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Abstract: Bacteriophages can provide alternative measures for the control of E. coli O157:H7 that is
currently an emerging food-borne pathogen of severe public health concern. This study was aimed
at characterising E. coli O157:H7 specific phages as potential biocontrol agents for these pathogens.
Fifteen phages were isolated and screened against 69 environmental E. coli O157:H7. Only 3 phages
displayed broad lytic spectra against environmental shiga toxin-producing E. coli O157:H7 strains.
These 3 lytic phages were designated V3, V7 and V8. Subsequent characterization indicated that
they displayed very high degree of similarities despite isolation from different locations.
Transmission Electron microscopy (TEM) of the phages revealed that they all had isometric heads
of about 73 — 77 nm in diameter and short tails ranging from 20 - 25 nm in diameter. Phages V3, V7
and V8 were assigned to the family Podoviridae based on their morphology. Pulsed field gel
electrophoresis (PFGE) genome estimation of the 3 phages demonstrated identical genome sizes of
~ 69 nm. The latent periods of these phages were 20 min, 15 min, and 20 min for V3, V7 and V8
respectively while the burst sizes were 374, 349 and 419 PFU/ infected cell respectively. While all
the phages were relatively stable over a wide range of salinity, temperatures and pH values, their
range of infectivity or lytic profile was rather narrow on environmental E. coli O157:H7 strains
isolated from cattle faeces. This study showed that the Podoviridae bacteriophages are the dominant
E. coli O57:H7-infecting phages harboured in cattle faeces in the North-West Province of South
Africa and due to their favourable characteristics can be exploited in the formulation of phage

cocktails for the bio-control of E. coli O157:H7 in meat and other meat products.
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1. Introduction

Despite the current decontamination strategies employed to inactivate bacterial pathogens
especially E. coli O157:H7 in the food chain, cases of foodborne infections and even deaths associated
with the consumption of food contaminated with E. coli O157:H7- occur regularly in many countries
throughout the world [1-3]. Most E. coli O157:H7 infections are associated with foods of animal origin
and dairy products [4], contaminated meat [5], mince beef products [4] and fresh produce [6, 7].

However, ground beef is still the most frequently implicated source of E. coli O157:H7 infections and
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has been implicated in over 75% of outbreaks recorded worldwide [4, 7]. Although the majority of
outbreaks occur in developed countries, some sporadic cases of infections and outbreaks have also
been reported in developing countries [1, 2, 8-14]. In contrast to developed nations, African countries
are faced with the problem of poor health systems and inefficient surveillance or pathogen tracking
systems exacerbating the burden of disease in these nations. In addition, the frequent occurrence of
E. coli O157:H7 infections is a serious additional problem to disease-burden of these nations and thus
requires effective control measures.

In order to curb public health problems associated with E. coli O157:H7 contamination in meat,
a number of preservation procedures and decontamination strategies have been utilized and
continue to be developed and implemented [15-18]. Presently, conventional decontamination
procedures, including but not limited to heat treatments, chemical wash, and irradiation have been
applied to meat carcasses to reduce bacterial contamination [16]. Although some success has been
reported with the application of these methods especially when combined in a multiple hurdle
approach, limitations do exist for others. For instance, the application of some physical methods such
as steaming and hot water washing as bacteria control strategies has been observed not only to be
costly operations but also have a negative effect on appearance and quality of meat carcasses resulting
in consumer rejection [19]. In the same way, the application of some chemical compounds as a
decontamination procedure is also limited by several factors such as their non-selective mode of
action against a wide range of microorganism, negative effect on sensory properties of meat, the
detrimental effects of chemical residues to the health of workers as well as their corrosiveness that
could impact the food processing environment [19, 20]. Moreover, the common use of chemical
sanitizers has been shown to select for resistant strains rendering this procedure less effective [21].

Against this background, there is the need to develop other environmentally safe strategies that
are effective at reducing or eliminating bacteria pathogens particularly Shiga-toxin producing E. coli
0157:H7 strains on beef carcasses, meat and at the same time do not have a negative effects on the
nutritional and sensory properties of the final raw food products as opposed to chemical and physical
treatments. Recently, there has been growing interest in the use of lytic bacterial viruses also known
as bacteriophages as biocontrol agents in humans, animals, plants and in food products because of
their enormous antibacterial properties [22-24]. In addition to their bactericidal ability, they do not
change the structure, odour and flavour of food products and are considered safe in humans since
they can only target susceptible bacterial cells. Moreover, bacteriophages can self-replicate thus do
not require repeated dosage and they are present almost everywhere in the environment where they
can easily be isolated [22-24].

In the search for phages, it has been demonstrated that the chances of isolating them are higher
where their hosts are highly prevalent, thus for phages infecting pathogens such as E. coli O157:H7
whose normal reservoir is the GIT of cattle, faeces of this ruminant represent an ideal source for
isolation [25]. Numerous studies have reported the isolation of faecal-originating phages infecting E.
coli 0157 from countries all over the world including USA, UK, Canada, Spain [25-28]. The prevalence
of phages in animals that was reported in these studies varies from one region to another with
prevalence ranging from 10% - 28% but in some cases going up as high as 49% [29, 30]. The disparity
in the abundance of phages in faecal sources could be as a result of monthly variations in the
population of E. coli as well as E. coli O157:H7 in both the GIT of animals and the environment [25].

Nonetheless, these studies, have demonstrated that phages are most often present in the environment
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when their bacteria hosts are also present which then stimulates the need to continuously assess their
bio-control potentials against antibiotic and virulent bacteria strains like E. coli O157:H7.

Given this renewed interest on phage biocontrol of pathogens in food products, several phage-
based products that have shown considerable potential have been approved for use and are already
commercially available in the market in countries like North-America and Europe. LISTEX™ P100
and Listshield™ (LMP-103 TM) which have been approved by the US Department of Agriculture
(USDA) for the control of Listeria monocytogens and EcoShield™ has also been permitted for the
control E. coli O157:H7. Similarly, SalmoFresh another phage-based preparation received Generally
Recognised as Safe (GRSA) recognition from the FDA in 2013 for direct applications onto meat
products and fresh produce. In the West, all these products have been received and applied by the
food producers as natural antimicrobials employed in reducing the risk of food-borne human
diseases due to the consumption of contaminated foods.

However, in Africa there is little or no information on the application of phages in the food sector
due to the fact that our understanding of bacteriophages and their possible biocontrol potential is
limited. In addition, the lack of reports on phage studies in most developing countries could be
attributed to the ultramicroscopic nature of viruses making them difficult to handle in standard
microbiology laboratories present in these countries. Therefore, phage research in Africa is relatively
new and few studies have been reported in which these bio-control agents were isolated from the
environment. Despite the fact that a few reports have described the isolation and characterisation of
phages infecting Bacillus, Pseudomonas, Enterobacterin and S. aureus [31, 32], to the best of our
knowledge there have been no studies on the isolation and characteristics of phages infecting E. coli
0157:H7. Therefore, this study is the first to present a detailed report on the isolation of strictly lytic
(virulent) phages with antibacterial activity against environmental virulent E. coli O157:H7 isolates
from cattle in some randomly selected farms in the North-West province (South Africa). In order for
these phages to be considered suitable candidates for biocontrol applications, they were further
characterised based on their infectivity range, morphology, growth parameters and the stability of
the phage preparations in situ under different conditions as well as assessment of their genomic
analysis. The main intention is to develop bacteriophage-based treatments that would be potentially
useful in the biocontrol of E. coli O157:H?7.

2. Materials and Methods

2.1 Bacterial Strains

Phages were isolated from cattle faeces in farms using environmental E. coli O157:H7 strains that
are listed in Table 1. These strains were also isolated from cattle faecal samples collected from eight
(A, B,C, D, E F, G, H) farms in the North-West province. These E. coli O157:H7 isolates were fully
characterised and their virulent properties are outlined in a previous report [33]. A total of 14 E. coli
0157:H7 strains were used as indicators to screen faecal samples for the presence of endemic phages.
The selection was based on their genotypic variability as well the different geographical location from
which the strains were isolated. E. coli O157:H7 strains were routinely grown in tryptic soy broth
(TSB) broth at 37 °C and preserved at -80 °C in 20% (v/v) glycerol. During experimental procedures,
bacterial stocks were held at room temperature for 1 hour and later sub-cultured on tryptic soy agar

(TSA). Pure colonies were used as host strains for phage experiments.

Table 1: E. coli O157:H7 strains used in the detection of phages and their sources from which they were isolated
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Farm/Source Strain ID PFGE group
A A27 VI
A40 I
B B10 1\Y
B56 1\Y
C C9 \Y
C13 I
E E7 VI
E13 \Y
F F1 \Y
F5 \Y
G G17 I
G5 I
H H1 111
H10 II

2.2 Ethical clearance

This study was approved by the Mafikeng Campus Animal Ethics Committee of the North West
University, South Africa and ethical clearance (NWU-00074-15-A9) was issued prior to sample
collection.

2.3 Enrichment and isolation of bacteriophages with E. coli O157:H7 as the host

The isolation and enrichment of phages was based on a previously described method [34] with
modifications. Cattle faecal samples were collected between May 2017 to August 2017 from cattle in
farms in North West province, South Africa and used as bacteria host strains for phage isolation. Ten
grams of faecal samples was dissolved in 100 ml of lambda dilute and mixed thoroughly. Faecal
suspensions were centrifuged at 10 000 x g for 10 mins to remove particulate matter. The clarified
sample (10 ml) was added to a 10 ml overnight culture of each of 14 E. coli O157:H7 host strains in
double-strength TSB with 2 mM CaClz. The suspension was incubated for 48 h with gentle shaking
at 50 rpm at 37 °C. After incubation, suspension were centrifuged at 5,400 x g for 15 min at 4 °C and
supernatants were carefully filtered through 0.22 um Millipore syringe filters (Fischer Scientific,
Ottawa, ON) and the clarified crude lysates (filtrates) were stored at 4 °C.

The spot-test technique was used to detect for phage activity against E. coli O157:H7 [35]. Briefly,
100 ul of an overnight culture of the bacterial hosts were mixed with 3 ml of molten top agar (0.6%
w/v agar) held at 50 °C and then overlaid immediately unto Modified nutrient agar (MNA) agar
plates so as to create a bacterial lawn and allowed to solidify for 15 mins. Phage activity was tested
in the enriched samples by spotting with 10 ul from each lysate on the top of soft agar containing the
bacterial lawn and allowed to adsorb for about 10 min. Plates were incubated at 37 °C for 24 h. After
incubation, plates were observed for zones of cell killing or bacteria growth inhibition in the bacterial
lawns at the sites where the lysate was dropped. If present, the cleared spots were collected from the
overlays (soft-agar layers) by cutting using a one ml pipette tip and placing each plaque individually
in a 2 ml Eppendorf tube containing 300 ul of phage buffer. The tubes were stored overnight at room
temperature to allow phage particles to diffuse out from the soft agar. The mixture was later filtered

through 0.22 um Millipore syringe filters (Fischer Scientific, Ottawa, ON) membrane syringe filters.
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2.4 Purification of phages

Isolated phages were purified using the soft agar overlay method described by [35]. Ten-fold
serial dilutions of each lysate that was positive for the spot test was prepared, and 100 pl of each
dilution was mixed with 100 pl of an overnight culture of the host bacterium for 10-15 mins at 30 °C.
Three millilitres of molten top agar held at 50 °C was added to the mixture and overlaid onto MNA
agar plates. Plates were incubated at 37 °C for 16-24 h in upright positions. Plaques from different
bacteria hosts with varying sizes and morphologies were picked from the overlays and placed
individually in 300 pl phage buffer {A-buffer: 5.8g/L NaCl; 2g/L MgSOs. 7H20; 10ml/L 1M Tris-
HCI (pH7.5)} and held overnight incubation at 4 °C for phages to diffuse out of the agar.
Bacteriophages in the lysates were purified three successive times in order to obtain single plaques
with homogeneous plaque morphologies. Ten-fold serial dilutions of the purified phage lysates were
prepared and phages titres were determined and tested using the soft agar overlay technique. The

purified phage lysates were stored at 4 °C.

2.5 Determination of the lysis profile of isolated phages

The isolated bacteriophages were screened for their ability to infect host bacterial cells in order
to determine their infectivity range or lysis efficiency. This assay is based on the ability of the phage
to either produce a clear plaque, turbid plaque or no lysis against a specific host cell. , and A total of
69 environmental E. coli O157:H7 strains previously isolated from cattle and identified were used in
this assay that employed the spot test [36]. Bacterial lawns of all the 69 E. coli O157:H7 strains were
prepared on modified nutrient agar (MNA) and 10 ul droplets of phages lysates with titres of 1 x 107
PFU/ml were spotted on these lawns. The plates were incubated at 37 °C for 24 h and checked for the
presence of plaques. The most efficient phages based on the lysis profiles, plaque clarity and size thus

displaying zones of lysis against most of the isolates were selected for further studies.

2.6 Propagation of phage in liquid medium

Phage propagation was performed using the liquid propagation method [35]. Briefly, for each phage,
1 ml of the mid-exponential phase (ODsoo= 0.45-0.55) culture of the host bacterium was inoculated to
100 ml of fresh modified tryptic soy broth (mTSB) containing 10 mM CaCl.. To this 100 pul of phage
lysate with at least 1 x 108 pfu/ml (MOI ~ 0.1) was added and incubated aerobically at 37 °C with
shaking at 170 rpm for 6 - 8 h or until lysis occurred. The mixture was centrifuged at 6000 x g for 10
mins at 4 °C. The supernatant was neutralized with 0.1 N NaOH (pH =7.0) and filtered with 0.2 pm
syringe filter (Fischer Scientific, Ottawa, ON). The titres of phages present in the lysate was
determined using the double layer agar method (34). Aliquots of 100 ul from each 10-fold serially
diluted lysate was mixed with 100 pl of the bacterial host suspensions and 3 ml of 0.6% (w/v) top
agar was added to the tubes. The contents of the tubes were immediately poured unto Modified
nutrient agar (MNA) agar plates and plates were allowed to solidify for 15 mins. Plates were
incubated aerobically at 37 °C for 24 h. Phage titration was done in triplicate. High titre phage lysates

were stored at 4 °C until they were concentrated using PEG.

2.7 Concentration and Purification with Polythethylene Glycol (PEG)
Phage concentration and purification was performed using a previously described methods [37, 38].

DNAse 1 and RNAse A to a final concentrations of 1 pg/ml respectively were added to lysates to
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degrade residual bacterial DNA and RNA while 0.5 M NaCl was later added to the mixture and
incubated at 40°C for 1 h. The suspension was centrifuged at 6000 x g for 10 min at 4 °C and the
phage-containing supernatant was transferred into a clean flask. High titre propagated phage lysates
were precipitated by adding PEG 8000 gradually with constant stirring, to a final concentration of
10% w/v. The mixture was incubated at 4 °C overnight to allow precipitation of the phage particles.
A PEG pellet, containing phage particles, was obtained by centrifugation at 11,000 x g for 10 mins and
at 4 °C. Supernatants were carefully removed using a pipette and care was taken to ensure that the
pellet was undisturbed. The pellet was washed twice in 0.1 M ammonium acetate (pH=7.0) and re-
suspended in 0.5 ml sterile distilled water. The re-suspended pellet was incubated overnight at 4 °C

in order to soften it. The phage suspension was stored at 4 °C until transmission electron microscopy.

2.8 Transmission Electron Microscopy

The morphology of the isolated phages was investigated using the transmission electron microscope
[38]. Sample preparation and electron microscopy was performed by Dr. Anine at the North-West
University, Potchefstroom Campus in South Africa. Briefly, phage pellet obtained after PEG
precipitation and ammonium acetate washing was re-suspended in 50 pl lamda diluent. A drop of
the suspension was placed on carbon-coated formvar grids and allowed to stand for 2 min. The
suspension was stained with 1% (w/v) ammonium molybdate (pH=7.0) for 5 min and excess fluid
was drawn off with filter paper. Grids were allowed to air dry and then examined with a FEI Tecnai
G2 20 S-Twin transmission electron microscope operating at 120kV and a magnification range of
20000 - 100000. Micrographs were taken with a Gatan bottom mount camera using Digital
Micrograph software at 80 kV and a magnification range of 20,000 to 250,000.

2.9 Phage stability under different chemical and physical conditions

2.9.1 Effect of different incubation temperatures on phage stability

To determine the effects of different incubation temperatures on phage stability, phage lysates of
known titres were incubated at 45 °C. Titre of the phage was determined by the soft-agar overlay
technique after 1 h incubation. The experiment was repeated at temperatures 50 °C, 55 °C and 60 °C.
Phages that were diluted in phage buffer was used as a control. Each treatment was performed in
triplicate. The inoculated plates were incubated at 37 °C for 24 h and after 24 h the number of plaques

was counted for each treatment and results were recorded.

2.9.2 Effect of different pH levels on phage stability

The pH stability of the phage was determined using a previously described method with some
modifications [39]. Briefly the pH of TSB was adjusted to the following ranges: 2, 4, 8, 10, and 12 by
the addition of either 1M HCL or 1M NaOH. Aliquots of 900 ul of the pH adjusted TSB were
transferred into Eppendorf tubes and 100 pl of phage lysates were added to the tubes. The tubes were
gently mixed and left to stand at room temperature for 18 h. After 18 h the titre of the phages in each
sample was determined using the soft agar overlay technique [35]. In order to achieve this, 100 ul of
phage suspension was mixed with 100 ul of overnight culture, and the mixture plated using the
double layer agar techniques. Phage diluted in TSB was used as a control. Each treatment was
performed in triplicate. All plates were incubated aerobically at 37 °C for 24 h and the number of

plaques was counted to determine phage titre for each pH treatment and results were recorded.
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2.9.3 Effect of salinity on phage stability

The effect of different saline concentrations on the stability of the phages was determined [39].
Aliquots of 100 ul of each phage lysate was added to 900 ul of TSB containing 0.5%, 10% and 15%
NaCl respectively and incubated aerobically at 37°C for 18 h. Phage diluted in TSB was used as a
negative control in the experiment. After incubation, both the treated and untreated phage lysates
were plated using the soft-agar overlay technique. The number of plaques were counted and used

to determine the phage titre for each of the different treatment and control samples.

2.9.4 Effect of chloroform on phage stability

The effect of chloroform on the stability of phages was determined using a previously described
method but with minor modifications [39]. Optimal phage dilutions of 1 x 105 was prepared in lambda
diluent. Aliquots of 1 ml of each dilution was treated with 10% (v/v) chloroform and stored at room
temperature (25 °C) with gentle shaking for 1 hr. The suspension was centrifuged at 10000 x g for 10
mins at 4 °C. The phage titre of the supernatant was determined using an overnight culture of E. coli
0157:H7 G17 as the host bacterium. A phage diluted in lambda diluent was used as acontrol sample.
Treatments were performed in triplicates. Plates were incubated at 37 °C for 24 h and phage titres

were calculated using average values for each treatment.

2.10 One-step growth curve

Burst sizes and latent periods of selected phages were determined by a one-step growth experiment
according to a previous method [40]. Phages were diluted in 9.9 ml TSB in order to obtain 10¢ pfu/ml.
The temperature of the diluted phage lysate and overnight culture was maintained at 37 °C in a water
bath. Phages were added to host bacterium at MOI of 0.1 and the mixture was mixed well and
incubated at 37 °C while noting the time 0. Two large tubes containing 9.9 ml of TSB were prepared
for 10? and 10* dilutions and kept at 37 °C. After 10 mins of incubation, 100 ul of the adsorption
mixture was transferred into the 102tube and mixed thoroughly. Using a clear and sterile pipette, 0.1
ml of the mixture was transferred from the tube with dilution factor 102 to tube 10 The contents in
the tube was mixed thoroughly and incubated at 37 °C for 90 mins. After 20 mins, samples were
collected every 5 mins for 90 min and phages were titrated in each respective sample as previously
described [40]. The relative burst size was determined by dividing the number of virus-like particles
released from the cell by the number of virus particles initially added. The relative burst size obtained
at different time intervals were plotted against time to determine the latent periods. The average
counts obtained from triplicate treatments per sample, were plotted to obtain the one-step growth

curve [40].

2.11 Pulsed filed gel electrophoresis (PFGE) to determine bacteriophage genome size

Phage genome size was determined by pulsed field gel electrophoresis (PFGE) using a previous
method [35]. Briefly, 200 ul of purified and concentrated phage suspension was mixed with 10 ul of
20 mg/ml proteinase K (Sigma-Aldrich, USA) solution and 200 pl of 1.2 % (w/v) molten plug agarose
(Bio-Rad, Hemel Hempstead, UK) in TE buffer. These contents were mixed properly and dispensed
into plug molds (BIO-RAD, UK) and allowed to solidify. Solidified plugs were removed and placed
in Eppendorf tubes containing 5 ml of lysis solution [50 mM EDTA pH 8.0, 50 mM Tris-HCI (pH 8.0),
1 % (w/v) sarcosyl and 25 ul of 20mg/ml proteinase K solution] all obtained from Sigma-Aldrich, UK.

Each tube was incubated at 55°C for 2 h with constant and vigorous agitation at 175 rpm. The lysis

d0i:10.20944/preprints201901.0132.v1
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solution was discarded and 5 ml of warm sterile distilled water was added to each tube. The contents
of the tubes were incubated at 55°C for 15 min, then plugs were washed 3 times with TE buffer [20
mM Tris-HCI (pH 8.0), 50 mM EDTA (pH 8.0)] and incubated at 55°C for 15 mins between each wash.
Each plug was cut into 3 mm slices, transferred to the wells of a 1 % (w/v) agarose (Bio-Rad, UK) gel
prepared in 0.5 X TBE (Sigma-Aldrich, UK). Chromosomes isolated from Saccharomyces cerevisiae,
strain YPH80 and supplied by Sigma, UK was included in each gel and used as a PFGE marker. The
wells were sealed with molten 1 % (w/v) agarose and allowed to set, after which they were transferred
to a Bio-Rad CHEF-DR® II electrophoresis system (Bio-Rad Laboratories, UK). Electrophoresis was
performed in 0.5 X TBE at 6 V/cm for 18 h with incremental pulses of 2.2 - 54.2 s and with the buffer
circulating at 14°C. Gels were stained in 1 ug/ml of ethidium bromide for 30 min and images were

captured with a ChemiDoc XRS Imager (Bio-Rad, UK) using the Quantity One program.

2.12 Restriction Enzyme analysis of bacteriophage DNA

The remaining bacteriophage genomes in agarose plugs previously prepared in the PFGE procedure
were subjected to the Restriction Fragment Length Polymorphism (RFLP) protocol by digesting them
with different restriction endonucleases obtained from Biolabs (New England Biolabs, UK).
Restriction enzymes EcoRI, Hindlll, SSPI and NDEI were used in the RFLP and the digestion was
carried out according to the manufacturer’s instruction. The reactions were incubated at 37°C for 16h.
The plugs were then subjected to the PFGE using 16-18 h using a pulse time of 1s — 15s and 6V/s

alongside with Lamda PFGE marker. Restriction digestion banding patterns were compared visually.

3. Results

During this study, 152 cattle faecal materials were screened separately for the presence of
bacteriophages using environmental E. coli O157:H7 strains as hosts. The presence of different
bacteriophages specific to E. coli O157:H7 from 152 faecal samples collected from cattle farms in the
North-West Province, South Africa, was detected using the spot test and double layer agar
techniques. Of the 152 samples analysed, only 15 possessed phages that were active against the
environmental E. coli O157:H7 strains. These 15 different phages were chosen for further purification,
propagation and characterization. Details of phages isolated from the different farms are shown in
Table 2.

Table 2: Isolation of E. coli O157:H7 bacteriophages

Farm Total Sample No. of phages detected

A 25 -

B 47 4 V1, V2V3, V4

C 50 3 V5, V6, V7

D 30 6 V8, V9, V10, V11, v12, vi3V14, V25
Total 152 15

Table 3: Morphological characteristics of the isolated phages

Phage Plaque Morphology size (mm) Titre (PFU/ml)
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V3 Clear, small 1.5 2x 1010

V7 Clear, medium 2 2.5x108

V8 Clear, medium 2 1 x 1010
3.2 Lytic profile

The lytic profile of the isolated phages was determined against a total of 69 different
environmental E. coli O157:H7 strains that were previously obtained and characterized [33]. The
results in Table 4 showed that a large proportion (86.9%) of the environmental stains were resistant
to phage activity since no plaques was formed when phages were spotted on the bacterial lawn.
However, some of the phages demonstrated narrow host range and were able to produce areas of
clear zones on bacterial lawn. Phages V6, V12, V13, V14 and V15 were each able to lyse only two
bacterial hosts while phages V1, V2, V9, and V11 were able to lyse 3 E. coli O157:H7 strains. Contrary
to the low levels of virulence displayed by these phages, three phages (V3, V7 and V8) demonstrated
broadest spectrum of activity since they could infected between 7 and 10 E. coli O157:H7 host strains.

These three super-phages were selected for further characterisation.

Fig 1: Plaque assay of phage lysates spotted on a bacterial lawn of E. coli O157 PhiG17 as indicator strain.

Table 4: Lytic effect of phages on E. coli O157 strains.

E. coli O157 strains Bacteriophages
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Vi V2 V3 V4 V5 V6 V7 V8 V9 «vI10 V11 VI2 VI3 V14 Vi15
B17 - - - - - - + + - - - - - - -
B46 - - + - - - - - - - - - - - -
B48 - - - - - - - + - - - - - - -
B52 - - - - - - + - - - - - - - -
C2 - - - + - - - - - - - - - - -
C9 - - - - - - +
C10 - - - - - - + - - - - - - -
C13 + + o+ o+ o+ - +
C29 - - - - - - - - + - - B - - B
El - - - -
E2
G17
G20 - - - - -
H1 - - - - - -
H2 - -
H4 - -
H5 - -
Hé6 - -
No of sensitive isolates 3 3

+ +
+ o+
+ o+
+ +
+ +
+ o+

+ o+
1

1

1

1 + + 1
1 1 1
1 1 1
1 1 1
1 1 1
1 1 1
1 1 1
1 1 1
1 1 1

N+ !
=~ 1 1
=~ 1 1
N 1 1
o + !
N+ !
@ '+
(@)} 1 1
W ! '
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All phages have unique lytic profile. Twelve bacterial strains: B 52, B46, B48, C2, C10, C29, E1, G20,
H1, H4, H5 and H12 were lysed by only one phage while B17, C9, H2, and H6 were each lysed by 2
or more different phages. E. coli O157 strains C13 and G17 exhibited the highest level of susceptibility
to the phages and were lysed by 9 and 15 phages respectively.

3.3 Characterisation of selected phages
3.3.1 Morphology of Phage

Transmission electron microscopy (TEM) of the phages displayed morphologically similar structures.
All the obtained phages have icosahedral heads and short non-contractile tails with tail fibres (Fig 2).
Based on these morphological characteristics, these phages were assigned to the family Podoviridae
according to the classification system of Ackermann [41]. The diameters of the capsids of V3, V7 and
V8 were 75+ 3.6 nm, 73+1.2 nm, and 77+3.1 nm respectively. The tail of V3 had a length of 23+3.1 nm,
V7 -25£3.2 nm and V8 was 20+1.0nm.
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A

Fig 2: Electron micrographs of E. coli O157:H7 phages. Bar = 50 nm. (A) V3, (B) V7, (C) V8

3.4 Phage growth characteristics

The single- step growth curve for the determination of the latent periods the time interval
between the adsorption and the beginning of burst and burst size for the 3 phages is represented in
figure 3. Phage V8 had the highest burst size of 419 phages per infected cell among the 3 phages with
a latent period of 20 min, this was followed by V3 that had a burst size of 374 phages per infected cell
with the same latent period as phage V8 (20min). But phage V7 had the lowest burst size of 349
phages per infected cell with a latent period of 15 min.
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Fig 3: One-step growth curve of phages V3, V7 & V7
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3.5 Phage stability under different chemical and physical conditions

3.5.1 Temperature

Results showed that decreasing the incubation temperature resulted in an increase in phage
titres particularly at temperatures below 60 °C (Fig 4). It was evident that 55 °C was the optimum
temperature for V3 phage replication while phage V7 was most stable at 45 °C with just 20% reduction
in titre and that there was a drop in titres at temperatures above 60 °C. Exposure to temperatures
above 55 °C was the most damaging with a great reduction (100%) in phage titres for phage V7 and
V8 while V3 was the most thermal stable among the phages with lowest reduction in titre even at
55/60 °C. Overall results showed that propagation of these phages is negatively affected by increased
exposure to high temperatures.

120
o 100
g
&
< 80
f=
5
'§ 60 mVv3
£ mv7
g 40
g mv8
2

N
o

45 50 55 60

Temperature °C

Fig 4: Thermal stability of the isolated phages. Error bars indicate standard deviation among the triplicate

samples

3.5.2Ph

The effect of the pH of the medium on the stability of phages was determined by suspending phage
in pH adjusted TSB medium and percentage reduction in phage titre determined. Overall, most of
the phages were more sensitive to acidic than alkaline conditions. Phage particles showed great
stability within the pH range of 8.0 to 10.0 while a considerable decrease in titres observed at pH
values below 6.0 and above 10.0. Phages V7 and V8 displayed similar pH stability but phage V3 was
the least stable with a huge drop in the titre even at pH 6 and 8. At pH 2, 4 and 12 100% inactivation
of the 3 phages was observed.
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Fig 5: pH stability of the isolated phages

3.5.3 Salinity

All the three phages showed similar activity to the different salt concentration tested. Phages retained
stability in the presence of 0.5% NaCl with less than 20% reduction in titres. Similar stability was
displayed by phages V3 and V8 in the presence of 5% NaCl while phage V7 lost over 60% activity. In
10% NaCl, titres of the three phages were reduced by over 60%. Surprisingly, all the tested phages

survived exposure to 15% NaCl albeit at a greater loss of activity.
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Fig 6: Stability of the

isolated phages under different NaCl concentrations

3.5.4 Chloroform
Chloroform exposure did not have negative impact on phage titres of V3 and V7. They remained
stable in 10% chloroform after incubation for 1 h. However, the addition of chloroform resulted in

40% reduction in phage titre of V8.
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(&
Fig 7: Effect of chloroform on the stability of the isolated phages

3.6 Genomic characteristics

3.6.1 PFGE determination of phage genome size

To estimate the genomic sizes of newly isolated phages V3, V7, V8, the phage samples were prepared
in agarose plugs for PFGE and subsequent to electrophoresis the gels were stained with ethidium
bromide and the images capture with a ChemiDoc XRS Imager using the Quantity one program (Bio-
Rad). Gels showed that phages contained a discreet single DNA band indicating that the purity of
the phage stock and the band corresponding to the genomes of these phages. Using image genome

DNA software, the genome sizes of the newly isolated phages were estimated to be ~ 69 Kb.
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48.5

Fig 8: PFGE of phages prepared in agarose plugs without DNA extraction. Lane M: Yeast DNA Marker, Lane 1:

uncut lambda; lane 2: V3, Lane 3: V7, Lane 4: V8

3.6.2 Restriction endonuclease pattern
The phages in agarose plugs were digested in-situ with different restriction endonucleases. Agarose

electrophoresis on 1% gels of the digested DNA indicated that the phages had double stranded DNA,
and the enzymes Sspl and Ndel produced the best digestion patterns (Fig 9). Enzymes HindlIIl, and
EcoRI had no restriction sites on the phage DNA (data not shown). The restriction enzymes Sspl and
Ndel could not differentiate the phages based on banding patterns as similar patterns were observed
in all of them, nevertheless the host range analysis and TEM analysis revealed subtle differences

among them. Moreover the phages were obtained from different farms in the province.
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Fig 9: Restriction digestion of phage using Sspl and Ndel. M= marker; Lanes 1, 2, 3=V3, V7, V8 respectively

4. Discussion

Bacteriophages have emerged as novel biotechnological tools that could be exploited in the
control of foodborne pathogens such as E. coli O157:H7 [42-44]. Key to the successful application of
phages in food safety is ensuring that potential candidates are strong, stable and strictly lytic against
the targeted pathogens. Therefore newly isolated phages are screened and made to undergo a variety
of phenotypic and genotypic characterisation so as to ensure that they meet these requirements.

In this study, the main objective was to isolate and propagate virulent phages against E. coli
0157:H7 so that they could be characterised in terms of biological and physical properties that can
be exploited for biocontrol purposes. For that purpose, cattle faecal material where the target bacteria
are believed to be in abundance was used as a source for isolation of phages specific to E. coli O157:H7
[25, 45]. Overall, 15 lytic E. coli O157:H7 phages designated V1 to V15 were successfully isolated from
the 152 processed faecal samples using environmental host strains. These phages were selected based
on their ability to form a clear zone of lysis (plaques) on bacterial lawn since this suggested that they
were virulent as these are preferred in biocontrol applications. The host strains were previously
characterised in another study and selected after phenotypic and genetic characterisation to ascertain
their diversity. The isolation rate of the phages in this study was relatively low in comparison to other
studies that have reported high levels of E. coli phages in cattle faeces [28, 46]. One plausible
explanation might be that there was low number/concentration of the host strains in the faecal
samples resulting in greatly reduced chances of phage detection, for the prevalence of phage is
dependent on host density threshold [25, 47]. This possibility is further affirmed by the fact that
different samples were sourced for the isolation of the host strains and the phage because both

isolations could not be done concurrently and therefore the occurrence of E. coli O157:H7 in the phage
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isolation samples was unknown in this study. Studies have previously described the isolation of lytic
phages against pathogenic E. coli O157:H7 from different sources such as sewage, cattle faeces and
environmental samples all over the world [25, 26, 29, 48, 49] and hence demonstrated their abundance
in nature. However, to the best of our knowledge, this is the first reported isolation and
characterisation of virulent phages against E. coli O157:H7 in South Africa/ Africa.

The lytic spectra of a phage, which can be described as one of the most significant biological
characteristics of a phage, is defined by what bacteria genera, species and strains it can kill [50]. In
the biocontrol applications of phages, it is important that phage candidate which are virulent with
broad lytic spectra are selected for instead of temperate and those with narrow lytic activity [36, 43].
This is due to the ability of temperate phages to transfer virulence or antibiotic resistance genes [51,
52] and narrowly lytic ones to be unable to cover many bacterial strains. The lytic profiles of the
phages in this study were to some extent distinguishable from each other when different host strains
of environmental E. coli O157:H7 were used, indicating the diversity among the phages. The Iytic
spectra of the phages however, would be considered relatively narrow since out of the 69
environmental host strains that were screened against, only 7 to 10 strains were lysed consistently by
3 of the 15 phages. Phages with narrow host range have been also been widely isolated against E. coli
[53] and other species of bacteria including the lytic phage of Achrombacter - phiAxp-3 [54],
Salmonella infecting phage P7 [55] FGSSA 2 [56] and N4-like Pseudomonas infecting phages [57].
Narrow spectrum of activity against bacteria host has been reported as a unique characteristic
common to the N4-like phages [53]. The newly isolated phages are not only similar to the N4-like
phages in terms of their host range; they also displayed morphological resemblance, suggesting
possible relatedness to this group of phages.

Bacteria strains C13, E2 and G17 were the most susceptible, but a significant proportion of the
bacterial strains were resistant. The differences in susceptibility of the bacterial strains could be due
to various host factors/mechanisms that bacterial have employed to overcome the infection and
killing action of phages. One such mechanism is losing phage receptor from bacterial surface. Phage
attachment to a specific receptor on bacterial surface is the first essential step in phage infection and
any change in the surface profile either by regulated expression or mutation in the receptors will
result in phage insensitivity [58]. Another host factor contributing to the bacterial resistance is the
presence of restriction endonucleases in some bacterial cells. These restriction systems act by
degrading foreign viral DNA with subsequent obstruction to phage replication process. A further
possibility but in this case not related to host factor is if the bacterial host strains are infected with
temperate phages that renders them lysogens and confer lysogenic immunity. Such lysogenized
bacteria will be immune to super-infection by a related phage. In this study it appeared that most of
the bacteria strains employed in lytic profile assay could have possessed any of the resistance
mechanisms and thus the wide resistance displayed by them. However, despite the observed
bacterial resistance and the consequential narrow host range of the phages, they are not totally useless
because they can still be used in developing phage cocktails so as to increase the breath of bacteria
strains that they can control. Three of the phages (V3, V7, and V8) though demonstrated moderate
capability to lyse environmental strains of E. coli O157:H7 had a much broader lytic profile among
the isolated phages and were selected for further characterisation.

The TEM analysis that is comparable to Gram-staining in bacteriology is the fastest and easiest
characterisation method that aids in the attribution of phages to families and for the identification of

novel phages [59, 60]. Observation under TEM revealed that all the 3 phages despite being isolated
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from different samples/farms belonged to the family Podoviridae which is characterised by icosahedral
head and short non contractile tails. This family is one of the three main families of the Caudovirales
otherwise referred to as the tailed phages. Although earlier studies have demonstrated that the tailed
phages (Caudovirales) represents the most diverse, numerous and wide spread of all bacterial viruses,
the Podoviridae family are the least represented accounting for about 14% of this group [61, 62].
Similarly, more recent studies investigating the morphology of environmental E. coli O157:H7
bacteriophages have supported the dominance of the other two families — Myoviridae and Siphoviridae
[27, 63, 64]. This evidence indicates that E. coli O157:H7 infecting Podoviridae are uncommon in the
studied environment and the isolation of this rare group in the present study could improve our
knowledge and understanding of them prior to biocontrol application.

The phages were further characterised when the one step growth experiment was employed in
determining/define the infection characteristics such as the latent period and burst size that can be
explored to check the efficiency of a phage’s ability to infect and develop in a particular host. The
burst sizes of the phages were 374, 349 and 419 particles per cell, with an average latent period of 15
min for V8 and 20 min for V3 and V7. Seven E. coli O157 — phage infecting also demonstrated short
latent periods ranging from 12 to 30 min and large burst sizes between 89- 631 particle per cell [49].
Conversely, the burst sizes of the isolated phages in this study are considered large when compared
to other E. coli phages where average burst size as small as 33 and 51 pfu/cell have been reported [65].
On the other hand, a burst size of 9000 pfu/cell has been reported for a Podovirus- phage phiAxp-3
[54]. Variations in latent period and burst size of different phages could be attributed to the
differences in host cells, growth medium, pH and temperature of incubation [66]. The relatively short
latent period and large burst size of phage V3, V7 and V8 suggested they have a selective advantage
over other competing phages whereby they could produce enough virions within a short time to lyse
the host bacteria. Therefore phages V3, V7, V8 obtained in this study possessed outstanding
characteristics regarding their short latent periods (15-20min) and large bust sizes which make them
attractive candidates for a biocontrol treatment program.

In addition to characterisation based on biological properties, newly isolated phages should be
assessed for their stability and persistence when exposed to different external conditions that they
might encounter in the environment so as to confirm their biocontrol potential [43]. Thus a further
objective of the study was to investigate the response of the 3 phages to changes in physico-chemical
stress factors that might be experienced during production of phage or during biocontrol application
of formulated phages. The 3 phages showed almost similar behaviour and stability at different
incubation temperatures and pH. They were stable between 45 °C and 55 °C for 60 mins, however
temperatures above 55 °C resulted in the reduction of the titres, which might be due to the effect of
these high temperatures on phage proteins [67]. Studies investigating the effect of temperature on
phage stability have reported similar observation [49] of the ability of some phage to withstand high
temperatures. The thermal stability of the phages to high temperature (45 °C — 55 °C) in this study
suggested that they could be suitable for application on carcasses/meat of the phages particularly at
the post-harvest stage in combination with other food processing technologies involving thermal
treatments to improve microbial safety of food.

Acidic environments affect the infectivity of E. coli phages and it was suggested that these
conditions result in denaturation of phage proteins and consequently loss of phage viability [68].
Earlier research have reported that most tailed phages are stable at pH 5.0 to 9.0 [69, 70] and this was
consistent with the results obtained in this study. While all of the isolated phages were highly

d0i:10.20944/preprints201901.0132.v1
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sensitive to overnight exposure to acidic (pH 2.0 and pH 4.0), some phages especially phage V3 were
found to be resistant to a higher alkaline environment (pH 10.0). This was similar to previous reports
on the preference of Podoviruses for alkaline conditions and their sensitivity to acidic conditions [71]
This alkaline stability would consequently increase the area of application of these phages.

The isolated phages were also tested for their stability to varying salt (NaCl) concentrations.
Since some meat processing procedures require the incorporation of salt either as flavour enhancers
or preservatives. The isolated phages showed high stability in low salt concentration (0.5 — 5%). But
increasing the concentration (10% -15%) led to a greater reduction in phage activity. The observed
saline stability is in agreement with studies conducted by some researchers where high levels of salt,
in some cases up to 5M did not affect the phage titre [63, 70]. The adverse effect of increasing salt
concentration can be due to osmotic pressure exerted on phage capsids preventing the ejection of
phage DNA [72] or aggregating effect of high salt concentration on phage particles with concomitant
reduction in bacterial binding sites. The ability of these phages to withstand high salt concentration
is indicative of the possibility of applications in high-salt meat products that might be infected with
E. coli O157:H7.

During the isolation, purification and preparation of phages, certain chemicals such chloroform
are incorporated into the growth medium to enhance lysis and also included in the phage lysates to
prevent bacterial contamination [35]. The isolated phages showed a high level of stability to
chloroform treatment after 2 h. Thus the incorporation of 10% chloroform into the phage medium
during isolation and storage is recommended for these phages. However, in this study, chloroform
was not used when the sensitivity to this agent was unknown. Some authors have reported varying
results on the susceptibility of phages to chloroform and suggested that the sensitivity of each phage
is confirmed prior to chloroform treatment ().

In order to further characterise the phages, their genomic properties were studied. Firstly, the
sizes of the genomes were determined using PFGE. PFGE can be used to separate large DNA
fragments efficiently and it has been used for the genomic investigations of different strains of
bacteria and phage [73]. In order to prevent DNA shearing that might result from handling large
DNA molecule, the phage particle was embedded in PFGE plugs prior to lysis. Genomic DNA was
estimated at 68,854 bp in size which corresponds to the genomic sizes of the majority of the Podoviridae
in the NCBI database. Contrary to the previous assumptions that the Podoviridae are the least common
phage among the Caudovirales, all of the isolated phages belong to this genus.

Further genomic characterisation was done in order to assess the diversity among the phages
based on restriction fragment length polymorphism (RFLP) by the use of restriction enzymes to
digest the phage DNA in situ. This was done in order to avoid shearing problems associated with
restriction digestion of large DNA molecules. RFLP analysis has been employed in the assessment of
genetic diversity among bacteriophages [74, 75]. A previous study has reported the susceptibility of
phage genome to the enzymes (Ndel and Sspl) employed in this study [27]. Successful restriction
enzyme digestion observed in this study confirmed that indeed phage genome was a double stranded
DNA, a defining characteristic of the tailed phages (Caudovirales). Despite this, the restriction
enzymes employed for this analysis could not differentiate between the phages as similar patterns
were observed in them. Similarly, morphological identification by TEM also revealed the similarity
among these phages. Interestingly, phages with similar digestion profiles and comparable
appearances differed in their lytic ability against environmental E. coli O157:H7 strains. This could be

as a result of the high degree of homology that is shared among phages with similar genome sizes
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[76]. Considering the similarities observed in these phages, it is suggested that they undergo genome

sequencing and analysis so as to have an insight into the relatedness observed in this study.

5. Conclusions

In conclusion, three strong, stable and virulent lytic bacteriophages against E. coli O157:H7 were
isolated and characterised in this study. The phages belonged to the family Podoviridae, with rapid
growth rate and similar restriction enzyme patterns. They demonstrated thermal stabilities and were
able to survive in a wide range of pH levels. They can be considered as promising candidates in the
biocontrol of an emerging food-borne pathogen E. coli O157:H7 Although the phages showed
reduced lytic spectrum against environmental E. coli O157:H7, they can be combined in phage
cocktails to increase the area of application and control a wider range of E. coli O157:H7 strains
especially the virulent strains. Future research should be directed to sequencing of the whole
genomes so as to ascertain their safety in biocontrol and to the optimization of cocktails concentration
that can be used to cause complete inhibition of E. coli O157:H7 in both artificial media and real food

systems.
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