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Abstract
In this study, it was aimed to determine the phylogroups of Escherichia coli isolates from horse, cat, dog, sheep, cattle, and 
chicken feces samples and to investigate some important virulence genes of the isolates. For this purpose, a total of 600 
feces samples, 100 from each animal species, were used as material. For the isolation of E.coli, feces samples were directly 
inoculated on MacConkey agar. The identification of the isolates was performed via phenotypic tests and species-specific 
multiplex Polymerase Chain Reaction (mPCR) method. PCR methods were used to phylotype E.coli isolates and to investi-
gate virulence genes (bfpA, eaeA, LT, ST, Stx1, and Stx2). Of the total 600 E.coli isolates recovered in this study, 120 (20%), 
269 (44.8%), 58 (9.7%), 19 (3.2%), 35 (5.8%), 56 (9.3%), 31 (5.2%), and 12 (2%) were identified as phylogroup A, B1, B2, 
C, D, E, F, and Escherichia clade I, respectively. While the virulence gene was detected in 149 (24.8%) E.coli isolates, no 
virulence gene was detected in 451 (75.2%) isolates. According to the analysis results, the most determined virulence gene 
was Stx1, while the least determined virulence gene was LT. In conclusion, in this study, when both the animal species and 
the number of E.coli isolates examined are considered, the data obtained are of great importance in epidemiological terms. 
However, the detection of virulence genes in 13.5% among phylogroup A, B1, and C isolates with commensal characteristics 
suggest that these isolates may show pathogenic characteristics with the virulence genes they contain.
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Introduction

The genus Escherichia currently consists of a total of six 
species (E. albertii, E. coli, E. fergusonii, E. hermannii, E. 
marmotae, and E. ruysiae), and E. coli is the most important 
species first described and known in the genus (Parte et al. 
2020). E. coli is a Gram-negative, usually motile, non-spore-
forming, a rod-shaped microorganism found in the normal 
intestinal microbiota of human and warm-blooded animals 
and causing intestinal or extra-intestinal infections (Moxley 
2013; Gomes et al. 2016; Jang et al. 2017). Some pathogenic 
E. coli strains have zoonotic properties and can be transmit-
ted to humans by direct contact with the feces of various 

animals or by consuming food and water contaminated with 
feces (Mustak et al. 2013).

Knowing the genotypic and phenotypic characteristics of 
E. coli recovered from animals is important for the preven-
tion of E. coli infections. Phylotyping plays an important 
role in knowing the characteristic features of E. coli iso-
lates, preventing and controlling infections, and determin-
ing new treatment methods (Mustak et al. 2013; Omerovic 
and Mustak 2018). In addition, the phylotyping analysis, 
established by Clermont et al. (2000), confers significant 
information about E. coli strains, because of the variety of 
isolates in the ecological niche, lifestyle, propensity to cause 
disease and phenotypic and genotypic traits regarding their 
phylogroup background (Amiri and Ahmadi 2019). Phylo-
genetic typing using PCR has 80–95% concordance with 
MLST analysis, showing that such testing can be used to 
study the genetic diversity of strains of E. coli (Gordon et al. 
2008; Coura et al. 2019). The Clermont phylotyping scheme 
remains a popular tool for E. coli classification, as it can 
be performed rapidly and inexpensively in a laboratory. In 
addition, this classification scheme remains useful to make 
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comparisons of newly sequenced isolates against historical 
literature, which contains many references to strains clas-
sified only by the Clermont scheme. The Clermont Typ-
ing Method includes PCR methods in which chuA, arpA, 
yjaA, trpAgpC, ArpAgpE, trpA (internal control) genes, 
and TspE4.C2 DNA fragment are amplified. (Clermont et al. 
2013; Waters et al. 2020). Considering the data obtained 
from both the Clermont Typing Method and advanced 
molecular analyzes (Multi-Locus Sequence Typing (MLST) 
and Whole Genome Sequence (TGS)), currently, 8 phy-
logroups (A, B1, B2, C, D, E, F, and G) belonging to E. 
coli and five phylogroups (Escherichia clade I–V) belong-
ing to the genus Escherichia (Clermont et al. 2013, 2019). 
However, it is known that the isolates responsible for the 
extraintestinal infection are mostly in phylogroup B2, D, E, 
F, and G, and commensal isolates are in phylogroups A, B1, 
and C (Omerovic and Mustak 2018; Clermont et al. 2019).

Pathogenic E. coli strains cause various diseases in 
humans and animals with their virulence factors. Investi-
gation of genes encoding virulence factors in the strains is 
important in terms of determining the pathogenic character 
of the strains and interpreting the pathogenesis of infections 
(Kaper et al. 2004; Weintraub 2007). Heat-Labile Toxin (LT) 
is a toxin inactivating at 60 ºC, for 30 min and causing diar-
rhea by activating adenylate cyclase, which catalyzes cyclic 
AMP (cAMP). Heat-Stable Toxin (ST) is a toxin resist-
ant to 100 ºC, 15 min, and causes diarrhea as a result of 
cyclic GMP (cGMP) accumulation by activating guanylate 
cyclase in the intestinal epithelium (Erdem 1999; Moxley 
2013). Shiga toxin (Stx) is a toxin usually produced by E. 
coli O157:H7 and causes diarrhea, hemorrhagic colitis, and 
hemolytic uremic syndrome (Erdem 1999; Melton-Celsa 
2014). Stx has two subgroups (Stx1 and Stx2). Stx1 is the 
same as the Shiga toxin produced by Shigella dysenteriae 
serotype 1 or differs only in one amino acid. Stx2 has more 
toxic effects than Stx1 (Bertin et al. 2001; Moxley 2013). 
Bundle-forming pilus (bfp) is fimbrial adhesin produced by 
typical enteropathogenic E. coli (EPEC). bfp, together with 
EspA (an outer membrane protein), performs the first stage 
of adhesion of EPEC to intestinal epithelial cells (Mox-
ley 2013). bfp, an important virulence factor of EPEC, is 
encoded by the bfpA gene found in EAF (EPEC Adhesion 
Factor) plasmids (Kaper et al. 2004; Melo et al. 2005). 
lntimin (eae) is an outer membrane protein and is encoded 
by the eae gene located in the LEE5 (Locus of Enterocyte 
Effacement 5). eae is produced by pathogenic E. coli strains 
(EPEC and enterohemorrhagic E. coli (EHEC)) that cause 
attaching and effacing (A/E) lesions in host cells (Moxley 
2013; Omerovic et al. 2017).

In this study, it was aimed the isolation and identification 
of E. coli from cattle, sheep, horse, cat, dog, and chicken 
feces samples, the detection of the phylotypes for E. coli 

isolates obtained, and the investigation of the important viru-
lence genes present in these isolates.

Materials and methods

Feces samples

In the study, a total of 600 feces samples (100 from each 
animal species) collected from slaughterhouses, farms, and 
animal shelters visited between April and August 2019 were 
used as material. It was collected cattle and sheep feces sam-
ples from seven slaughterhouses in Kayseri, Turkey, chicken 
feces samples from four poultry slaughterhouses in Bolu, 
Turkey, horse feces samples from three horse farms in Kay-
seri, cat, and dog feces samples from three animal shelters 
in Kayseri and Nevşehir, Turkey. It was transported to the 
laboratory in the cold chain after the samples were trans-
ferred into sterile plastic containers, and analyzed within 
the same day.

Standard strain

Escherichia coli ATCC 25,922, E. coli NCTC 13,384, and, 
E. coli clinical strains (obtained from animal feces and iden-
tified by PCR) found in the culture collection of Erciyes 
University, Faculty of Veterinary Medicine, Department of 
Microbiology were used as standard strains.

DNA extraction

Commercial DNeasy UltraClean Microbial Kit (Qiagen 
12224-250, USA) was used to extract DNA from E. coli 
isolates. The extraction procedure was carried out in accord-
ance with the manufacturer’s instructions.

Bacterial isolation

For the isolation of E. coli, feces samples were directly 
inoculated on MacConkey agar (Thermo Fisher Scientific 
CM0007, ABD). The plates were incubated at 37 °C in an 
aerobic environment for 24 h. At the end of the incubation 
period, the E. coli-suspect colonies (bright-pink coloured 
colonies on MacConkey agar) were evaluated and their pure 
cultures were obtained on 7% sheep blood agar (Neogen 
NCM2013A, USA). The pure cultures of the isolates were 
stored at − 84 °C in Brucella Broth (Liofilchem 64,026, 
Italy) supplemented with 15% glycerin.
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Phenotypic identification

Gram staining, motility test, oxidase, catalase, indole, 
methyl red (MR), hydrogen sulfide (H2S), and carbohydrate 
fermentation tests were performed for the phenotypic iden-
tification of the E. coli-suspect isolates.

Molecular Identification

It was performed with minor modifications in the mPCR 
reported by Godambe et al. (2017), and for this purpose, 
uidA and uspA genes were amplified. For the PCR mix pre-
pared in a total volume of 25 µl: 2.5 µl 10X PCR Buffer 
(Vivantis, RB0201, Malaysia), 3 µl MgCl2 (Thermo Sci-
entific, R0971), 0.5 µl 10 mM dNTP (Vivantis, NP2410), 
0.4 µl Taq polymerase (5 U/µl) (Thermo Scientific, EP0402), 
1 µl from each primer (10 pm) (Table 1) and 3 µl template 
DNA were used. The thermal cycling conditions were: initial 
denaturation at 94 °C for 5 min, 35 cycles of amplification 
(denaturation at 94 °C for 10 s, annealing at 55 °C for 10 s, 
and extension at 72 °C for 1 min), and a final extension at 
72 °C for 10 min.

Clermont typing method

In order to determine the phylogroups of E. coli isolates, 
the Clermont Typing Method, which consists of the quad-
ruplex PCR, phylogroup C and E-specific mPCR reported 
by Clermont et al. (2013), was used. Quadruplex PCR was 
performed with minor modifications to the PCR reported by 
Clermont et al. (2013), and the chuA, yjaA, arpA genes, and 
TspE4.C2 DNA fragments were amplified (Table 1). For the 
PCR mix prepared in a total volume of 25 µl: 2.5 µl of 10X 
PCR buffer, 3 µl of MgCl2, 0.5 µl 10 mM dNTP, 0.4 µl Taq 
polymerase (5 U/µl), 1 µl of each primer (10 pm) and 3 µl 
template DNA were used. The thermal cycling conditions 
were: an initial denaturation step at 94 °C for 4 min, 30 
cycles of amplification (denaturation at 94 °C for 5 s, anneal-
ing at 59 °C for 20 s, and extension at 72 °C for 1 min), and a 
final extension at 72 °C for 5 min. As a result of quadruplex 
PCR, a quadruplex profile was determined for each isolate 
by evaluating the presence/absence of the three genes and 
a DNA fragment mentioned above (e.g. +−+−, arpA +, 
chuA −, yjaA +, TspE4.C2 -). Thus, phylogroup C specific 
mPCR for the differentiation of the isolates with phylogroup 
A/C profile (+−+−); Phylogroup E specific mPCR for dif-
ferentiating of the isolates with phylogroup D/E profiles 
(++−− and ++−+) and phylogroup E/Escherichia clade I 
profile (+++−) was performed. mPCR in which trpAgpC 
and trpA (internal control) genes were amplified, for the 
determination of E. coli phylogroup C; mPCR in which 
ArpAgpE and trpA (internal control) genes were amplified, 
for determining phylogroup E was carried out. PCR mix and 

amplification conditions (primer annealing in phylogroup E 
specific mPCR: 57 °C) are the same as for the quadruplex 
PCR mentioned above.

Analysis of virulence genes

For the investigation of virulence genes (LT, ST, Stx1, Stx2, 
bfpA, eaeA) in E. coli isolates, mPCR reported by Huasai 
et al. (2012) was performed with minor modifications. For 
the PCR mix prepared in a total volume of 25 µl: 2.5 µl 
of 10X PCR buffer, 3 µl of MgCl2, 0.5 µl 10 mM dNTP, 
0.4 µl Taq polymerase (5 U/µl), 0.2 µl of each primer (10 
pm) (Table 1) and 3 µl template DNA were used. The ther-
mal cycling conditions were: initial denaturation at 94 °C for 
1 min, 30 cycles of amplification (denaturation at 94 °C for 
30 s, annealing at 55 °C for 30 s, and extension at 72 °C for 
1 min), and a final extension at 72 °C for 10 min.

Agarose gel electrophoresis and imaging

The PCR products obtained during the molecular identifica-
tion, phylotyping, and analysis of virulence genes of E coli 
isolates were subjected to electrophoresis in a 1.5% agarose 
gel added to ethidium bromide (3µL/50mL) at 120 V, 500 
mA for 50 min. Then, the agarose gel was visualized on the 
imaging system (Syngene G: Box F3) and evaluated.

10. Statistical analysis

All statistical analyzes were performed using the Jamovi 
program (version 1.6.13) in the study. The statistical signifi-
cance of the difference between the phylogroups of E. coli 
isolates and the rates of virulence genes in the isolates was 
evaluated with the Pearson Chi-square test and Fisher’s exact 
test and the significance level was determined as P < 0.05. In 
addition, the statistical correlation between phylogroups and 
virulence genes presence in E. coli isolates was calculated 
by the Pearson Chi-square test and the significance level was 
determined as P < 0.01.

Results

Isolation and identification

All of the 600 feces samples analyzed in the current study 
were found to be positive for E. coli, and a total of 600 E. 
coli-suspect isolates, one from each sample, were obtained. 
All of the isolates were identified as E. coli as a result of 
phenotypic tests and molecular analysis (mPCR). As a result 
of phenotypic tests, all isolates that were Gram (−), motile, 
oxidase, and H2S negative, catalase, indole, MR, glucose, 
lactose, and sucrose positive were evaluated as E. coli. All 
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Table 1   List of primers used in molecular analyzes

Method Target gene Primers Primer sequences (5′-3′) Ampli-
con size 
(bp)

References

Molecular
identification (mPCR)

uidA uidA-F TAT​GGA​ATT​TCG​CCG​ATT​TT 166 Godambe et al. (2017)
uidA-R TGT​TTG​CCT​CCC​TGC​TGC​GG

uspA uspA-F CCG​ATA​CGC​TGC​CAA​TCA​GT 884
uspA-R ACG​CAG​ACC​GTA​GGC​CAG​AT

Phylotyping (Quadruplex PCR) chuA chuA.1b ATG​GTA​CCG​GAC​GAA​CCA​AC 288 Clermont
et al. (2013)chuA.2 TGC​CGC​CAG​TAC​CAA​AGA​CA

yjaA yjaA.1b CAA​ACG​TGA​AGT​GTC​AGG​
AG

211

yjaA.2 AAT​GCG​TTC​CTC​AAC​CTG​TG
TspE4C2 TspE4C2.1b CAC​TAT​TCG​TAA​GGT​CAT​CC 152

TspE4C2.2b AGT​TTA​TCG​CTG​CGG​GTC​GC
arpA AceK.F AAC​GCT​ATT​CGC​CAG​CTT​GC 400

ArpA1.R TCT​CCC​CAT​ACC​GTA​CGC​TA
Phylotyping (Group C spesific 

mPCR)
trpA trpAgpC.1 AGT​TTT​ATG​CCC​AGT​GCG​AG 219

trpAgpC.2 TCT​GCG​CCG​GTC​ACG​CCC​
trpA (Internal Control) trpA.F CGG​CGA​TAA​AGA​CAT​CTT​

CAC​
489

trpA.R GCA​ACG​CGG​CCT​GGC​GGA​
AG

Phylotyping (Group E spesific 
mPCR)

arpA ArpAgpE.F GAT​TCC​ATC​TTG​TCA​AAA​
TAT​GCC​

301

ArpAgpE.R GAA​AAG​AAA​AAG​AAT​TCC​
CAA​GAG​

trpA (Internal Control) trpA.F CGG​CGA​TAA​AGA​CAT​CTT​
CAC​

489

trpA.R GCA​ACG​CGG​CCT​GGC​GGA​
AG

Analysis of Virulence Genes 
(mPCR)

bfpA bfpA-F AAT​GGT​GCT​TGC​GCT​TGC​
TGC​

326 Huasai
et al. (2012)

bfpA-R GCC​GCT​TTA​TCC​AAC​CTG​
GTA​

eaeA eaeA-F GTG​GCG​AAT​ACT​GGC​GAG​
ACT​

891

eaeA-R CCC​CAT​TCT​TTT​TCA​CCG​
TCG​

LT LT-F GGC​GAC​AGA​TTA​TAC​CGT​GC 450
LT-R CGG​TCT​CTA​TAT​TCC​CTG​TT

ST ST-F ATT​TTT​CTT​TCT​GTA​TTG​
TCTT​

190

ST-R CAC​CCG​GTA​CAA​GCA​GGA​TT
stx1 stx1-F AAA​TCG​CCA​TTC​GTT​GAC​

TAC​TTC​T
370

stx1-R CAG​TCG​TCA​CTC​ACT​GGT​
TTC​ATC​A

stx2 stx2-F TGC​CAT​TCT​GGC​AAC​TCG​
CGA​TGC​A

283

stx2-R GGA​TCT​TCT​CCC​CAC​TCT​
GAC​ACC​



World Journal of Microbiology and Biotechnology (2023) 39:14	

1 3

Page 5 of 10  14

of the isolates that formed bands both 166 bp (uidA) and 
884 bp (uspA) as a result of agarose gel electrophoresis in 
the species-specific mPCR used in molecular identification 
were defined as E. coli.

Clermont typing method

In the current study, bands of 400 bp (arpA), 288 bp (chuA), 
211 bp (yjaA), and 152 bp (TspE4.C2) were detected in the 
agarose gel electrophoresis test performed after quadru-
plex PCR (Fig. 1). The phylogroups of E. coli isolates were 
determined according to the quadruplex profiles formed by 
the evaluation of the presence/absence of these three genes 

and a DNA fragment. In the agarose gel electrophoresis test 
performed after Group C specific mPCR, bands of 219 bp 
(trpAgpC) and 489 bp (trpA) were detected; after group 
E specific mPCR, bands of 301 bp (ArpAgpE) and 489 bp 
(trpA) were detected (Fig. 2). The isolates positive both 
trpAgpC and trpA in phylogroup A/C profile (+−+−) were 
defined as phylogroup C, while the isolates positive both 
ArpAgpE and trpA in phylogroup D/E profile (++−− and 
++−+) or in E/Escherichia clade I profile (+++−) were 
defined as phylogroup E. Only the trpA positive isolates 
were defined as phylogroup A, D, or Escherichia clade I.

Of the total 600 E. coli isolates recovered in current study, 
120 (20%), 269 (44.8%), 58 (9.7%), 19 (3.2%), 35 (5.8%), 56 

Fig. 1   The agarose gel electrophoresis image of quadruplex PCR 
products. arpA (400  bp), chuA (288  bp) and yjaA (211  bp) genes, 
and TspE4.C2 (152  bp) DNA fragment. M: Marker (100–3000  bp), 
P1: Phylogroup B1 Positive Control (E. coli ATCC 25,922 (+−−+)), 
P2: Phylogroup B2 Positive Control (E. coli NCTC 13,384 (−++−)), 
N: Negative Control (Sterile deionized distilled water), 1: Phylogroup 

A isolate (+−−−), 2: Phylogroup A/C isolate (+−+−), 3: Phylogroup 
B1 isolate (+−−+), 4–6: Phylogroup B2 isolates (−++−), (−+−+), 
(−+++), 7–8: Phylogroup D/E isolates (++−−), (++−+), 9: Phylo-
group E/Escherichia clade I isolate (+++−), 10: Phylogroup F isolate 
(−+−−), 11: Phylogroup Escherichia clade I isolate (−−+−)

Fig. 2   The agarose gel electrophoresis image of phylogroup C and 
phylogroup E specific mPCR products. trpAgpC (219 bp), ArpAgpE 
(301 bp) and trpA (489 bp) (internal control) genes. M: Marker (100–
3000 bp), P1: Phylogroup C Positive Control (E. coli clinical isolate), 

P2: Phylogroup E Positive Control (E.coli clinical isolate), N: Nega-
tive Control (Sterile deionized distilled water), 1–2: Phylogroup C 
isolates, 3–4: Phylogroup A isolates, 5–6: Phylogroup E isolates, 7: 
Phylogroup D isolate, 8: Phylogroup Escherichia clade I isolate
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(9.3%), 31 (5.2%) and 12 (2%) were identified as phylogroup 
A, B1, B2, C, D, E, F and Escherichia clade I, respectively. 
According to the analysis results, the most detected phylo-
group was B1 (44.8%), while the least detected phylogroup 
was Escherichia clade I (2%). However, phylogroup B2, D, 
F, and Escherichia clade I in the isolates from horse feces, 
phylogroup C and Escherichia clade I in the isolates from 
cat feces, phylogroup C and F in the isolates from sheep 
feces, and, Escherichia clade I in the isolates from chicken 
feces was not detected. The phylogroup distribution of E. 
coli isolates from animal feces samples is given in Table 2. 
As a result of the statistical analysis, it was found a signifi-
cant correlation between the animal species from which E. 
coli isolates were obtained and the phylogroup type detected 

(P < 0.05) (Table 2). Accordingly, the distribution of phylo-
groups varied among animal species.

Analysis of virulence genes

In the study, bands of 326 bp (bfpA), 891 bp (eaeA), 450 bp 
(LT), 190 bp (ST), 370 bp (Stx1), and 283 bp (Stx2) were 
detected in the agarose gel electrophoresis test performed 
after mPCR (Fig. 3). While the virulence gene was detected 
in 149 (24.8%) of 600 E. coli isolates, no virulence gene 
was detected in 451 (75.2%) of them. Of the isolates, 10 
(1.6%), 5 (0.8%), 17 (2.8%), 2 (0.3%), 17 (2.8%), 54 (9%), 
26 (4.3%) and 18 (3%) was found to be positive bfpA, eaeA, 
eaeA + Stx2, LT, ST, Stx1, Stx2 and Stx1 + Stx2, respectively 

Table 2   Phylogroup distribution 
of the E. coli isolates of animal 
origin

n: Number of the E. coli isolates, (%): Percentage of the detected phylogroups
–: Number of the isolates with no phylogroup detected

Phylogroup Animal Species
n (%)

P Value
(χ2 Statistic)

Horse Cat Sheep Dog Cattle Chicken Total

A 28 (23) 8 (7) 16 (13) 34 (28) 8 (7) 26 (22) 120 (20) < 0.001 (37.500)
B1 64 (24) 20 (7) 70 (26) 16 (6) 75 (28) 24 (9) 269 (44.8) < 0.001 (153.351)
B2 – 32 (55.2) 4 (6.9) 14 (24.2) 2 (3.4) 6(10.3) 58 (9.7) < 0.001 (81.919)
C 4 (21) – – 4 (21) 4 (21) 7(37) 19 (3.2) < 0.012 (12.743)
D – 8 (22.9) 3 (8.6) 6 (17.1) 1 (2.8) 17 (48.6) 35 (5.8) < 0.001 (35.469)
E 4 (7.1) 18 (32.2) 5 (9) 12 (21.4) 6 (10.7) 11 (19.6) 56 (9.3) 0.004 (16.938)
F – 14(45.2) – 6 (19.4) 2 (6.4) 9  (29) 31 (5.2) < 0.001 (32.009)
Escherichia
Clade I

– – 2 (17) 8 (66) 2 (17) – 12 (2.0) < 0.001 (16.641)

Total 100 100 100 100 100 100 600

Fig. 3   The agarose gel electrophoresis image of the amplifica-
tion products obtained from mPCR used to investigate the E. coli 
virulence genes. ST (190  bp), Stx2 (283  bp), Stx1 (370  bp), bfpA 
(326  bp), LT (450  bp) and eaeA (891  bp) genes. M: Marker (100–
3000 bp), P1: bfpA and eaeA positive EPEC clinical isolate, P2: ST 
and LT positive ETEC clinical isolate, P3: Stx1 and Stx2 positive 

STEC clinical isolate, N: Negative Control (Sterile deionized distilled 
water), 1: bfpA positive isolate, 2: eaeA positive isolate, 3: eaeA and 
Stx2 positive isolate, 4: LT positive isolate, 5: ST positive isolate, 6: 
Stx1 positive isolate, 7: Stx2 positive isolate, 8: Stx1 and Stx2 positive 
isolate
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(Table 3). According to the analysis results, the most deter-
mined virulence gene was Stx1, while the least determined 
virulence gene was LT. It was statistically found a significant 
difference in terms of presence rate of virulence genes in the 
600 isolates of animal origin (P < 0.05) (Table 3).

When E. coli phylogroups and the virulence genes that 
they contain were compared, while the most virulence gene 
was detected in phylogroup A isolates, the least virulence 
gene was detected in Escherichia clade I isolates. The asso-
ciation between the phylogroups of E. coli isolates and the 
virulence genes detected are given in detail in Table 4. It 
was statistically found a significant difference in terms of 
phylotyping and virulence genes presence in the 600 coli 
isolates (P < 0.01).

Discussion

The infections caused by E. coli are one of the major causes 
of economic losses in the livestock sector. Therefore, know-
ing the genotypic and phenotypic characteristics of E. coli 

isolates isolated from animals is important for the preven-
tion of these infections (Clermont et al. 2013; Mustak et al. 
2013). In this study, phylogroups of 600 E. coli isolates 
obtained from animal feces were determined by PCR and, of 
the isolates, 120 (20%), 269 (44.8%), 58 (9.7%), 19 (3.2%), 
35 (5.8%), 56 (9.3%), 31 (5.2%) and 12 (2%) were identified 
as phylogroup A, B1, B2, C, D, E, F and Escherichia clade 
I, respectively (Table 2).

There are a limited number of studies conducted in Turkey 
to determine the phylogroups of E. coli isolates recovered 
from animal feces. Mustak et al. (2013) reported that of 61 E. 
coli isolates from Wistar rats, 70.4% and 29.5% identified as 
phylogroup B1 and B2, respectively. The fact that the ratio of 
phylogroups B1 and B2 determined in this study was different 
from our study suggests that it may be due to the difference 
in animal species examined. Omerovic and Mustak (2018) 
reported that of 150 E. coli isolates from chicken feces, 
19.32%; 35.35%; 11.33%, and 34% were defined as com-
mensal phylogroups (A, B1, C), extraintestinal phylogroup 
(B2, D, E, F), Escherichia clades and unknown phylogroup, 
respectively. The fact that the rate of commensal phylogroups 

Table 3   Virulence gene profiles 
of the E. coli isolates

–: Number of the E. coli isolates without virulence gene profile, (%): Percentage of the detected virulence 
gene, χ2 = 90,705, P < 0,05

Virulence Gene Profiles Animal Species

Horse Cat Sheep Dog Cattle Chicken Total (%)

bfpA – – 4 - - 6 10(1.6)
eaeA 3 - - - 2 - 5 (0.8)
eaeA + Stx2 – – – 17 - - 17 (2.8)
LT – – – - 2 - 2 (0.3)
ST – – – 6 5 6 17(2.8)
Stx1 2 14 8 6 6 18 54 (9)
Stx2 5 2 4 – 6 9 26 (4.3)
Stx1 + Stx2 – – – 6 3 9 18 (3)

Table 4   Association Between 
Phylogroup and Virulence Gene

χ2 = 362, P < 0,01

Phylogroup Viru-
lence 
Genes

Total

bfpA eaeA eaeA +Stx2 LT ST Stx1 Stx2 Stx1 +Stx2

A – – 17 – – 6 8 – 31
B1 – – – – – – 12 3 15
B2 10 – – – – 2 – – 12
 C – 3 – – 2 1 3 – 9

D – – – – – 21 – 6 27
E – 2 – 2 13 7 3 – 27
 F – – – – 2 15 – 9 26

Escherichia clade I – – – – – 2 – – 2
Total 10 5 17 2 17 54 26 18 149
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(19.32%) detected in this study was lower than the rate (57%) 
detected in the isolates of chicken origin in our study can be 
explained by the fact that the researchers used the isolates 
recovered from the feces of sick chickens.

When the studies on the phylotyping of E. coli isolates 
of animal origin worldwide were examined, Bhave et al. 
(2019) reported that of the 19 ExPEC strains from chicken 
feces, 52.63%, 36.84%, and 10.53% were identified as 
phylogroup B2, A and D, respectively. Goudarztalejerdi 
et al. (2020) defined 72% of 50 isolates obtained from 
chicken feces as extraintestinal phylogroups. The fact that 
the ratio of extraintestinal phylogroups detected in these 
studies was higher than the ratio (43%) detected in isolates 
from chicken feces in our study can be explained by the 
characteristics of the samples examined, nutrition, hygiene 
level, and the PCR protocol used these study.

In the studies performed on the phylotyping of E. coli 
isolates from cat and dog feces, Akhtardanesh et al. (2016) 
determined 66.7%, 1.2%, 13.4%, and 18.9% of 90 isolates 
from cats was phylogroup A, B1, B2, and D, respectively. 
Coura et al. (2018) reported that of 37 isolates from dogs, 
1 (2.7%), 8 (21.6%), 7 (18.9%), 3 (8.1%), 8 (21.6%) and 10 
(27%) identified as phylogroup A, B1, B2, D, E and unknown, 
respectively. While Bourne et al. (2019) detected the most 
phylogroup B1 (35%) in 203 isolates from dogs, they detected 
the most phylogroup B2 (41.3%) in 334 isolates from cats. In 
our study, 28% of the isolates from cat feces were commensal 
phylogroup (A and B1) and 72% of them were extraintestinal 
phylogroup (B2, D, E, and F); on the other hand, 54% of the 
isolates from dog feces were commensal phylogroup (A, B1, 
and C) and 46% of them were extraintestinal phylogroup (B2, 
D, E, and F). In the studies mentioned above, it was reported 
different results in the phylogroup distribution of the iso-
lates from cat and dog feces. This can be associated with the 
character/number of the samples, geography, climate, diet, 
intestinal morphology, and hygiene level (Stoppe et al. 2017).

When the studies (Souto et al. 2017; Coura et al. 2017; 
Wang et al. 2018) performed on phylotyping of E. coli iso-
lates from cattle and calf feces are examined, it is seen that 
the most detected phylogroup is B1 (> 50%). In our study, 
it was defined the most phylogroup B1 (75%) in the isolates 
from cattle feces and the results were found to be consist-
ent with these studies (Souto et al. 2017; Coura et al. 2017; 
Wang et al. 2018). When the studies (Carlos et al. 2010; 
Johnson et al. 2017; Kennedy et al. 2018; Saei and Zavar-
shani 2018) performed on phylotyping of E. coli isolates 
from horse and sheep feces were examined, most of the iso-
lates were defined as commensal phylogroup (A, B1) and 
these results were found to be consistent with our study.

In the current study, the phylogroups of 12 (2%) E. coli 
isolates were also determined as Escherichia clade I. In 
order to confirm the isolates, it is predicted to use the PCR 
methods used cryptic clade primers (Clermont et al. 2013).

In this study, the presence of various virulence genes 
in 600 E. coli isolates was investigated and while it was 
detected virulence genes in 149 (24.8%) isolates, it was not 
detected virulence genes in 451 (75.1%) isolates. The most 
determined virulence gene was Stx1, while the least deter-
mined virulence gene was LT. In addition, only one viru-
lence gene in 114 isolates was detected, while two virulence 
genes in 35 isolates were detected together (Table 3).

There are a limited number of studies conducted in 
Turkey to investigate the presence of bfpA, eaeA, LT, ST, 
Stx1 and Stx2 virulence genes in E. coli isolates from ani-
mal feces. Aydın et al. (2010) investigated the presence of 
eaeA, Stx1, and Stx2 in six E. coli O157:NM strains from 
cattle and they detected Stx2 in 2 (33.3%) strains. Pehli-
vanoglu et al. (2020) examined the presence of eaeA, Stx1, 
and Stx2 in 17 E. coli isolates from cattle and they detected 
eaeA in one isolate. In these two studies, it is seen that Stx1 
was not detected in E. coli isolates, positivities of eaeA and 
Stx2 were found between 0 and 5.9% and 0-33.3%, respec-
tively. In our study, positivities of eaeA, Stx1, and Stx2 in 
the isolates of cattle origin were detected as 2%, 9%, and 
9%, respectively. The minor differences in virulence gene 
positivity can be explained by the character of the samples 
examined, the number of the isolates examined or the PCR 
methods used.

In the studies performed on the investigation of exist-
ence of these virulence genes in worldwide, it is seen that 
it was eaeA the most gene detected in the E. coli isolates of 
cattle, horse, and cat origin (Huasai et al. 2012; Cabal et al. 
2013; Chandran and Mazumder 2013; Caliman and Marin 
2014; Tostes et al. 2017; Watson et al. 2017); was eaeA 
and Stx1 the most genes detected in the isolates of dog and 
sheep origin (Chandran and Mazumder 2013; Sekse et al. 
2013; Ferreira et al. 2015; Torkan et al. 2016); was eaeA 
and Stx2 the most detected genes in the isolates of chicken 
origin (Ghanbarpour et al. 2011; Oh et al. 2012; Cabal et al. 
2013; Chandran and Mazumder 2014), and the rate of viru-
lence genes detected in the isolates has varied. This can be 
explained by the character (diarrheal/normal) of the sam-
ples, hygiene management, nutrition, or the PCR method 
used. The type/positivity of virulence genes detected in the 
E. coli isolates in our study is consistent with the studies 
mentioned above, except for minor differences. In addition, 
in the studies mentioned above, the rate of virulence genes 
detected in the isolates of chicken origin is between 6 and 
40%. Contrary to these studies, a relatively high rate (48%) 
of virulence genes were detected in the isolates of chicken 
origin in our study. This revealed that hygienic measures 
in poultry slaughterhouses where samples were collected 
should be reviewed.

In this study, virulence genes were detected in 31 phy-
logroups A, 15 B1, 12 B2, 9 C, 27 D, 27 E, 26 F, and two 
Escherichia clade I isolates (Table 4). There are the limited 
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number of studies (Ghanbarpour et al. 2011; Ferreira et al. 
2015; Coura et al. 2017, 2018; Kennedy et al. 2018; Saei and 
Zavarshani 2018) in worldwide in which both phylogroups 
and virulence genes (bfpA, eaeA, LT, ST, Stx1, Stx2) in the 
E. coli isolates of animal origin (fecal) were investigated 
and compared. In these studies (Ghanbarpour et al. 2011; 
Ferreira et al. 2015; Coura et al. 2017, 2018; Kennedy et al. 
2018; Saei and Zavarshani 2018), an average of 50% viru-
lence genes presence were detected even in phylogroup A 
and B1 isolates, which are considered commensal. In our 
study, the most virulence gene was statically detected in phy-
logroup A isolates, and it was consistent with these studies 
(Table 4).

Conclusion

In the current study, the detection of virulence genes in 
13.5% among phylogroup A, B1, and C isolates with com-
mensal characteristics suggest that these isolates may show 
pathogenic characteristics with the virulence genes they con-
tain. In addition, the detection of virulence genes at the rate 
of 48% in the E. coli isolates of chicken origin revealed that 
hazard analyzes and critical control points (HACCP) pro-
grams should be actively applied in poultry slaughterhouses.
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