducted by mixing in a 1 :9 ratio
(v/v) in 2 ml of LB broth followed by incubation over-
night in a water bath at 37°C followed by transconju-
gant selection on MacConkey agar containing rifampicin
(50 ug ml™!))  and sulfamethoxazole (512 ug ml™ ).
Transconjugant (Rif*/Sul®) colonies were patched and
further tested for their antimicrobial susceptibility pat-
terns and the presence of class 1 integrons (Vo et al.
2010).

Data analysis

To compare biofilm formation and cellulose production
of isolates with different morphotypes and of different
serovars, the data from grouped isolates were pooled and
compared by one-way analysis of variance (ANOva). Asso-
ciation of drug resistance determinants and biofilm for-
mation/multicellular behaviour was examined using the
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chi-square test. The difference between the means was
considered significant at P < 0-05.

Results

Morphotypes, biofilm formation, cellulose production
and pellicle formation

The morphologies exhibited by the 87 Salmonella isolates
grown on Congo red agar (6 days, 20°C) were RDAR
(n = 63, 72-4%), BSAM (n = 19, 21-8%), SAW (n = 3,
3:5%) and BDAR (n = 2, 2:3%). In spite of their differ-
ing host origins, most of the isolates belonging to a given
serovar produced a similar morphotype. The exceptions
were serovars Anatum and Blockley, which demonstrated
two different morphotypes. All isolates, regardless of ser-
ovar, expressed the SAW morphotype when grown at
37°C. Representative images of the observed colony mor-
photypes for the isolates are shown in Fig. 1.

A statistically significant difference in the level of bio-
film formation was detected among morphotypes at 20°C
(P = 0-0002). Isolates that expressed the RDAR morpho-
type at 20°C produced more biofilm as compared to
those that expressed other morphotypes (Fig. 2). At
37°C, most isolates formed robust biofilms although they
all displayed the SAW morphotype (no cellulose or curli)
on Congo red agar. However, biofilm formation of most
of the isolates was higher at 20°C than at 37°C (Table 2).
Pellicle formation at the air-liquid interface, thought to
be a biofilm indicator, was also examined for all isolates.
The majority of isolates (n = 84, 96-6%) produced a pel-
licle at 20°C except for two isolates of serovar Dublin
and one Hadar. All of the isolates that produced RDAR
morphotypes produced thick and stable pellicles that
were not dispersed by agitation, while pellicles produced
by isolates with BSAM and BDAR morphotypes were
fragile and easily dispersed when agitated. A cellulose-
deficient control strain of Salm. Typhimurium (JSG1748,
AbcsA:kan) formed a fragile pellicle in contrast to a curli
mutant of Salm. Typhimurium (JSG3132, AcsgG) which
produced no pellicle at all.

In an agar-based calcofluor-binding assay at 20°C, all
isolates that produced the RDAR morphotype showed
calcofluor binding, while all isolates that produced other
morphotypes did not demonstrate appreciable levels of
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Figure 2 Association of biofilm formation and expression of different
morphotypes on Congo red agar (6 days of growth at 20°C,
**P < 0-005). BDAR associations could not be determined due to the
low number of isolates in this class.

calcofluor binding. A broth culture calcofluor-binding
assay was developed to better quantify presumed cellulose
production. There was a strong correlation between qual-
itative and quantitative assessment methods of cellulose
production at 20°C (Table 1). Isolates that exhibited the
RDAR morphotype produced significantly higher levels of
cellulose compared to others (P < 0-0001) at 20°C
(Fig. 3). Cellulose production at 37°C was minimal, with
no significant difference in calcofluor binding among the
field isolates, wild-type JSG210 Salm. Typhimurium and
the Salm. Typhimurium AbcsA::kan mutant strain (data
not shown). All isolates that failed to produce a pellicle
(n =13, 3:5%) demonstrated SAW or BSAM morpho-
types and showed no cellulose production at 20°C. As
described above, within specific serovars, the colony mor-
photypes were quite uniform, as was pellicle formation at
20°C. A noteworthy exception was one of the 12 serovar
Hadar isolates which was the only serovar Hadar isolate
that did not produce a pellicle (Table 2). Although cellu-
lose production appeared to be important for biofilm for-
mation in isolates that expressed the RDAR morphotype,
the level of biofilm formation was not directly related to
that of cellulose production. For example, some of the
serovars such as Hadar and 1:6-8:- produced no detectable
cellulose but formed robust biofilms. Alternatively, some
serovars that were the top cellulose producers (such as

Figure 1 Representative images of
Salmonella colony morphologies observed
following 6 days of growth on LBNS Congo
red agar (at 20°C). (a) Red dry and rough
(RDAR). (b) Smooth and white (SAW). (c)
Brown smooth and mucoid (BSAM). (d)
Brown dry and rough (BDAR).
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Table 1 Representative qualitative and quantitative measurement of
calcofluor binding in solid and liquid medium

Qualitative*
Degree
of
Serovar Visual binding  Quantitativet
S. Dublin - -97.0
S. Kentucky + 951.7
S. Newport ++ 15761
S. Typhimurium I : : - +++ 3495.-6

*UV fluorescence of bacterial colonies following 6 days incubation at
20°C on LBNS agar supplemented with 20 ug mI~" calcofluor.
+96-well microplate UV fluorescence reading of bacterial cultures
following 6 days incubation at 20°C in LBNS broth supplemented
with 20 ug ml~" calcofluor. Fluorescence readings (RFU/Aggo) Were
adjusted to cellulose-deficient S. Typhimurium JSG1748 AbcsA::kan.

*k *k
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Figure 3 Level of cellulose production by strains expressing different
morphotypes. Bacteria were cultured in LBNS medium with 20 ug ml~"
of calcofluor for 6 days at 20°C and fluorescence was read
(**P < 0-001, *P < 0-01).

serovar Enteritidis) were not the best biofilm producers
(Table 2).

Antimicrobial resistance phenotypes (R-type)

The majority of isolates (n = 74, 85-1%) exhibited multi-
drug resistance (resistance to >3 tested drugs) to the
activity of between 3 and 11 of the 18 antibiotics tested.
Only six isolates (7%) were susceptible to all antibiotics
tested. Of these susceptible isolates, 3 (50%) failed to
exhibit multicellular behaviour, demonstrated a SAW
morphotype, showed no or little pellicle formation and
exhibited minimal biofilm production. Out of the 87 Sal-
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monella isolates, resistance was detected to streptomycin
(77%), tetracycline (65-5%), sulfisoxazole (52-9%), neo-
mycin (41-4%), nalidixic acid (41-4%), nitrofurantoin
(39:1%), cephalothin (33-3%), ampicillin (31%), sulfa-
methoxazole and trimethoprim (24-1%), amoxicil-
lin + clavulanic acid (20-7%). Only one isolate (1-2%)
was resistant to ceftriaxone while all isolates tested were
susceptible to amikacin and cefoxitin. Recent modifica-
tions to the CLSI interpretative criteria for Salmonella
resistance to ciprofloxacin have been implemented to
facilitate detection of Salmonella with clinically relevant
decreases in susceptibility to fluoroquinolones (Humph-
ries et al. 2012; Clinical and Laboratory Standards Insti-
tute 2013). Using these revised standards, only 25 of the
tested isolates (28-7%) were sensitive to ciprofloxacin,
while 60 (68:9%) exhibited intermediate resistance or
resistance (46 = intermediate, 14 = resistant). Analysis of
the occurrence of resistance to selected antimicrobials by
strains expressing different morphotypes showed that
resistance to ampicillin, cephalothin, and sulfisoxazole,
was more common in strains with the RDAR morpho-
type than the BDAR/BSAM morphotypes. On the other
hand, resistance to gentamicin, streptomycin, kanamycin
and nitrofurantoin was more common in isolates express-
ing BDAR/BSAM morphotypes (Table 3).

Class 1 integrons and SGI1

Because of the high level of antimicrobial resistance
detected among the Salmonella isolates, the presence of a
class 1 integron, which often carries resistance determi-
nants, was examined. Integron-bearing isolates were then
further tested to determine whether the detected class 1
integron was located within SGII. A class 1 integron was
detected in 29 (33-:3%) of the 87 isolates examined, being
found in serovars Braenderup (6/6), Kentucky (14/15),
Typhimurium (7/11), I: 6,7:e,h:- (1/1) and Newport
(1/11). Table 4 shows the size and antimicrobial resis-
tance gene cassette profiles of the integrons identified.
Salmonella serovar Typhimurium was the only serovar in
which two distinct integrons were detected. There was a
positive correlation between the presence of a class 1
integron and number of antimicrobial agents to which
isolates were resistant (X> = 44-2, P < 0-0001) (Fig. 4).
Eight out of the 29 (27-6%) class 1 integron-positive
isolates were able to transfer their antimicrobial resistance
genes to E. coli by conjugation. Thus, a substantial por-
tion of the integron-positive isolates demonstrated the
capacity for horizontal transfer of antibiotic resistance
among enteric pathogens. However, all SGI1-positive iso-
lates and two of the Salm. Typhimurium isolates bearing
a non-SGI1 integron were unable to transfer their integ-
ron to E. coli. This demonstrates that for most of the
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Table 2 Biofilm formation, expression of morphotypes, cellulose production and pellicle formation of different Salmonella enterica serovars

Biofilm formation (Mean
Cellulose (Mean UV

crystal violet As7o + SEM) Morphotype Pellicle formation*
fluorescence £+ SEM)

Serovar No 20°C 37°C 20°C 20°C 37°C +— Type

Anatum 4 0-85 + 0-02 0-72 + 0-04 2127 + 7599 RDAR/BSAM(3/1) SAW + Intact/fragile

Blockley 5 0-42 + 0-02 0-49 + 0-02 168:5 + 28-26 BDAR/BSAM(2/3) SAW + Fragile

Bovismorbificans 1 068 £ 0 051 £0 3024 £ 0 RDAR SAW + Intact

Braenderup 6 0-63 £+ 0-11 0-47 + 0-11 2629 + 183 RDAR SAW + Intact

Dublin 2 0-21 £ 014 0-32 £ 011 —58-53 + 384 SAW SAW - -

Eastborne 2 0-97 + 0-07 0-73 £+ 0-02 1249 + 229-4 RDAR SAW + Intact

Enteritidis 4 1.02 + 0-03 0-53 £+ 0-02 4315 + 45-11 RDAR SAW + Intact

Hadar 12 0-92 + 0-08 0-71 £ 0-04 —181-5 + 169 BSAM SAW 11+ 01-) Fragile

Haifa 2 0-59 + 0-04 0-47 + 0-08 3146 + 93-25 RDAR SAW + Intact

Heidelberg 1 1.73+£0 0-52 £ 0 2832 £ 0 RDAR SAW + Intact

Infantis 2 1-46 + 0-02 0-53 + 0-14 2937 + 1022 RDAR SAW + Intact

Kentucky 15 112 +£ 0-07 0-55 £+ 0-02 2869 + 148 RDAR SAW + Intact

Newport 11 1.27 + 0-07 0-59 + 0-04 2114 + 152.7 RDAR SAW + Intact

Reading 1 1.08 £ 0 031+ 0 3647 £ 0 RDAR SAW + Intact

Saintpaul 1 236 £ 0 060 £ 0 28 730 RDAR SAW + Intact

Typhimurium 11 1-90 + 0-11 0-48 + 0-04 3253 + 188-8 RDAR SAW + Intact

Uganda 1 038 +0 035+ 0 —51.07 £ 0 SAW SAW + Fragile

1:6,7:€,h:- 1 048 + 0 039+ 0 2609 + 0 RDAR SAW + Intact

1:6,8:- 3 0-97 £+ 0-01 0-78 + 0-05 —188-7 + 329 BSAM SAW + Fragile

1:9,12:-:- 2 136 £ 05 0-81 £ 01 3474 + 3481 RDAR SAW + Intact

*Pellicle formation was determined at 20°C.

Table 3 Association of morphotypes and resistance to selected antimicrobial agents

Antimicrobials Morphotype* Total No. of isolates % Resistant X2 P-value

Ampicillin BDAR(2)/BSAM (19) 21 4.7 9-62 0-0019
RDAR 63 41.3

Gentamicin BDAR/BSAM 21 81 265 <0-0001
RDAR 63 20-6

Streptomycin BDAR/BSAM 21 100 71 0-008
RDAR 63 73

Nitrofurantoin BDAR/BSAM 21 85.7 23.78 <0-0001
RDAR 63 254

Sulfisoxazole BDAR/BSAM 21 14.3 18:52 <0-0001
RDAR 63 68-3

Cephalothin BDAR/BSAM 21 4.8 10-97 0-0009
RDAR 63 44.4

Kanamycin BDAR/BSAM 21 23-8 8-8 0-003
RDAR 63 3.2

Tetracycline BDAR/BSAM 21 90-5 6-58 0-01
RDAR 63 60-3

*Morphotypes observed: RDAR (n = 63), BSAM (n = 19), BDAR (n = 2).

isolates, the class 1 integron was located on the chromo-
some; either incorporated in the SGI1, or found sepa-
rately, and was not mobilizable.

Of the 29 isolates positive for a class 1 integron, 19
(65:5%) were positive for SGI1 or its variants. Classical
to ACSSuT (ampicillin,

SGI1 conferring resistance

chloramphenicol, streptomycin, sulfisoxazole, tetracycline)
is associated with invasive disease (Varma et al. 2005).
This multidrug resistance pattern was detected in four
serovar Typhimurium isolates: Typhimurium DT 104
(n = 2), Typhimurium var. Copenhagen (n = 1) and Ty-
phimurium (n = 1).

Journal of Applied Microbiology © 2014 The Society for Applied Microbiology
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Table 4 Class 1 integron profile, SGI1 and its variants

Salmonella, biofilms and integrons

Size of variable region(s) (bp) Gene cassette(s) n Type of SGI1 Serovar
1600 aadAT + dfrAl 1 - 1:6,7:¢,h:-
1600 aadAl + dfrAl 6 - S. Braenderup
1600 aac(3)-ld+aadA7 14 SGI1-K S. Kentucky
750 dfrvil 1 - S. Newport
1000 + 1200 aadA2, blaPSE-1 2 SGI S. Typhimurium
DT 104
1000 + 1200 aadA2, blaPSE-1 1 SGI S. Typhimurium
1000 + 1200 aadA2, blaPSE-1 1 SGI S. Typhimurium
var. Copenhagen
1000 aadA2 1 SGI-C S. Typhimurium
DT 104
1600 + 2000 aadB+catB3, blaOXA-30 + aadAT 1 - S. Typhimurium
(pT 193)
500 dfrA5 1 - S. Typhimurium
(pT 193)
integron (+/—) formed significantly more biofilm than
15r isolates carrying no integrons (—/—). There was no dif-
ference in biofilm forming capacity between (+/+) and
= (+/—) isolates. Collectively, the results indicated that iso-
2 10k lates carrying a class 1 integron (SGI1 or otherwise)
% formed approximately 50% more biofilm than those lack-
3 ing an integron.
:Eg
@ 5l . .
2 Discussion
o
Salmonella are capable of colonizing a broad range of
o human and animal hosts and one of the most frequent

o 1 2 3 4 5 6 7 8 9 10 M1
Number of drugs

Figure 4 Association between the presence of class 1 integrons and
multidrug resistance (X? = 44-2, P < 0-0001). Black bars represent
integron-negative isolates, while white bars represent integron-
positive isolates.

All serovar Kentucky isolates (n = 14) carried SGI1-K
and one Typhimurium isolate carried an incomplete
SGI1 (SGI1-C) conferring resistance only to streptomycin
and sulfisoxazole (Table 4).

All class 1 integron- and SGI1-positive isolates exhib-
ited a RDAR morphotype when grown on Congo red
agar. None of the isolates characterized by a BSAM, SAW
or BDAR morphotype were positive for a class 1 integron
and SGII1. In order to assess the relationship of a class 1
integron and the SGI1 to biofilm forming capacity of the
isolates, we compared mean biomass (as determined
by crystal violet assay) of biofilms formed by 11
Salm. Typhimurium isolates, which were +/+, +/— and
—/— for a class 1 integron and the SGI, respectively. At
environmental temperature (20°C), isolates carrying a
class 1 integron in SGI1 (+/+) and those with a non-SGI1

Journal of Applied Microbiology © 2014 The Society for Applied Microbiology

causes of bacterial foodborne illness (Majowicz et al.
2010). As a zoonotic pathogen, the possibility that antimi-
crobial use in livestock could be driving the development
and spread of multidrug resistance is of particular concern
to the health of both humans and food animals worldwide.
Globally, Ethiopia is among the 10 largest producers of
livestock. The industry accounts for 12-19% of the coun-
try’s annual GDP and the livelihood of over 65% of the
country’s rural population is directly dependent on live-
stock (Food and Agriculture Organization of the United
Nations 2004; Pagel and Gautier 2012). There is limited
restriction on the sale or administration of antibiotics,
multidrug combinatorial treatments are common (which
can be helpful or harmful, depending upon the usage),
and prophylactic, subtherapeutic concentrations of antibi-
otics are known to be used in some food animal farms
(Drug Administration and Control Authority of Ethiopia
2009; Bedada and Zewde 2012). Although formal studies
on patterns of veterinary pharmaceutical usage in Ethiopia
are few, annual use of veterinary antibiotics is estimated to
be over 100 tons, the most common of which are reported
to be tetracycline, sulfonamides and streptomycin (Syit
2011; Mekuria ef al. 2013; Embassy of The Federal Demo-
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cratic Republic of Ethiopia 2013). Accordingly, these drugs
accounted for the three most commonly identified resis-
tance phenotypes among the 87 isolates examined. Thus,
lack of prudent use of antibiotics in both human and vet-
erinary medicine in Ethiopia may have contributed to the
observed resistance in these isolates, however further stud-
ies to better understand the patterns of antimicrobial use
in the country are needed.

Ciprofloxacin is a critical antimicrobial therapy, which
is widely used for empirical treatment of Gram-negative
infections in humans and has become a mainstay of
treatment for salmonellosis over the past decade (Parry
et al. 2010). Recent reports have highlighted the emer-
gence of Salmonella with reduced susceptibility to fluor-
oquinolones, which is associated with treatment failures
and poor outcomes in human infections (Rickert-Hart-
man and Folster 2014; WHO 2014). In the light of these
reports, the high incidence of intermediate resistance and
resistance to ciprofloxacin observed among the tested iso-
lates is of particular concern. Due to the concern over
acquisition of resistance, fluoroquinolones are recom-
mended for use in Ethiopian livestock animals only as a
therapeutic treatment (Drug Administration and Control
Authority of Ethiopia 2006). However, it is common
practice in the global poultry industry to treat entire
flocks through the addition of fluoroquinolones such as
Enrofloxacin to water (Nelson et al. 2004), and previous
studies have found a high prevalence of fluoroquinolone
resistance in Ethiopian Salmonella isolates (Beyene et al.
2011). Therefore, it will be of critical importance to con-
duct future studies to understand the patterns of micro-
bial resistance and fluoroquinolone usage in Ethiopia.

Formation of RDAR colony morphology on Congo red
agar is indicative of the production of biofilm ECM com-
ponents curli and cellulose (Romling 2005; White et al.
2006). In such colonies, it is thought that the ECM forms
a highly hydrophobic network with tightly packed cells
aligned in parallel within a rigid matrix that enhances
biofilm formation on abiotic surfaces (Jain and Chen
2007). In agreement with previous findings, the majority
of Ethiopian Salmonella isolates (72-4%) expressed the
RDAR morphotype at 20°C (Solomon et al. 2005). Iso-
lates characterized by the RDAR morphotype produced
significantly greater biofilms than isolates exhibiting
BDAR, BSAM or SAW morphotypes. Our work has dem-
onstrated that although the majority of isolates produced
a RDAR morphology correlating with strong biofilm for-
mation, some non-RDAR serovars were similarly able to
form strong biofilms.

Although previous studies on Enterobacteriaceae have
reported that co-expression of curli and cellulose (evi-
denced by the RDAR colony morphology) is responsible
for formation of a stable biofilm matrix (Zogaj et al.
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2001; Garcia et al. 2004), in this work several isolates of
the BSAM morphology exhibiting minimal cellulose
production were similarly able to form stable biofilms.
Previous studies of Salm. Typhimurium (Malcova et al.
2008), Enteritidis (Solano et al. 2002) and Kentucky (de
Rezende et al. 2005) have indicated that the major ECM
in biofilms of strains characterized by this BSAM mor-
photype was reported to be an overproduced capsular
polysaccharide (de Rezende et al. 2005; Malcova et al.
2008). Thus, while an ECM (typically including curli and
cellulose) is important for biofilm development, the exact
ECM constituents that allow efficient biofilms to occur
are not specific.

Unlike previous reports, where isolates of the same ser-
ovar produced various morphotypes (White et al. 2006;
Vestby et al. 2009; Turki et al 2012), in the current
study, we found that colony morphotypes observed on
Congo red agar at 20°C were serovar-specific for most of
the isolates. For example, despite differences in host ori-
gin, all Enteritidis, Kentucky, Newport and Typhimurim
exhibited the RDAR morphotype and produced cellulose,
while all serovar Hadar isolates formed the BSAM mor-
photype and did not produce cellulose. Solomon et al.
also reported that Hadar isolates examined were negative
for cellulose production (Solomon et al. 2005).

Isolates characterized by a BDAR or BSAM morpho-
type formed fragile and easily dispersed pellicles, while
those exhibiting the RDAR morphotype produced thick
and stable pellicles. Salmonella serotype Typhimurium
lacking either cellulose (JSG1748, AbcsA:kan), or curli
(JSG3132, AcsgG) formed BDAR and PDAR morphotypes
on Congo red agar, respectively. The cellulose-deficient
strain (JSG1748) formed a fragile pellicle at the liquid—air
interface whereas the curli mutant (JSG3132) produced
no pellicle at all. This suggests that the tight and rela-
tively strong aggregation of the bacteria in the pellicle
produced by RDAR isolates and laboratory reference
strains is associated primarily with the expression of curli
but that formation of a wild-type pellicle requires
co-expression of both curli and cellulose.

Although cellulose has been widely reported to be a
critical structural component of the biofilm matrix, our
study has shown that cellulose is not a basic requirement
for biofilm formation at either 20 or 37°C, but it is
important for expression of the RDAR morphotype and
formation of an intact pellicle. Furthermore, we
have demonstrated a strong correlation between results
obtained by measuring the fluorescence of calcofluor
binding in liquid medium with the established qualitative
calcofluor-binding technique on agar plates. Thus, the
liquid assay described here provides a new, objective
method to quantify the level of cellulose production by
bacteria grown in broth culture.

Journal of Applied Microbiology © 2014 The Society for Applied Microbiology
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In the present study, class 1 integrons were detected in
over 30% of tested isolates of which a further 27%
demonstrated the potential for horizontal transfer to
E. coli. Of note is the finding that class 1 integrons were
found exclusively in serovars that expressed the RDAR
morphotype and formed a stable and intact pellicle. Mul-
ticellular behaviour was strongly associated with the pres-
ence of a class 1 integron which may indicate a synergistic
relationship in which biofilm formation facilitates the
transfer of class 1 integrons, which then function to
increase antimicrobial resistance. Based on the positive
association of biofilm forming ability, the presence of class
1 integrons and SGI1, and antibiotic resistance, we specu-
late that the imprudent use of antibiotics in Ethiopia (in
humans and animals) may be selecting for both biofilm
formation and antibiotic resistant strains. The close asso-
ciation of bacteria in the biofilm is known to aid DNA
transfer, facilitating the spread of antibiotic determinants
such as the class 1 integron. On the other hand, acquisi-
tion of class 1 integrons and/or the SGI1 may provide
encoded factors that affect biofilm formation in a manner
unrelated to antibiotic resistance, as Golding et al.(Gol-
ding et al. 2007) reported that the acquisition of SGI1 led
to the increased expression of sthE, a putative major fimb-
rial subunit in Salm. Typhimurium LT2, which may be
associated with biofilm formation. Other reports that have
also observed a correlation between multidrug resistance
and biofilm production showed that loss or inhibition of
one or more multidrug resistance efflux pumps in
Salm. Typhimurium resulted in impaired biofilm forma-
tion, further demonstrating an association of drug resis-
tance and biofilm formation (Kim and Wei 2007; Kwon
et al. 2008; Baugh et al. 2012).

In summary, Salm. enterica serovars from Ethiopia are
dominated by multicellular behaviour and multidrug resis-
tance. Both traits likely enable the bacteria to withstand
environmental insults and may advance the dissemination
of these isolates in this endemic region. Although it is
widely known that overuse of antibiotics can select for
increasingly resistant strains, the implication that increased
antimicrobial resistance may be intimately linked to more
robust biofilm formation warrants further consideration.
If antibiotic resistant serovars also tend to be robust bio-
film formers, this may mean that indiscriminate antimi-
crobial use is selecting not only for more resistant strains
but more persistent ones as well. This demands special
emphasis on prudent use of antimicrobials in both the vet-
erinary and human health sectors in this country and sug-
gests the need for integrated and sustainable surveillance
on multicellular behaviour and drug resistance in
Salm. enterica of animal and human origin in the region.
Further detailed studies on the multicellular behaviour of
Salm. enterica and association of biofilm formation and
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multidrug resistance, concurrent with the development of
new antimicrobials and methods to counteract Salmonella
biofilm formation, are worthy areas of future study.
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Biofilms have been widely implicated in chronic infections and environmental persistence of Salmonella enterica, facilitating
enhanced colonization of surfaces and increasing the ability of the bacteria to be transmitted to new hosts. Salmonella enterica
serovar Typhi biofilm formation on gallstones from humans and mice enhances gallbladder colonization and bacterial shedding,
while Salmonella enterica serovar Typhimurium biofilms facilitate long-term persistence in a number of environments impor-
tant to food, medical, and farming industries. Salmonella regulates expression of many virulence- and biofilm-related processes
using kinase-driven pathways. Kinases play pivotal roles in phosphorylation and energy transfer in cellular processes and pos-
sess an ATP-binding pocket required for their functions. Many other cellular proteins also require ATP for their activity. Here
we test the hypothesis that pharmacological interference with ATP-requiring enzymes utilizing adenosine mimetic compounds
would decrease or inhibit bacterial biofilm formation. Through the screening of a 3,000-member ATP mimetic library, we identi-
fied a single compound (compound 7955004) capable of significantly reducing biofilm formation by S. Typhimurium and S. Ty-
phi. The compound was not bactericidal or bacteriostatic toward S. Typhimurium or cytotoxic to mammalian cells. An ATP-
Sepharose affinity matrix technique was used to discover potential protein-binding targets of the compound and identified
GroEL and DeoD. Compound 7955004 was screened against other known biofilm-forming bacterial species and was found to
potently inhibit biofilms of Acinetobacter baumannii as well. The identification of a lead compound with biofilm-inhibiting ca-
pabilities toward Salmonella provides a potential new avenue of therapeutic intervention against Salmonella biofilm formation,
with applicability to biofilms of other bacterial pathogens.

S almonella enterica serovar Typhi and Salmonella enterica sero-  (8), compared to <1% with appropriate treatment (9). Regardless
var Typhimurium are among the most commonly encoun-  of treatment, 3 to 5% of patients infected with S. Typhi recover
tered foodborne and waterborne pathogens worldwide. Although  from the stage of acute disease without fully eliminating the bac-
their respective disease states differ, both organisms are capable of  teria; instead, they become asymptomatic chronic carriers (10).
forming bacterial biofilms in mammalian and/or environmental  Chronic carriage is characterized by colonization of the human
niches. Biofilms are aggregated mixtures of sessile bacteria thatare  gallbladder, a unique niche for microbial infection (11), from
implicated in many chronic infections and are known to facilitate  \yhich bacteria can spread by means of fecal shedding (12). We

I.Jacteria.l persistence by increasing antimicrobial resistance and  previously described a mechanism of chronic carriage involving
interfering with the host immune response (1, 2). Biofilms are

encased within a mixture of secreted and cell wall-associated poly-
saccharides, glycoproteins, and glycolipids, as well as extracellular
DNA, known collectively as extracellular polymeric substances
(EPS) (1, 3). This process of surface adherence, self-aggregation,
and matrix envelopment serves a critical step in the continued
cycle of infection for both S. Typhi and S. Typhimurium, by in-
creasing the duration of bacterial persistence and shedding, pro-
viding resistance to host and environmental stressors, and ulti-
mately enhancing the likelihood of colonizing a new host.

S. Typhi is a human-specific pathogen and the primary etio-
logical agent of typhoid fever (4). Although different levels of
availability and efficacy of diagnostic tests in regions in which the
disease is endemic can complicate estimations of disease incidence
(5), current data indicate that there are over 20 million new cases
of typhoid fever each year, resulting in over 200,000 deaths world-
wide (6). Following ingestion of viable bacteria, acute infection

bacterial biofilm formation on cholesterol gallstones present in
the gallbladder (13). To date, cholecystectomy in tandem with
antibiotic treatment is the primary effective treatment option for
chronic infection (14); however, such invasive treatment is poorly
suited to the patient care settings in many regions in which ty-
phoid is endemic.

Surface adherence, bacterial aggregation, and biofilm forma-
tion are similarly important in the persistence and dissemination
of gastroenteritis-causing nontyphoidal Salmonella serovars. Bio-
film aggregations of S. Typhimurium are involved in persistent

Received 23 May 2014 Returned for modification 27 June 2014

Accepted 6 October 2014

Accepted manuscript posted online 13 October 2014

Citation Koopman JA, Marshall JM, Bhatiya A, Equale T, Kwiek JJ, Gunn JS. 2015.
Inhibition of Salmonella enterica biofilm formation using small-molecule

with S. Typhi is initiated by bacterial translocation across the in- adenosine mimetics. Antimicrob Agents Chemother 59:76 -84.
testinal epithelium and subsequent uptake by local phagocytic doi:10.1128/AAC03407-14.

cells, permitting systemic dissemination associated with clinical Address correspondence to John S. Gunn, gunn43@osu.edu.
manifestations of acute disease (7). Mortality rates range from 10 Copyright © 2015, American Society for Microbiology. All Rights Reserved.
to 15% without treatment, due to fatal complications from dis- doi:10.1128/AAC.03407-14

semination to the lung, liver, spleen, and central nervous system

76 aac.asm.org Antimicrobial Agents and Chemotherapy January 2015 Volume 59 Number 1


http://dx.doi.org/10.1128/AAC.03407-14
http://dx.doi.org/10.1128/AAC.03407-14
http://aac.asm.org

colonization of swine and poultry as well as cross-contamination
in food preparation and farm environments (15, 16). In spite of
efforts to improve detection and prevention, the incidence of
food-borne salmonellosis in the United States has changed little in
recent years, remaining a major economic and public health bur-
den. In light of the importance of biofilm formation in continued
disease spread, the identification of novel compounds that inter-
fere with this process would greatly increase our ability to combat
biofilm-mediated infections.

Bacterial kinases participate in the regulation of cellular pro-
cesses known to be important for biofilm formation, such as quo-
rum sensing (17, 18) and production of extracellular matrix com-
ponents (19, 20). In recent years, kinases have been assigned a high
priority as candidate drug targets due to their endogenous small-
molecule-binding motifs and their importance in cellular func-
tions (21). Due to the reliance of several biofilm-associated pro-
cesses on bacterial kinases and other ATP-requiring proteins, we
sought to pursue drug development through interference with
ATP-dependent pathways using small-molecule ATP mimetic
compounds. Screening of 3,000 putative ATP mimetic com-
pounds for potential biofilm-inhibiting effects resulted in the
identification of a promising lead compound (compound
7955004), which was able to inhibit biofilm formation by both
Salmonella and Acinetobacter species in a manner that did not alter
bacterial growth or viability. Subsequent testing of compound
7955004 revealed no evidence of mammalian cellular cytotoxicity,
even at high concentrations (6-fold greater than the 50% effective
concentration [ECs,]). Taken together, these results indicate that
compound 7955004 is a promising candidate drug for further op-
timization as a potential antibiofilm therapeutic agent.

MATERIALS AND METHODS

Bacterial strains, growth conditions, and chemical inhibitors. The Sal-
monella strains used in this study were wild-type S. Typhimurium 14028s
(strain JSG210) and S. Typhi TY2 (strain JSG624). Bacteria were stored at
—80°C in Luria-Bertani (LB) broth containing 20% glycerol. Overnight
cultures were grown in LB broth, tryptic soy broth (TSB), or superoptimal
broth (SOB) at 37°C, with aeration. Growth for a 24-h biofilm assay in-
volved normalizing cultures to an optical density at 600 nm (OD,) of
0.8, diluting the cultures 1:100 in TSB diluted 1:20 or in undiluted SOB for
S. Typhi, and growing the cells at 30°C under static conditions. Acineto-
bacter baumannii 19606 (strain WLS2401), Staphylococcus aureus (strain
USA300), and Pseudomonas aeruginosa (strain PAO1) 24-h biofilm assays
were carried out in a similar manner using TSB.

Compound 7955004 [3-(2-furylmethyl)-2-[[(5-hydroxy-1H-pyra-
zol-3-yl)methyl]thio]-3,5,6,7-tetrahydro-4H-cyclopenta[4,5]thieno[2,3-
d]pyrimidin-4-on] was purchased from ChemBridge (San Diego, CA).
Compounds were prepared at 5 mM concentrations in dimethyl sulfoxide
(DMSO) and were stored in the dark at 4°C. The original high-through-
put screen was conducted using 5 M drug concentrations and a Biomek
2000 robot, with dilutions of the drug being made in 1X phosphate-
buffered saline (PBS). Controls were treated with 0.1% DMSO (final con-
centration) and PBS alone. Polystyrene 96-well plates were made by Corn-
ing Inc. (Corning, NY). Each plate contained 80 drugs, leaving 16 wells for
controls. Cultures and drugs were added simultaneously, and the Biomek
2000 system carried out the assay in a manner similar to that for the rapid
attachment biofilm assay described below.

Rapid attachment biofilm assay, EC,, determination, and biofilm
dispersion assay. To determine biofilm inhibition by the compounds,
overnight cultures of the desired bacterial strains were grown in TSB at
37°C on aroller drum or shaker. Cultures were normalized to an ODy, of
0.8, and 1:100 dilutions of the normalized cultures in TSB (diluted 1:20)
were incubated at 30°C under static conditions, to promote biofilm for-
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mation. The ODyg, was read at 24 h, to observe the growth of planktonic
bacteria. Plates were washed in double-distilled water and heat-fixed at
60°C for 1 h. Biofilms were stained for visualization with 33% gentian
violet solution (10 ml gentian violet, 18 ml 1 X PBS, 1 ml methanol, and 1
mlisopropanol) for 5 min, followed by release of the stain with 33% acetic
acid (33 ml glacial acetic acid and 67 ml 1X PBS). The released dye was
measured at OD,. The half-maximal effective concentration (EC5,) of
each compound was determined by finding the concentration corre-
sponding to 50% of the maximum biofilm inhibition achieved using var-
ious concentrations of compound 7955004 (0.125 uM to 50 wM). Biofilm
dispersion assays were carried out in a similar manner, except that 30 uM
compound 7955004 was added after a 24-h biofilm was established and
the cells were incubated at 30°C for another 24 h, under static conditions.
Biofilms were quantified by gentian violet staining and dye release.

Determination of bacterial viability following drug exposure. In or-
der to establish the potential bactericidal or bacteriostatic effects of com-
pound 7955004, cultures were grown in the presence or absence of the
drug and plated for viability. Overnight cultures were grown as described
above, back-diluted 1:100, and incubated in TSB for 24 h at 37°C, with
aeration, in the presence or absence of 30 WM compound 7955004. Fol-
lowing 0 h, 2 h, 4 h, 8 h, 16 h, and 24 h of incubation, 10-pl aliquots were
removed, serially diluted, and plated for viability.

Eukaryotic cellular cytotoxicity indicated by lactate dehydrogenase
release. Effects on eukaryotic cells were quantitatively assessed by 12-h
and 24-h lactate dehydrogenase (LDH) release experiments using an LDH
cytotoxicity detection kit (Clontech, Mountain View, CA). The HepG2
hepatocyte cell line was grown in modified essential medium (MEM)
supplemented with 10% heat-inactivated fetal bovine serum (FBS)
and 2 mM L-glutamine and was incubated in a humidified 5% CO,
incubator at 37°C. Cells were seeded at 1 X 10* cells ml~ ! in a poly-
styrene 96-well tissue culture plate and were allowed to adhere over-
night. Adherent HepG2 cells were subjected to 12 or 24 h of drug
exposure (at 30 uM or 50 wM) in triplicate. Positive and negative
controls consisted of equal volumes of 0.1% DMSO (final concentra-
tion) and 2% Triton X-100, respectively. LDH release was measured by
a colorimetric assay at 490 nm.

ATP-binding proteins captured by ATP-Sepharose affinity matrix
and visualized by silver staining. In order to determine potential ATP-
binding protein targets of compound 7955004, bacterial lysates were pre-
pared from wild-type S. Typhimurium cultures grown under biofilm-
inducing conditions (3 ml of TSB diluted 1:20, with growth at 30°C with
aeration). Cells were centrifuged, resuspended in 1 ml of lysis buffer (50
mM HEPES [pH 7.4], 120 mM NaCl, 20 mM MgCl,, 1 mM dithiothreitol
[DTT], 0.1% Triton X-100, and 1X complete protease inhibitors), and
prepared with a FastPrep system and bacterial lysis column B, containing
0.1-mm silica spheres, for extraction of DNA, RNA, and proteins. The
lysate was run through ATP-Sepharose resin (22, 23) (graciously provided
by Timothy A. J. Haystead, Duke University) and allowed to bind for 1 h.
Low-salt (120 mM, 2 times), high-salt (300 mM, 2 times), and low-salt
(120 mM, 2 times) rinses were used to wash off nonspecifically binding
proteins. Washes were optimized such that no proteins were presentin the
eluent when analyzed on silver-stained gels. The column was subse-
quently washed with a solution of 500 uM compound 7955004 to com-
pete protein targets off the column, followed by a wash with 10 uM ATP
to clear the column of remaining ATP-bound proteins. Proteins were
electrophoresed on a 10% SDS-PAGE gel and stained with silver nitrate
(24) to determine the optimal number of wash steps and to identify pro-
tein bands of interest. Column elution fractions following the wash with
compound 7955004 were subsequently electrophoresed (10% SDS-
PAGE) and stained with Sypro Red dye. These protein bands were excised
and submitted to the Ohio State University Mass Spectrometry and Pro-
teomics Facility. Identified peptides were analyzed using Mascot Deamon
v2.2.1 (Boston, MA) and compared with the NTH/NCBI database.

Data analysis. All experiments were conducted in triplicate, and data
represent a minimum of 3 biological replicates. All data analysis, statistical
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significance testing, and EC calculations were performed using Graph-
Pad Prism 6 software. Results from treated and control samples were
analyzed for significance using Student’s ¢ tests or one-way analysis of
variance (ANOVA) with Dunnett’s multiple-comparison posttest. The
EC;, values, defined here as half-maximal observed inhibitory concentra-
tions, were calculated by plotting the percent biomass in treated wells
relative to that in untreated control wells. Data were plotted as a function
of the log,, compound concentration, and standard sigmoidal dose-re-
sponse curves were fit to the data; 95% confidence intervals (Cls) are
reported to indicate the error of each ECs, determination. P values of
<0.05 were considered significant.

RESULTS

A candidate adenosine mimetic compound is identified in a
high-throughput assay of S. Typhimurium biofilm inhibition. A
high-throughput screening assay was developed to identify com-
pounds that would inhibit biofilm formation by wild-type S. Ty-
phimurium (strain JSG210). A library of 3,000 putative kinase
inhibitors was assembled by ChemBridge Corporation from a
450,000-compound library based on the predicted probability of
binding to the ATP-binding region of proteins and allosteric sites
of kinase targets. ChemBridge selected compounds to include in
the library based on the statistical significance of chemical simi-
larity to ATP, on the basis of Tanimoto scores (25). Low-energy
conformations of 5'-O-methyladenosine were used to query li-
brary compounds for structures mimicking the adenosine por-
tions of ATP, without providing energy for cellular processes. Bio-
film formation by wild-type S. Typhimurium 14028s was
quantified using a rapid attachment biofilm assay adapted from
previously described methods (26), with an automated Biomek
robot platform. Bacteria and drug (5 wM) were added together at
the beginning of the experiment. Biofilm formation was quanti-
tated following 24 h of growth, and candidate drugs were selected
based on demonstration of =30% reduction in the overall bio-
mass, relative to untreated controls. Initial automated screening
resulted in identification of 34 compounds exhibiting =30% re-
duction in biofilm formation, 5 compounds exhibiting =40% re-
duction in biofilm formation, and 3 compounds exhibiting =50%
reduction in biofilm formation. Manual testing of these com-
pounds using the rapid attachment biofilm assay in 3 separate
experiments eliminated all except one compound, i.e., compound
7955004 [3-(2-furylmethyl)-2-[[(5-hydroxy-1H-pyrazol-3-yl)
methyl]thio]-3,5,6,7-tetrahydro-4H-cyclopenta[4,5]thieno([2,3-
d]pyrimidin-4-on] (Fig. 1), which reliably demonstrated ~55%
reduction of S. Typhimurium biofilm formation, relative to un-
treated controls, at a concentration of 30 WM.

Compound 7955004 inhibits S. Typhimurium biofilm for-
mation in a dose-dependent manner, which is not due to bacte-
ricidal or bacteriostatic activity. Biofilms were grown as de-
scribed above, in the presence of various concentrations of
compound 7955004 (0.625 .M to 50 uM). Biofilm formation was
inhibited in a dose-dependent manner, reaching a maximum of
approximately 55% inhibition at a concentration of 30 uM (P <
0.0001) (Fig. 2A), which corresponded to visual observations.
Prior to crystal violet quantitation of the biofilms, plates were read
at ODy,, to monitor planktonic growth (Fig. 2B), which showed
no significant difference in mean ODy, values in the presence
versus the absence of compound 7955004 (P = 0.8241). We fur-
ther verified the lack of bactericidal/bacteriostatic activity through
bacterial CFU enumeration in the presence or absence of 30 pM
drug (Fig. 2C), and no significant differences between the regres-
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FIG 1 High-throughput screen of the adenosine mimetic library against S.
Typhimurium biofilm formation. Compounds that inhibited biofilm forma-
tion were identified with their putative interacting proteins by using ATP-
Sepharose resin and were correlated with their phenotypic effects. The target
protein interactome will be analyzed and derivatization of the lead compounds
will be carried out in order to optimize inhibitory effects. The initial library was
composed of 3,000 putative ATP mimetic compounds. Preliminary high-
throughput screening was used to select compounds of interest based on ob-
servation of =30% biofilm inhibition in the presence of the drugs. Compound
7955004 showed =40% biofilm inhibition in our secondary screen and was
prioritized as the lead compound of interest. The chemical structure of the
adenosine mimetic compound 7955004 is shown.

sion curves fit to treated versus untreated control data points were
found (P = 0.3525). The dose-response curve was used to plot the
observed activity of compound 7955004, such that 0% corre-
sponds to the minimal observed biofilm inhibition by compound
7955004 and 100% corresponds to the greatest inhibition, permit-
ting calculation of an ECs, of 7.27 wM (95% confidence interval
[CI], 5.46 uM to 9.68 uM) (Fig. 2D).

Compound 7955004 was subsequently tested for its ability to
inhibit biofilm formation by S. Typhi. Although S. Typhi forms
robust biofilms in vivo, biofilm formation in vitro is more variable
and progresses more slowly than for S. Typhimurium. The rapid
attachment assay was adapted to promote S. Typhi biofilm forma-
tion by growth in SOB for an extended period (60 h), followed by
biofilm quantitation and data analysis as described above. The
results indicated that biofilm inhibition by S. Typhi was more
modest than that observed for S. Typhimurium, reaching a max-
imum of 20% reduction in the overall biomass, relative to un-
treated controls, which was achieved with 50 uM drug (P <
0.0001) (data not shown). Compound 7955004 was similarly
tested for its ability to disperse preexisting 24-h biofilms. Biofilms
of S. Typhimurium and S. Typhi were grown as described, and 30
M drug was added at 24 h. After 48 h, biofilms were quantified
and compared to a biofilm grown without drug. No significant
decrease in biofilm presence was observed (P = 0.8988) (data not
shown).
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FIG 2 Compound 7955004 inhibits S. Typhimurium biofilm formation in a dose-dependent manner, which is not due to bacterial killing. (A) Quantitation of
S. Typhimurium biofilm formation via crystal violet staining of the bacterial biomass. Biofilm formation was quantified in the presence of various concentrations
of compound 7955004, demonstrating a dose-dependent response reaching a maximum of approximately 55% inhibition at a concentration of 30 puM,
compared to biofilms formed in the presence of solvent alone. *, P << 0.05; #::, P < 0.001; sk, P < 0.0001. (B) Densitometric quantitation of 24-h bacterial
growth in the presence of various concentrations of compound 7955004, demonstrating no significant difference among mean ODy, values (P = 0.824). (C)
Bacterial viability determined in the presence or absence of 30 pM compound 7955004 at various time points (0, 2, 4, 8, 16, and 24 h) by serial dilution and
enumeration to calculate CFU/ml, confirming that growth of planktonic bacteria remains unaffected by the presence of the compound (P = 0.8241). (D) ECs,
(7.27 uM [95% CI, 5.46 uM to 9.68 uM]) calculated by plotting percent biofilm inhibition, relative to wild-type values, as a function of log,, compound

concentrations and fitting the data using GraphPad Prism 6.

Compound 7955004 inhibits Acinetobacter baumannii bio-
film formation in a dose-dependent manner, which is not due to
bacterial killing. To determine whether the biofilm-inhibiting ef-
fects of compound 7955004 extended beyond Salmonella spp., the
compound was tested against 3 other biofilm-forming microbial
pathogens, i.e., Staphylococcus aureus (strain USA300), Pseudomo-
nas aeruginosa (strain PAO1), and Acinetobacter baumannii
(strain 19606). No effect on biofilm formation was observed with
P. aeruginosa, and only limited effects were detected with S. aureus
biofilms (data not shown). However, the testing of compound
7955004 against A. baumannii resulted in a dose-response curve
similar to that observed for S. Typhimurium, with the exception
that the reduction in the overall biomass, relative to untreated
controls, was greater for A. baumannii than for S. Typhimurium,
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with up to 80% biofilm inhibition in the presence of drug concen-
trations of 30 wM to 50 uM (>5 uM; P < 0.0001) (Fig. 3A). As
with S. Typhimurium, no difference in A. baumannii bacterial
growth (ODy,) following 24 h of incubation in the presence of the
drug was detected, implying that the inhibition of biofilm forma-
tion was not due to bactericidal or bacteriostatic effects (P =
0.8478) (Fig. 3B). An ECs, of 6.05 M (95% CI, 3.36 .M to 10.86
M) was determined as described above.

Compound 7955004 does not exhibit host cell toxicity. ATP-
binding proteins are common in eukaryotic cells, which raises
concerns about potential off-target effects when ATP mimetics are
used to treat human disease. To determine the potential cytotoxic
effects of compound 7955004, lactate dehydrogenase (LDH) as-
says were performed with HepG2 cells that had been grown in the
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FIG 3 Compound 7955004 inhibits A. baumannii biofilm formation in a dose-dependent manner, which is not due to bacterial killing. (A) Quantitation of A.
baumannii biofilm formation via crystal violet staining of bacterial biomass. Biofilm formation was quantified in the presence of various concentrations of
compound 7955004, demonstrating a dose-dependent response reaching a maximum of approximately 80% inhibition at a concentration of 30 wM, compared
to biofilms formed in the presence of solvent alone. *, P << 0.05; s, P << 0.01; s, P < 0.0001. The ECs, is 6.05 wM (95% CI, 3.36 .M to 10.86 M). (B) Evidence

that planktonic growth is unaffected by the compound at 24 h (ODy,) (P = 0.8478).

presence of 50 M, 30 WM, or 0 M compound 7955004 or Triton
X-100 (positive control) for 12 h or 24 h. Following treatment,
LDH release was quantified, revealing that no significant differ-
ence in mean LDH release was detected for HepG2 cells treated
with various concentrations of compound 7955004 versus un-
treated controls (P > 0.55), although all were significantly differ-
ent from the Triton X-100-treated cells (P < 0.001), indicating no
acute cellular cytotoxicity at the tested concentrations (Fig. 4A
and B). This result was confirmed with a trypan blue exclusion
assay (Fig. 4C). Thus, compound 7955004 showed no evidence of
acute toxicity for human hepatocytes at a concentration of 50 M,
which was over 6-fold greater than the established ECsy,.
Putative 7955004 protein targets are identified through ATP-
Sepharose affinity chromatography. To determine potential in-

teracting partners for compound 7955004 in the bacterial pro-
teome, wild-type S. Typhimurium was grown overnight and
bacterial lysates were prepared and run through an ATP-Sephar-
ose displacement affinity matrix (Fig. 5A). In this assay, ATP-
binding proteins are immobilized on matrix beads and retained
on the column until they are displaced by a binding partner with
greater or similar affinity or through allosteric interactions (22).
Following exhaustive washes with salt buffer to remove nonspe-
cifically bound proteins, compound 7955004 was added to the
column and eluate fractions were collected and electrophoresed
on an SDS-PAGE gel. ATP was added after these fractions were
collected, to release all remaining bound proteins. After 3 biolog-
ical replicates of this procedure, two bands (with molecular
masses of 60 kDa and 25 kDa) were consistently eluted by com-
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FIG 4 Eukaryotic Hep-G2 cells do not exhibit evidence of acute cytotoxicity in the presence of compound 7955004. (A and B) Twelve-hour (A) and 24-h (B)
lactate dehydrogenase (LDH) release assays were performed to evaluate the potential cytotoxicity of various concentrations of compound 7955004 on HepG2
hepatocytes. LDH release was compared among adherent HepG2 cells exposed to 2% Triton X-100 (complete lysis), tissue culture medium alone, or 30 uM or
50 M drug. Colorimetric quantitation of LDH release into the culture medium was conducted, demonstrating that even high concentrations of compound
7955004, at the upper boundary of the experimental dosage, do not exhibit LDH release above levels detected in untreated cells. (P < 0.001 relative to Triton
X-100 versus P = 0.55 relative to untreated controls). (C) Images of HepG2 cells were obtained with an inverted microscope after 24-h drug treatments as
described in panel A. Images demonstrate exclusion of trypan blue from the cytosol of cells treated with 0 wM, 30 M, or 50 wM drug, in contrast to Triton
X-100-treated cells, indicating that the tested concentrations of compound 7955004 do not result in compromise of cellular membrane integrity.
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FIG 5 ATP-Sepharose resin was utilized to determine candidate targets of
compound 7955004. (A) Lysates from S. Typhimurium grown under biofilm-
inducing conditions were added to ATP-Sepharose resin and incubated on ice
for 1 h to permit the interaction of bacterial ATP-binding proteins with the
resin. Columns were then washed extensively to remove nonspecifically bound
proteins and incubated with compound 7955004 (500 pM), followed by an
ATP wash (10 uM) to compete off proteins bound to the column. (B) Eluted
proteins were electrophoresed on a 10% SDS-PAGE gel and visualized via
silver staining to determine potential target proteins. Lane MW, protein mo-
lecular weight markers, with values indicated in thousands; lane L, whole-cell
lysate flowthrough; lane D, 500 wM 7955004; lane A, 10 M ATP. Protein
bands identified in lane D were subsequently submitted for mass spectrometry
and were identified as GroEL (upper band, with molecular weight of 60,0005
Hsp60) and DeoD (lower band, with molecular weight of 25,000; purine nu-
cleoside phosphorylase).

pound 7955004. These protein bands were cut from the gels, sub-
mitted for mass spectrometry, and identified as S. Typhimurium
GroEL (Hsp60) and purine nucleoside phosphorylase (PNP)
(DeoD), respectively (Fig. 5B).

DISCUSSION

Bacterial biofilms were first reported in 1978, when they were
observed both in the environment and under conditions associ-
ated with chronic human infections (27). Decades of research
have now demonstrated that these multicellular community
structures can greatly enhance bacterial resistance to antimicrobi-
als and host immune molecules (27, 28). Biofilms are a unique and
dynamic bacterial growth environment associated with altered
gene expression profiles and increased horizontal transmission of
resistance elements, facilitating adaptation to hostile environ-
ments. Such functions enhance bacterial growth in difficult host
niches and aid the establishment of chronic infections. Numerous
studies have demonstrated connections between biofilm forma-
tion by nontyphoidal Salmonella strains, antimicrobial resistance,
and persistence in food animals and throughout the food chain.
Our laboratory has demonstrated that biofilm formation in the
gallbladder facilitates chronic carriage of S. Typhi (13, 29). In light
of the importance of these multicellular structures in the infec-
tious cycles of S. Typhimurium and S. Typhi, we sought to disrupt
the formation of bacterial biofilms using small-molecule kinase
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inhibitors. It is thought that therapies that function through bac-
tericidal activity present selective pressures for the development of
antibiotic resistance (30); therefore, we focused on biofilm forma-
tion, a nonessential bacterial process known to facilitate persistent
infections.

Reports of multidrug-resistant Salmonella strains are now
common, and drug discovery is a high-priority research area in an
effort to find novel ways to fight infections and to cure disease (21,
31). Small-molecule inhibitors are of great interest and are being
explored for their ability to interrupt intracellular signal transduc-
tion and protein-protein interactions, as a method to disrupt pro-
cesses necessary for virulence (32). Recently, small-molecule inhi-
bition of toxT expression has been described for Vibrio cholerae,
and Geske et al. showed that nonnative N-acyl homoserine lactone
(AHL) signal molecules are able to inhibit quorum sensing and
biofilm formation in P. aeruginosa (33, 34). Our screen targeted
the complex but highly conserved cellular process of biofilm for-
mation, employing an automated, high-throughput, preliminary
screening method to assess potential drug targets. Previous re-
search clearly demonstrated a plethora of biofilm-associated pro-
teins and regulatory systems affecting biofilm formation (35);
therefore, we employed a top-down approach whereby we began
our screen by looking for the desired outcome (significant inhibi-
tion of biofilm formation), rather than targeting a particular sys-
tem. Subsequent efforts were directed at identifying the drug tar-
get, in order to begin to investigate the mechanism by which the
compound inhibited biofilm formation. Our preliminary screen
included 3,000 compounds, from which we identified a single
promising compound for further study, validation, and de-
rivatization. Employing an automated preliminary screen permit-
ted us to narrow the candidate compounds to 43, a number that
could be tested manually in subsequent assays. The preliminary
screen was conducted only once; therefore, it is certainly possible
that further replicates of this process or changes in the designated
30% inhibitory threshold would yield other promising candidates
from this library.

Our results demonstrate that targeting bacterial kinases/ATP-
utilizing enzymes to inhibit biofilm formation could be a promis-
ing therapeutic approach for the prevention of Salmonella enterica
biofilm formation. Compound 7955004 exhibits a dose-depen-
dent response and demonstrates efficacy against biofilm forma-
tion at concentrations ranging from 0.625 wM to 50 wM. Inhibi-
tion of biofilm formation by compound 7955004 is not a result of
bactericidal or bacteriostatic activity, as bacterial viability is unal-
tered after drug exposure. Compound 7955004 did not disperse
existing biofilms, suggesting specific effects on early events in the
process of attachment or biofilm microcolony formation. It was
demonstrated previously that the process of biofilm formation
results in increased antibiotic tolerance, which is not exhibited by
genetically identical cells in the planktonic phase of growth (28,
36,37). Therefore, the possibility that compound 7955004 may act
by shifting cells out of microcolonies and into the planktonic
phase, or maintaining them in a planktonic phase, is of great in-
terest with regard to future studies investigating the potential for
use of this compound in tandem with antibiotic treatment.

The core genomes of S. Typhi and S. Typhimurium share
>98% sequence identity (38); however, S. Typhimurium is more
amenable to laboratory study, genetic manipulation, and in vivo
animal modeling (13). S. Typhimurium forms biofilms in numer-
ous in vitro settings with greater speed and less variability than S.
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Typhi, perhaps due to the former’s ability to thrive in diverse host
and environmental settings, compared with the latter’s stringent
host restrictions. Preliminary testing was conducted in S. Typhi-
murium in order to enable subsequent studies of identified lead
compounds using available libraries of defined genetic mutations
and murine modeling of chronic carriage. However, in spite of the
more robust biofilm formation observed in S. Typhimurium and
the similarity of the genomes of the two organisms, the observed
biofilm-inhibiting effect of compound 7955004 was more modest
with S. Typhi (20% inhibition) than with S. Typhimurium (55%
inhibition). This could be due to the differing assay conditions
required for measurable in vitro biofilm formation by S. Typhi.
Additionally, studies aimed at identifying the interacting partners
of compound 7955004 indicated a member of the RpoS regulon,
DeoD, as a possible target. DeoD is positively regulated by RpoS
(39,40). Although it is widely used as a laboratory reference strain,
S. Typhi Ty2 produces a nonfunctional RpoS protein (41), which
potentially could diminish the effects of a compound targeting
positively regulated components of the RpoS regulon. In addition
to further lead compound optimization, additional testing will be
conducted using clinical isolates carrying wild-type rpoS.

Although functional processes related to biofilm formation
may be conserved widely among bacterial species, our laboratory
and others have demonstrated that gene expression in Salmonella
biofilms can be quite variable. Biofilm genes and surface antigens
may be heterogeneously expressed in response to different sub-
strata or growth conditions and even in different regions of an
individual bacterial community (13, 42-44). As this work in-
volved biofilms grown on a polystyrene surface, further studies
will need to be conducted to investigate the potential of this com-
pound to reduce biofilm formation on additional substrata and in
different media. In vivo studies employing the murine model of
chronic gallbladder carriage of Salmonella will be of particular
interest (12).

Compound 7955004 showed cross-genus activity against A.
baumannii biofilm formation. A. baumannii is a Gram-negative
opportunistic pathogen that is frequently reported as a cause of
nosocomial infections. Several genes and cellular processes in-
volved in attachment and extracellular matrix production are
shared among biofilm-forming bacterial pathogens (45); among
these are the production of cellulose, type IV pili, and biofilm-
associated protein (Bap) (35). Nonmicrobicidal approaches for A.
baumannii have shown interference in biofilm formation with the
addition of compounds with binding capacities in many domains
of response regulators (46). Two-component systems have be-
come a therapeutic target in recent years, due to their tight regu-
lation of many virulence genes in A. baumannii and other patho-
genic bacteria (47, 48). Salmonella and Acinetobacter are both able
to form biofilms on biotic and abiotic surfaces, and they share
biofilm regulatory genes such as envZ/ompR and clpX (4, 12, 49—
52), supporting further investigation of the use of kinase inhibi-
tors against biofilm formation by both genera.

Protein targets elucidated from the ATP-Sepharose studies in-
cluded GroEL (Hsp60) and a purine nucleoside phosphorylase
(DeoD). GroEL is a chaperone protein capable of interacting with
and assisting in the proper folding of many proteins in eukaryotes,
bacteria, and archaea (53, 54). In Salmonella, functional GroEL
activity requires interactions with the cochaperonin protein
GroES (55). Both GroEL and GroES rely on ATP binding and
hydrolysis for their joint functions in cells. GroEL was found to be
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essential for biofilm formation in Mycobacterium smegmatis and
more recently was identified in the extracellular matrix of non-
typeable Haemophilus influenzae (56, 57). GroEL has also been
implicated in bacterial adherence to eukaryotic cells, including
intestinal epithelial cells with Clostridium, Lactobacillus, and S.
Typhi (58-60). Although mutants of GroEL have been found to be
lethal in Escherichia coli, previously described mechanisms of
GroEL/GroES function reveal that ATP binding occurs at multiple
steps, including substrate binding, GroEL/GroES interaction, and
enzymatic functionality. Therefore, it is possible that the effects of
compound 7955004 reduced the functionality of GroEL but less
completely than genetic deletion of groEL.

The second major protein target eluted from the ATP-Sephar-
ose column was a purine nucleoside phosphorylase (PNP), DeoD.
DeoD is responsible for scavenging and breaking down nucleo-
tides, producing free purine bases and a free sugar that can be
utilized as a carbon source. Bacterial DeoD has been greatly stud-
ied as a potential drug target because of marked differences in
subunit and active site interactions between human and bacterial
PNP protein structures (61, 62). DeoD also has been previously
implicated in bacterial multicellular behavior, having been found
to be significantly increased in biofilms of E. coli lacking the bio-
film-repressing ycfR (63). Additionally development of rugose
colony morphology in Vibrio (64) and early attachment and bio-
film formation in Streptococcus have been shown to be dependent
on DeoD activity (65). Subsequent studies will focus on employ-
ing heterologous deletions in these putative target proteins to es-
tablish whether they are important in Salmonella biofilm forma-
tion and to better understand how compound 7955004 is working
in the early stages of biofilm formation.

The data presented demonstrate the promise of synthetic small
molecules to generally prevent Salmonella biofilm formation or to
improve treatment methods for chronic Salmonella infections in
mammalian hosts. Future work will involve optimization of com-
pound 7955004 with the goals of increasing its potency and broad-
ening its efficacy to additional biofilm-forming pathogens. Effi-
cient targeting of these infectious foci has great potential to
facilitate eradication of chronic infections, resulting in decreased
global disease burdens.
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Annex 1: Qquestionnaire for Surveillance of Salmonella drug resistance in animals
Genera information gathered at each farm site.

Commodity type: Poultry: Swine: cattle

Slaughter house:

Production system: Commercial intensive farm Backyard Production

Farm/Owner name

Address region District: Kebele:

Number of animalsin afarm

Type of feed:

Grassonly: Grass and commercia processed feed: processed feed only:

History of antimicrobial use

Do you use antimicrobial drugsin the farm? If yesfor what purpose?

a Treatment,
b. Prophylaxis,
c. Asfeed additive.
If you use for prophylaxis, at what frequency do you use?
a. Every 3 month
b. Every 6 months
c. Once per year

d. Other: specify
What are the common antibiotic drugs used in the farm?
Use of drugs
Drug class Dosage Duration of Route of administration Frequen

Ora | Oral with | Injectio
feed or n
water

administration cylyear




Feed additives

Drug or other
chemicals

Concentration in
PPM

Frequency

Remarks

Type of disinfectant & method of application on the farm

Class of Trade Name of Method of Application
Disinfectant Disinfectant
(if applicable)

Pressure washer

Backpack

Other (describe)

Genera information about specific animal sampled

Species

Sex

age

Typica clinical signif the animal issick:

Recent history of antibiotic treatment (Y es/ No)

Name of antibiotic drug if yes

Describe any additional important observations/ remarks




Annex 2: Questionnaire for investigation of use of antibiotics and its impact on prevalence
of drug resistance Salmonella in humans

Patient Information

Serial number Sex Age date

Site/place of collection: region woreda

Kebele

Association with farms

Is there any farm close to your residence? How far?

Do you work in farm? If yeswhat farm? Dairy, Poultry, Swine, other
What is your specific job in the farm (cleaning barn, milking, animal attendant, other)

Do you eat or drink raw animal products?

Have you ever got Diarrhea? If yeswhen

Have you been treated with antibiotics? If yeswhich antibiotic?

History of antibiotic treatment for non Salmonella cases within the last 1 year

If yes how many times and which antibiotic for how long did you
take
How do you get antibiotics physician Prescription Self medication

Do you currently have diarrhea?




Annex 3: Participants information sheet
Background information of the study

Multidrug resistant non-typhoidal Salmonella (NTS) is one of the major health problem in
Ethiopia and elsewhere in the world. However the major serovars affecting humans and animals,
genetic determinants of resistance and contribution of use of drugs in animals to development of
resistance in humans is not established. Therefore, this study is designed to investigate the major
serovars of Salmonella in humans and animals in Ethiopia, prevalence of drug resistance, the
genetic determinants of drug resistance and association of use of antibioticsin animals and drug
resistance in humans. This study will be conducted in and around Addis Ababa at a radius of
150 km. The study has been ethically approved by Institutional Review Board (IRB) of School of
Pharmacy, IRB of College of health Science, Addis Ababa University.

Therefore you and your family are voluntarily requested to participate in the study after
understanding the objectives of the study, the risk and discomfort, benefits and confidentiality.
Your parent’s (in case of individuals under 18 years) and your choice not to participate in the
study will have no effect on the care you will be provided from the health facility and hence you
still receive the same treatment as others without any prejudice.

Objectives of the study

The main objective of the study is to investigate the major serovars of Salmonella in humans and
animals in Ethiopia, prevalence of drug resistance, the genetic determinants of drug resistance
and association of use of antibioticsin animals and drug resistance in humans

Study participants

In this study 87 people in close contact with animals and 87 individuals attending health
stations with clinical signs of diarrhea will participate. Individuals with all age group and both
sex will participate in the study.

Samplesrequired and examinations/Resear ch

If you and/or your parent (in case individuals under 18 yrs) agree to participate in the study, you
will provide stool samples for isolation of Salmonella.

Risk and discomfort
We do not expect a definitive risk as aresult of sample collection or participating in the study.
Benefits

Whether you participated or not you will get the routine health services rendered by health
facility you visited. This means there is no direct benefit as a result of your participation in this
study.



I ncentives
Y ou will not be given any incentives to participate in the study.
Confidentiality

Information related to your name will be treated strictly confidential. Names and identifiers will
be coded and deleted after data collection and therefore data will be treated anonymously for
communication of results. Informed consent forms and questionnaires will be kept in a locked
cabinet and will be destroyed after a year following termination of data collection. The results of
your laboratory examination will not be shown to anyone except the research team and your
doctor.
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Annex 5: Study participant consent form

Name of participant age sex

Code study site/ health facility

| confirm that | and my parent (in case of individuals under 18 yrs) have been given adequate
information about the research project “Study on drug resistance salmonellain central Ethiopia”

I, and my parent(s)( in case of individuals under 18 yrs) have been requested to provide stool
sample. The researchers informed me that there is no major risk associated with participating in
the study or providing the requested samples. | and /or my parents have also understood that the
results of laboratory diagnosis will be used for research purposes and the information related to
myself/my family will be kept strictly confidential. | and /or my parents are well informed that
participation in the study is fully voluntary and | /or my family can withdraw anytime without
giving any reason. Moreover, | am and/or my family is fully aware that non-participation in this
project will not subject me or my family to any heath service denial from the health facility
either now or in the times to come. | and /or my parent confirm that al the information provided
to me is clear and has been conveyed by the language that | fully understand. Finally, | and/or
my parent declare that | have been given enough time to deliberate before | and/or my parent
agree to participate in the study, | and/or my parent(in case individuals under 18 yrs) signed this
informed consent.

Name of participant signature Date
Name of parent/guardian Signature Date
Name of researcher obtaining consent signature Date

Name and signature of witnesses

1

2.

3.

Name and address of contact person

Tadesse Eguale

Tele: +251911435759,

School of Pharmacy, Addis Ababa University, Ethiopia



Annex 6: Study participant consent form for underage

Name of participant age sex

Name of the parent or legal guardian

Code study site/ health facility

| confirm that | and my child (under 18 yrs) have been given adequate information about the
research project “Study on drug resistance salmonellain central Ethiopia”

My child(s) (under 18 yrs) have been requested to provide stool sample. The researchers
informed me that there is no major risk associated with participating in the study or providing the
requested samples. | and /or my child have also understood that the results of laboratory
diagnosis will be used for research purposes and the information related to myself/my family will
be kept strictly confidential. | and /or my child are well informed that participation in the study is
fully voluntary and | /or my family can withdraw anytime without giving any reason. Moreover,
| am and/or my family is fully aware that non-participation in this project will not subject me or
my family to any health service denial from the health facility either now or in the times to come.
| and /or my parent confirm that all the information provided to me is clear and has been
conveyed by the language that | fully understand. Finaly, | and/or my child declare that wehave
been given enough time to deliberate before we agree in participation of my child in the study, |
as parent/legal guardian of my child(under 18 yrs) signed this informed consent.

Name of parent/guardian Signature Date

Name of researcher obtaining consent signature Date

Name and signature of witnesses

1

2.

3.

Name and address of contact person

Tadesse Equale

Tele: +251911435759,

School of Pharmacy, Addis Ababa University, Ethiopia



Annex 7: 274k TAFLPT Q1T P
ek a4 O9° hLTY, or

PrLamC RTC ek 0/ PG HERI°

Ar Q%% (029 0O (9P ALTLEFA iz Govt (T APRT) hHY 1AL HA0@ AAN NP AFEXP
PAATP2A ANECE OCHB TS &Yt PavREI NP +7 Aavd AN 271849 75+ “Study on  drug resistance
salmonella in central Ethiopia” 0Pet Aeeate heeoas &+ AATSE OF HCHC ol eHAm™ ooy
ACOAMNAU~:  (HU9® POl Ay ORI (AN (ALIBETFA s Goot W APHF) e7Gk +tAdd ooy
PA1¢- GG Aaehnt TMEPTA:NTGE NaPA+G A Gav<§ Aavamt OC (H2PH AnAk PoLfee FaCT AI8AN
O TaeT6PE TINEATA: ALTANLI TIALNTFPA:: (FeRT149° Phs PANC-F4S PURIPT mt (19LAMC ATRTLEUS
AFPLAL JOCIPCS TG NF AILTLAA FINPATA = NPT APt ave oo (1§ SLATTE AL HavAlt WIS
ANGAL NP9 P90 ALY PRICT apamdt ALNLAT (9TTS @I UH PPSE TATerET TIRLT WILIPTA
TCLFAV: LUT OFILLLP  PURIPS AININT ATRTIRELPNT HINLATA: NPRLAT STHINONTT AT8U-I°
AQTAN, 100017 OE a°LE DHlS0- NPA OTGE AGPAtE P99 ET (14CT1% ALITNAU-:

etatd, age éCM il

PaPA R/ LAS1. OT° 4CM 7

etAdd O PO QAL 9P 4CT 7

Nageert Pt P10 AT A9°S 4G

PIPCI°4- tmé N9°G AhLéA -
FL0 hah
P4CUI0L TIPVCT h&AT AN AN 20CAET A%.0 AN AFE%P
eaoAht AT #TC- 176
aah 0911435759



Annex 8. ¢1eH TAFLPT OIOTrE P

eTet tadd (9 h&Ty, e
PaPA R/ LA, OT° h&Ty, er
PrLAMC ¢TC PGk 0 [ fmG R

A% hG h&I@/P n 15 Gavt \FF PP AL, 291/av HY NAL PHIA0@. AN NaPPA AFEEP PAATC2A ARECS
ACTAG a0t LavRERI° Pk Agvd AT £91.84°1 o+ “Study on  drug resistance salmonella in central
Ethiopia” 0TS+t Aoeate her@AS T 04t AATPGE N HCHC a°48 eHAM?  aPPEY  ALIINAU-:  OHU-GP
Ot h&IBMIP s G0t (T e Ag PGk tATd (Ll P04~ Gav-G Aaramet
T2 PAT:NTGE (10PA+E AG Gav-G Qaeamt OC AFEPH Anak P91 Fae TIACT ATRAN OFaPsTISPE TINEATA::
M Hena169° PANCF4S VNPT At (19LAMC ATRILENT AFPLA. PCI°CS TG NF AIRTLOAN TINLAGTA ::
TGk aoatq av-f (oo (EPLTTrE AL OFavalt RIS ANdAL NPI9° 9°99° ATt 9°h2et evamt
APNLA N9T75DI° 1LH, 0PGE +HAFETET TIRLP WILIPFTA +HL&TGA: BUT N914T19°  Uh9PS Aldlnet
WITIRRLPNT FINEAGA: N9PeRLAIC PHINOATT (1B aPlF NHeA0- NPA (PSR ATIATE  aP(9997ET 04018
ALIINAU-::

tatd. ag &G 7

PaPAR: /LA, OT° 4CM 7

etAdd O PO QAL 9P &CT 7

a9t OPT L10% ATTET A9°T 4.1

PIPCI4- tmé N9°G AhLeA -
L0 Azd
P4-CTIA. FIPUCT hEAT A0 AN RLACAHTE AG.0 ANNE ATE%P
eaoAht AT #TC- 176
aah 0911435759
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