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HIGHLIGHTS

o Prevalence of Listeria innocua was 21.3% (17 out of 80) in ready-to-eat food samples.
o Listeria detected in this study revealed 98-99% identity in 16S rRNA sequence with L. innocua.
e Most L. innocua isolates were susceptible to the studied commercial disinfectants.
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ABSTRACT

Background: Food contamination with Listeria spp. can occur at all stages of the
food chain. The aim of this research was to investigate the prevalence, molecular
identification, antimicrobial resistance, and disinfectant susceptibility of Listeria innocua
isolated from Ready-To-Eat (RTE) foods sold in Johannesburg, South Africa.
Methods: Eighty RTE foods were collected from Johannesburg, South Africa. The 16S
rRNA region of L. innocua isolates was amplified, sequenced, and identified using Basic
Alignment Search Tool (BLAST). The antimicrobial resistance and disinfectant suscepti-
bility (against four commercial disinfectants) of the isolates were evaluated using disk
diffusion and microdilution assays. Data were statistically analyzed using SPSS v. 23.0.
Results: Listeria strains revealed a high 16S rRNA gene sequence analogy to L. innocua
of between 98-99%. The overall prevalence of L. innocua was 21.3% (17 out of 80) in
the RTE food samples. Most isolates were susceptible to the studied commercial
disinfectants. All the L. innocua isolates from food sources were found to be resistant to
ampicillin and cephalothin, while 83 and 74% of isolates were resistant to colistin
sulphate and sulphatriad.
Conclusion: Prevalence of L. innocua was considerable in the RTE food samples sold in
Johannesburg, South Africa. The L. innocua isolates showed high antibiotic resistance
against ampicillin, cephalothin, colistin sulphate, and sulphatriad.

© 2021, Shahid Sadoughi University of Medical Sciences. This is an open access article

under the Creative Commons Attribution 4.0 International License.

Introduction

Listeria species are ubiquitous and can be found

Sauders et al., 2012). Food contamination with Listeria

in food processing environments, soil, water, as well as spp. can occur at all stages of the food chain.

in raw and processed food products (Ochiai et al., 2014;

L. moncytogenes and L. innocua are two species that are
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prevalent in food and food manufacturing environment.
L. monocytogenes is the most dangerous pathogen
and causes a disease known as listeriosis in humans
(Gomez et al., 2014; Rodrigues et al., 2017). On the
contrary, L. innocua is a non-pathogenic species and is
often use as a L. monocytogenes surrogate in many
laboratory experiment. The Listeria species can persist in
food facilities for a few months to several years
depending on the effectiveness of sanitization practices
(Minarovi¢ova et al., 2018). Various food types have
often been found contaminated with L. monocytogenes,
mostly foods of animal origin, raw vegetable salads, and
Ready-To-Eat (RTE) foods. This raises potential for
the people to consume food products contaminated with
Listeria spp. (Lakicevic et al., 2015).

Some Listeria species such as L. innocua and L.
monocytogenes which can contaminate foods have been
found to form biofilms on food contact surfaces along-
side other biofilm producing bacteria (Costa et al., 2018).
Any persistence of L. innocua species with antimicrobial
and disinfectant resistance on food contact surfaces can
enhance survival and propagation of L. monocytogenes
in the multi species biofilms (Hua et al., 2021).
L. monocytogenes on resistant biofilm can cross-
contaminate food in processing and retailing environment
(Nyhan et al., 2020). Furthermore, the presence of re-
sistant biofilm of L. innocua can negatively influence the
efficacy of sanitisation processes, and hence the elimina-
tion of L. monocytogenes in food contact surfaces (Jung
et al., 2017). The adaptation of L. innocua and its biofilm
to disinfectant and sanitizers is mainly due to bacterial
adaptation which can be attributed partly to the usage of
incorrect concentrations during cleaning (Fox et al.,
2015), and partly due to the acquisition of resistance
genes from one bacterium (Mc Carlie et al., 2020).

Listeria species may acquire resistance against certain
antibiotics, especially those that are used for treatment of
listeriosis (Osaili et al., 2011). Antibiotic resistant L.
monocytogenes can transfer resistance genes to L.
innocua which can serve as reservoir for these genes
(Escolar et al., 2017). Antimicrobial resistance has been
associated with the over and under usage of antibiotics in
mammals and aquaculture (Kumar and Pal, 2018). High
antibiotic resistance of L. monocytogenes isolated from
food has been reported for clindamycin, ampicillin,
cephalothin, and sulphonamides (Carvalho et al., 2019).
Due to its high prevalence in food and food contact sur-
faces, the contribution of L. innocua to the propagation
and persistent of L. monocytogenes in food processing
and retailing environment can be easily underestimated.

Hence, the aim of this research was to investigate the
prevalence and molecular identification of L. innocua in
RTE foods sold in Johannesburg, South Africa. Also,
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antimicrobial resistance and disinfectant susceptibility of
isolated L. innocua strains were evaluated.

Materials and methods

Sample collection

From February to November 2020, a total of 80 RTE
foods were collected from outlets of Johannesburg, South
Africa. Pasteurized milk (n=10), yoghurt (n=10), meat
ham (n=10), and liver spreads (n=10) were bought from
formal retail outlets, while beef stew (n=10), rice (n=10),
tomato salad (n=10), and coleslaw salad (n=10) were
bought from informal retail outlets. All samples in their
original package were transported to the laboratory in a
cold box (approx. 4 °C) and immediately analyzed. A
total of four disinfectants commonly used in the food
industry were Kindly provided by a local manufacturer of
detergents and disinfectants used in food and beverage
industry. The disinfectants were classified into chlorine-
based (BX), acid-based (PF and SC), and quaternary
ammonium compound-based disinfectant (HG), based on
their active ingredients.

Isolation and identification of Listeria species

The isolation and detection of Listeria species was
conducted using the horizontal 1SO method for the
detection of L. monocytogenes and Listeria spp. (ISO,
2017). The identity of each Listeria spp. was confirmed
by latex agglutination test using the Oxoid™ Listeria
Test Kit (Zymo Research, Irvine, USA), biochemical
tests, and 16S rRNA sequencing. Pure cultures of
bacterial isolates were stored in glycerol at -20 °C before
identification and sequencing.

16S rRNA gene sequencing and phylogenetic analysis

Genomic DNA extraction was carried out using
Promega DNA purification kit (Promega Corporation,
Madison, USA) following the manufacturer’s instruc-
tions. The DNA quantity was ascertained with a
NanodropTM 1,000, while the quantity was determined
using agarose gel electrophoresis before further Polymer-
ase Chain Reaction (PCR). The 16S rRNA region of
each isolate was then amplified using universal primer
pair of 27F (5-AGAGTTTGATCMTGGCTCAG-3)
and 1492R  (5’-CGGTTACCTTGTTACGACTT-3")
(Dos Santos et al., 2019). For a of 25 pl reaction volume,
the mixture consisted of 12.5 ul master mix, 1.25
pl of each primer (1 uM), 1 pl DNA (100 ng DNA)
and 9 pl RNAse-free H,O (Thermo Fisher Scientific,
Waltham, MA, USA). The amplification was done
using the Mx3005P gPCR system (Agilent Technologies,
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Waldbronn, Germany) using the following conditions: 5
min at 94 °C for initial denaturation, followed by 30
cycles of denaturation (1 min at 94 °C), annealing (90 s
at 60 °C), and elongation (1 min at 72 °C). This was
followed by a last final extension for 5 min at 72 °C
(Soni and Dubey, 2014).

The amplified 16S rRNA region was purified by the
Wizard® SV Gel and PCR Clean-Up System from
Promega prior to sequencing. Sequencing was conducted
using ABI 3500xI Genetic Analyzer (Applied
Biosystems, Thermo Fisher Scientific) following the
protocols outlined by Lane (1991) and Turner et al.
(1999).

Prior to sequencing, the amplified DNA segments were
edited using the Finch TV software version 1.4.0™.
Thereafter, DNA sequence alignment was done by
Bioedit (software version 7.2.6.1 for Windows 10) and
CLUSTAL W alignment tool was utilized as described
by Usman et al. (2016). BLAST was done based on Na-
tional Centre for Biotechnology (NCBI) website
(http://blast.ncbi.nlm.nih.gov/). Evolutionary distance
was done by the neighbor-joining tree under the
Maximum Composite Likelihood method selection on
Mega7 software (Kumar et al., 2016). Thereafter, a
phylogenetic tree for the 17 isolates was developed using
16S rRNA nucleotide succession of Listeria spp. found in
the GenBank.

Disinfectant susceptibility

The susceptibility of L. innocua to disinfectants was
analyzed using triplicate microdilution and disk diffusion
assays to ascertain reproducibility. For the microdilution
method, disinfectants were diluted to the usage concen-
tration recommended by individual manufacturer (BX:
0.1 mg/ml, PF: 20 mg/ml, HG: 30 mg/ml, and SC: 20
mg/ml). Fifty pl of Trypticase Soya Broth (Thermo
Fisher Scientific, Waltham, MA, USA) was added to
each well of 96-well plates. Thereafter, 50 ul of each
disinfectant solution was placed in the first rows of the
96-well plates. Thereafter, two-fold serial dilution was
conducted from the first row to the last one adding 50 pl
of the mixture from the preceding row to the next one.
The bacterial suspension was diluted to 0.5 McFarland
and 100 pl of which was mixed with 10 ml of the diluent
to obtain the final inoculum 5x%10° Colony Forming Units
(CFU)/ml. Fifty ul of the inoculum was dispensed in
each well except the negative control wells. Ten pl
PrestoBlue (Thermo Fisher Scientific, Waltham, MA,
USA) was added into each well and incubated at 37 °C
for 24 h. Minimum Inhibitory Concentration (MIC) val-
ues of disinfectant were determined as the first concen-
tration in the wells at which no visible bacterial growth
had occurred using visual observation (Tabit et al., 2016).
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The disk diffusion analysis was conducted using the
Kirby-Bauer disk diffusion method (Hombach et al.,
2013; McDonnell and Russell, 1999). Sterile Whatman
filter paper disks of 6 mm in diameter were impregnated
(20 pl) with each commercial disinfectant that had been
diluted to the usage concentration recommended by indi-
vidual manufacturers. The impregnated disks were then
transferred aseptically onto Mueller Hinton Agar plates
(Thermo Fisher Scientific, Waltham, MA, USA) which
had been inoculated with 10 pl of each L. innocua culture
(set at 1x10% CFU/mI cell density). The inoculated plates
were incubated at 37 °C for 24 h. Zone of inhibitions
were measured by a ruler. Resistance to disinfectants
were rated as either present (>5 mm) or absent (<5 mm).

Antibiotic susceptibility

Antibiotic susceptibility of isolates was done in
triplicate using Kirby-Bauer disk diffusion method
on Mueller Hinton Agar (Thermo Fisher Scientific,
Waltham, MA, USA). The antibiotic disks of ampicillin
(10 pg), cephalothin (5 pg), colistin sulphate (25 pg),
gentamicin (10 pg), streptomycin (10 pg), tetracycline
(30 pg), sulphatriad (200 pg), and cotrimoxazole (25 pug)
purchased from MAST Diagnostics (Merseyside, UK)
were used. Each disk was aseptically placed on Mueller
Hinton Agar plate which had been previously inoculated
with 50 pl of bacterial suspension (previously set at
1x10° CFU/mI cell density). Up to four disks were placed
at about 50 mm apart per plate and incubated at 37 °C for
24 h. The clear zone of inhibition of each antibiotic
disk was measured and the level of susceptibility was
determined using the guidelines of the European Com-
mittee on Antimicrobial Susceptibility Testing (EUCAT)
breakpoints for Staphylococcus aureus considering that
the breakpoints for Listeria species for the antibiotic
disks used is not available (EUCAST, 2021).

Statistical analysis

Data analysis was conducted using SPSS version 23.0
in which MIC values were represented as mean+SD.

Results

Prevalence of L. innocua

The overall prevalence of L. innocua was 21.3% (17
out of 80) in the RTE food samples. Out of 10 samples
per food group, L. innocua was orderly detected in
pasteurized milk (4 cases), beef stew (3 cases), coleslaw
(2 cases), yoghurt (2 cases), tomato salad (3 cases), liver
spread (1 cases), ham (1 cases), and smoked Vienna
(1 cases) making a total of 17 isolates. We did not find
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L. innocua in rice samples. However, there was no
significant difference (p>0.05) in the prevalence of L.
innocua in the various RTE food groups.

Phylogenetic analysis of L. innocua strains

Nucleotide blast (BLASTn) of the amplified 16S rDNA
sequences (Figure 1) of Listeria strains revealed 98-99%
identity of 16S rRNA sequence with the one in L.
innocua. Maximum composite likelihood revealed three
different distinct phylogenetic clusters namely A, B, and
C (Figure 2). The BLAST analysis showed that only one
strain had low resemblance to the other L. innocua
strains, but showed high resemblance to strains from
other environments and geographical locations deposited
in NCBI Genbank. L. innocua in clusters B and C from
food sources appeared to be closely related but distant
phylogenetically when compared to cluster A

Disinfectant susceptibility

Results from the micro dilution showed that only 2 out
of the 17 isolates were found to be susceptible at MIC
values greater than the Manufacturer Recommended
Concentration (MRC) for usage in food processing
facilities. An isolate from smoked Vienna had MIC
values higher than the MRC for acid-based PF and SC.
Similarly, one isolate from coleslaw had a value greater
than the MRC for SC (Table 1). The result from the disk
diffusion assay showed that most isolates were suscepti-
ble to HG, PF, and SC. Conversely, only three isolates
were susceptible to BX (Table 2).

Antibiotic susceptibility

All the L innocua isolates from RTE food sources were

found to be resistant to ampicillin (10 pg) and
cephalothin (5 pg), while 83 and 74% of isolates were
resistant to colistin sulphate (25 pg) and sulphatriad (200
pg), respectively (Table 3). Conversely, 73, 69, and 60%
of the isolates were susceptible to gentamicin (10 pg),
cotrimoxazole (25 pg), and streptomycin (10 pg)
respectively, and 51% of the isolates were susceptible to
tetracycline (30 pg).

Discussion

In this study, L. innocua was isolated from 21.3% of
RTE foods. Pasteurized milk, beef stew, and tomato salad
showed the highest contamination. In a similar survey by
Arslan and Ozdemir (2020), L. innocua was found in
13.3% of RTE foods in Turkey. Also, Jamali et al. (2013)
stated that L. innocua was the most common Listeria
species isolated from raw milk in farm bulk tanks in Iran,
with high prevalence rate of 57.8%. The presence of L.
innocua isolates in RTE food samples could be due to
post preparation contamination since Listeria spp. are
heat sensitive (Alles et al., 2018). We revealed no signif-
icant difference in the prevalence of L. innocua in the
various RTE food groups. This is probably due to this
fact that contamination mostly occurs during/after
processing by means of cross-contamination due to
unhygienic food processing environment (Korsak and
Szuplewska, 2016). Poor hygienic practices such as the
holding food at incorrect temperatures favour the con-
tamination and growth of L. innocua in foods (Von Holy
and Makhoane, 2006). The major contributing factor in
the cross-contamination of Listeria species is infective
cleaning and sanitization in the food manufacturing and
retailing environment (Costa et al., 2018).

Figure 1: Agarose gel electrophoresis of amplified 16S rRNA gene of Listeria innocua isolates (L1101 to L1110)

Phylogenetic analysis was carried out to determine
the genetic relatedness of L. innocua strains isolated
from RTE foods in the current study. The results of
phylogenetic analysis of L. innocua strains showed
ongoing genetic diversification among isolates from RTE
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food sources. The findings of the present research
demonstrated the persistence and transient nature of
Listeria species in the food processing and retailing
environment as described previously in the study of
Fagerlund et al. (2021).
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KJ765640.1 Listeria monocytogenes strain DKSLM28
KX358073.1 Listeria monocytogenes strain NGA_41A
KU208084.1 Listeria innocua strain ERULIS-8
MK490990.1 Listeria seeligeri strain N14

KC808581.1 Listeria seeligeri strain Lm13
KX358073.1 Listeria monocytogenes strain NGA_41A
AH010030.2 Listeria innocua strain F8596
MH244230.1 Listeria innocua strain FC11260
NR_036809.1 Listeria i ii subsp. londoniensis strain CLIP 12229
JF967631.1 Listeria ivanovii strain ATCCBAA-678
JF967628.1 Listeria welshimeri strain ATCC 43548
KX358073.1 Listeria monocytogenes strain FPC
MH244234.1 Listeria innocua strain FC11281 A
MF970457.1 Listeria sp. strain B6

MH973178.1 Listeria innocua strain 5

MNS536755.1 Listeria mocytogenes strain LM5
KJ765614.1.1 Listeria mocytogenes strain DKSLM2
KU208087.1 Listeria innocua strain ERULIS-61
Listeria innocua LM102

F1774237.1 Listeria innocua strain 43

KF571469.1 Listeria mocytogenes strain CAS
JX682527.1 Listeria mocytogenes strain MB5
DQO65841.1 Listeria seeligeri strain SE-107
FI774220.1 Listeria innocua strain 438

MH244233.1 Listeria innocua strain FC11277
NR_118923.1 Listeria innocua strain NCTC 11288
LC504050.1 Listeria mocytogenes strain JCM 7677 gene
F1774241.1 Listeria innocua strain N2

MF373563.1 Listeria mocytogenes strain 2647
KC808581.1 Listeria seeligeri strain Lm13
MK789474.1 Listeria ivanovii strain LIVANOVI11
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Listeria innocua LM1012
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NRRL_B-57131

'AY352076.1 Listeria innocua strain
PRL/NW 15B95

AF375583.1 Listeria innocua strain CLIP8811
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—
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Figure 2: Phylogenetic analysis of 16S rRNA gene nucleotide sequences of Listeria innocua from ready-to-eat food by the neighbour-joining
method, 1,000 bootstraps by the Tamura Nei model, comprising Polytomies A, B, and C with the Listeria monocytogenes tetM gene and L. innocua
AF3755832 as outgroups.
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Table 1: Minimum Inhibitory Concentrations (MIC) of disinfectants against Listeria innocua isolated from ready-to-eat foods in Johannesburg,
South Africa

Strain code Source MIC (mg/mL)

BX“T HGYC PF"® SC™®

O.lMRC ZOMRC SOMRC 20MRC
L1101 Tomato salad 1 0.10 30.00 5.00 5.00
L1102 Smoked Vienna 0.05 30.00 20.00 40.00
LI 103 Coleslaw 1 0.05 20.00 20.00 40.00
LI 104 Liver Spread 0.05 5.00 5.00 20.00
LI 105 Yoghurt 0.01 10.00 10.00 10.00
LI 106 Yoghurt 0.05 2.50 2.50 2.50
L1107 Ham 0.10 10.00 10.00 10.00
L1108 Tomato salad 2 0.05 10.00 10.00 10.00
L1109 Beef Stew 1 0.02 10.00 10.00 10.00
LI 110 Pasteurized milk 1 0.10 20.00 10.00 10.00
L1111 Beef Stew 2 0.00 10.00 5.00 5.00
LI 112 Pasteurized milk 2 0.05 0.50 15.00 15.00
L1113 Tomato salad 3 0.10 0.38 15.00 15.00
L1114 Coleslaw 2 0.10 0.50 0.25 0.25
LI 115 Beef Stew 3 0.00 0.75 0.15 0.15
L1116 Pasteurized milk 3 0.05 1.90 0.50 2.50
LI 117 Pasteurized milk 4 0.01 0.38 0.25 0.25

LI: Listeria innocua; CHL: Chlorine based disinfect; QAC: Quaternary Ammonium Compounds; AB: Acid based; NI: Not inhibited; MIC: Minimum Inhibitory Con-
centration; MRC: Manufacturer Recommended Concentration

Manufacturer Recommended Concentration (BX: 0.1 mg/ml; PF: 20 mg/ml; HG: 30 mg/ml; SC: 20 mg/ml).

All experiments were conducted in triplicate.

Table 2: Inhibition zone (mm) disinfectants against Listeria innocua strains from ready-to-eat foods in Johannesburg, South Africa

Strain code Source Inhibition zone (mm)
BXCHL HGQAC PFAB SCAB

LI 101 Tomato salad 1 9.00+2.83 18.00+7.55 12.00+1.41 21.00+10.07
LI 102 Smoked Vienna 0.00 15.33+7.64 13.33+4.93 19.33+3.06
LI 103 Coleslaw 1 0.00 21.00+5.57 13.67+5.03 19.67+7.51
LI 104 Liver Spread 0.00 17.50+7.79 18.00+2.83 15.50+9.19
LI 105 Yoghurt 1 0.00 21.67+7.51 11.00+3.46 24.00+£7.94
LI 106 Yoghurt 2 0.00 16.50+9.19 14.50+2.12 20.50+2.12
LI 107 Ham 11.00+7.07 13.33+3.21 13.33+3.21 16.00+2.65
LI 108 Tomato salad 2 0.00 10.00+6.08 9.67+3.21 16.50+17.68
LI 109 Beef Stew 1 0.00 14.50+10.61 9.50+13.44 10.67+4.51
LI 110 Pasteurized milk 1 0.00 10.00+5.20 12.33+6.03 6.67+7.64
LI 111 Beef Stew 2 0.00 11.33+4.51 12.00+3.00 13.00+1.41
LI 112 Pasteurized milk 2 0.00 16.33+6.81 13.67+5.86 11.00+2.83
LI 113 Tomato salad 2 0.00 16.50+7.78 11.67+0.57 18.50+7.78
LI 114 Coleslaw 2 8.50+2.12 12.33+5.86 13.67+8.96 15.33+10.41
LI 115 Beef Stew 3 0.00 14.67+4.93 10.00+2.65 19.50+2.12
L1116 Pasteurized milk 3 0.00 15.33+5.51 16.67+3.51 14.67+0.58
L1117 Pasteurized milk 4 0.00 19.00+1.41 9.67+2.08 14.00+4.24

LI: Listeria innocua; CHL: Chlorine based disinfect; QAC: Quaternary Ammonium Compounds; AB: Acid based; MRC: Manufacturer Recommended Concentration
Manufacturer Recommended Concentration (BX: 0.1 mg/ml; PF: 20 mg/ml; HG: 30 mg/ml; SC: 20 mg/ml).

Resistance to disinfectants were rated as either present (>5 mm) or absent (<5 mm) (McDonnell and Russell, 1999).

All experiments were conducted in triplicate.

Table 3: Antibiotic susceptibility of Listeria innocua strain from ready-to-eat foods in Johannesburg, South Africa

Antibiotic Susceptibility frequency (%)
Resistant Intermediate Susceptible

Ampicillin (10 pg) 100 0 0
Cephalothin (5 pg) 100 0 0
Colistin Sulphate (25 pg) 83 0 17
Gentamicin (10 pg) 21 6 73
Streptomycin (10 pg) 40 0 60
Sulphatriad (200 pg) 74 6 20
Tetracycline (30 pg) 49 0 51
Cotrimoxazole (25 pg) 31 0 69

The susceptibility L. innocua was determined using the guidelines of the European Committee on Antimicrobial Susceptibility Testing (EUCAST) breakpoints
for Staphylococcus aureus considering that the breakpoints for Listeria species for the antibiotic disks used is not available (EUCAST, 2021).
All experiments were conducted in triplicate.
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The MIC values of four commercially disinfectants that
are commonly used in the food industry, namely BX
(chlorine-based disinfectant), HG (Quaternary Ammoni-
um Compounds disinfectant), and PF and SC (both
acid-based disinfectant) were determined. Based on the
microdilution assay, we found out that most of the L.
innocua from RTE food sources were susceptible to all
the four commercial disinfectants with MIC values lower
or equal to the MRC of each disinfectant. L. innocua
cells which have not developed some form of antimicro-
bial resistance are expected to be susceptible to these
sanitizers under planktonic conditions, but this may not
be the case in the presence of biofilms (Xu et al., 2019).
Similarly, results from the disk diffusion assay showed
that most isolates from food sources were susceptible to
disks impregnated with HG, PF, and SC; but this was not
in the case of BX. This discordance in the MIC values
from the two assays was not expected as the findings
from both assays were anticipated to be correlated. This
disparity could be attributed to inefficiencies related to
the diffusibility of the BX disinfectant in the disk
(Benkova et al., 2020).

The resistance to disinfectants by Listeria species can
occur due to the usage of sublethal concentrations and
that cross-adaptation may occur for disinfectants with
similar mode of inactivation (Lundén et al., 2003). It is
worth noting that L. innocua can effectively be used
as a surrogate of L. monocytogenes in the same
food processing environment, especially in terms of
disinfectant resistance (Costa et al., 2018). That is why
the determination of the susceptibility of L. innocua to
MRC is important, since it is of more practical interest to
the food manufacturer than MIC values (Heir et al.,
1995). L. innocua strains from RTE foods may acquire
resistance and proceed to resist the MRC of commercial
disinfectants. Therefore, effectiveness of disinfectants
against microorganism must be continuously monitored
in food facilities to ascertain the effectiveness of cleaning
and disinfection of surfaces in food processing facilities
and ensure production of safe food (Kastbjerg and Gram,
2012).

In this work, all the L innocua isolates from RTE food
sources were found to be resistant to ampicillin and
cephalothin. It was also found that 83 and 74% of isolates
were resistant to colistin sulphate and sulphatriad, respec-
tively. Similar to the findings of this study, Chin et al.
(2018) indicted high levels of antibiotic resistance by L.
innocua isolated from raw chicken and chicken related
products in Malaysia. Antibiotic resistance is mainly
associated with abuse in veterinary clinics and animal
farms such as in the practice of adding antibiotics to
animal feed as supplements (Roca et al., 2015). The high
level of resistance displayed by many L. innocua isolates
from our RTE food sources may be due to acquired
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resistance emanating from the abusive usage of
antibiotics (Shourav et al., 2020).

Antibiotic resistant genes in L. innocua may easily
be transferred to other pathogenic bacteria such L.
monocytogenes in the presence of an enabling environ-
ment (Adzitey et al., 2013). L. innocua from fruit holding
facilities have been found to possess multi-drug resistant
to more than three antibiotic (Jorgensen et al., 2021). A
study on L. innocua isolates from RTE foods in Spain
confirmed the presence of antibiotic resistant genes
(Escolar et al., 2017). Gentamicin (10 pg) appeared to be
the most effective antibiotic against L. innocua with 73%
susceptibility and 6% intermediate susceptibility. Gen-
tamicin susceptibility amongst L. monocytogenes isolates
in humans has been widely reported; hence the antibiotic
is regarded as a good treatment for listeriosis (Gémez et
al., 2014; Walsh et al., 2001). It is worth noting that in-
termediate resistance of strains could possibly gain a
fully-fledged resistance adaptation under certain favoura-
ble conditions. The presence of antibiotic resistant genes
in pathogens can impede the successful treatment of
individuals who have contracted food-borne disease with
antibiotics a risk hence may lead to death (Ruiz-Bolivar
etal., 2011).

Conclusion

The overall prevalence of L. innocua was considerable
in the RTE food samples sold in Johannesburg, South
Africa. We found no significant differences between
prevalence rates of L. innocua and various RTE food
groups. Most L. innocua isolates were susceptible to the
studied commercial disinfectants which could be useful
for cleaning and sanitization in food processing facilities.
The L. innocua isolates showed high antibiotic resistance
against ampicillin, cephalothin, colistin sulphate, and
sulphatriad.

Author contributions

HHM., FT.T., and B.C.D. designed the research,
analyzed the data, and wrote the manuscript; H.H.M.
conducted the experiment in capacity of a master’s stu-
dent. All authors read and revised the final manuscript.

Conflicts of interest

All the authors declared no conflict of interest.

Acknowledgements

We acknowledge the Department of Research and
Innovation of the University of South Africa; the

137




Makumbe et al.: Antimicrobial and Disinfectant Susceptibility of Listeria innocua

University of Johannesburg and the National Research
Foundation (TTK170508230032) for providing the funds
required for this study.

References

Adzitey F., Huda N., Ali G.R.R. (2013). Molecular techniques for
detecting and typing of bacteria, advantages and application to
foodborne pathogens isolated from ducks. 3 Biotech. 3: 97-
107. [DOI: 10.1007/s13205-012-0074-4]

Alles A.A., Wiedmann M., Martin N.H. (2018). Rapid detection and
characterization of postpasteurization contaminants in pasteur-
ized fluid milk. Journal of Dairy Science. 101: 7746-7756.
[DOI: 10.3168/jds.2017-14216]

Arslan S., Ozdemir F. (2020). Prevalence and antimicrobial
resistance of Listeria species and molecular characterization of
Listeria monocytogenes isolated from retail ready-to-eat foods.
FEMS Microbiology Letters. 367. [DOIl: 10.1093/femsle/
fnaa006]

Benkova M., Soukup O., Marek J. (2020). Antimicrobial suscepti-
bility testing: currently used methods and devices and the near
future in clinical practice. Journal of Applied Microbiology.
129: 806-822. [DOI: 10.1111/jam.14704]

Carvalho F.T., Vieira B.S., Vallim D.C., Carvalho L.A., Carvalho
R.C.T., Pereira R.C.L., Figueiredo E.E.S. (2019). Genetic
similarity, antibiotic resistance and disinfectant susceptibility
of Listeria monocytogenes isolated from chicken meat and
chicken-meat processing environment in Mato Grosso, Brazil.
LWT. 109: 77-82. [DOI: 10.1016/j.Iwt.2019.03.099]

ChinP.S.,, AngG.Y,, YuC.Y,, Tan E.L., Tee K.K,, Yin W.F.,, Chan
K.G., tan G.Y.A. (2018). Prevalence, antimicrobial resistance,
and genetic diversity of Listeria spp. isolated from raw
chicken meat and chicken-related products in Malaysia.
Journal of Food Protection. 81: 284-289. [DOI: 10.4315/
0362-028X.JFP-17-186].

Costa A., Lourenco A., Civera T., Brito L. (2018). Listeria innocua
and Listeria monocytogenes strains from dairy plants behave
similarly in biofilm sanitizer testing. LWT. 92: 477-483. [DOI:
10.1016/j.Iwt.2018.02.073]

Dos Santos H.R.M., Argolo C.S., Argdlo-Filho R.C., Loguercio
L.L. (2019). A 16S rDNA PCR-based theoretical to actual
delta approach on culturable mock communities revealed
severe losses of diversity information. BMC Microbiology. 19:
74.[DOI: 10.1186/s12866-019-1446-2]

Escolar C., Gomez D., Garcia M.D.C.R., Conchello P., Herrera
A. (2017). Antimicrobial resistance profiles of Listeria
monocytogenes and Listeria innocua isolated from ready-to-
eat products of animal origin in Spain. Foodborne Pathogens
and Disease. 14: 357-363. [DOI: 10.1089/fpd.2016.2248]

European Committee on Antimicrobial Susceptibility Testing (EU-
CAST). (2021). Development and validation of EUCAST disk
diffusion  breakpoints.  Staphylococcus aureus. URL:
https://www.eucast.org/fileadmin/src/media/PDFS/EUCAST _f
iles/Disk_criteria/Validation_2021/S._aureus_v_8.0_June_202
1.pdf.

Fagerlund A., Langsrud S., Mgretrg T. (2021). Microbial diversity
and ecology of biofilms in food industry environments
associated with Listeria monocytogenes persistence. Current
Opinion in Food Science. 37: 171-178. [DOI: 10.1016/j.cofs.
2020.10.015]

Fox E.M., Wall P.G., Fanning S. (2015). Control of Listeria species
food safety at a poultry food production facility. Food
Microbiology. 51: 81-86. [DOI: 10.1016/j.fm.2015.05.002]

Gomez D., Azén E., Marco N., Carramifiana J.J., Rota C., Arifio A.,
Yanglela J. (2014). Antimicrobial resistance of Listeria
monocytogenes and Listeria innocua from meat products and
meat-processing environment. Food Microbiology. 42: 61-65.
[DOI: 10.1016/j.fm.2014.02.017]

Heir E., Sundheim G., Holck A.L. (1995). Resistance to quaternary
ammonium compounds in Staphylococcus spp. isolated from
the food industry and nucleotide sequence of the resistance

138

plasmid pST827. Journal of Applied Microbiology. 79: 149-
156. [DOI: 10.1111/j.1365-2672.1995.tb00928.x]

Hombach M., Zbinden R., Béttger E.C. (2013). Standardisation of
disk diffusion results for antibiotic susceptibility testing using
the sirscan automated zone reader. BMC Microbiology. 13:
225.[DOI: 10.1186/1471-2180-13-225]

Hua Z., Younce F., Tang J., Ryu D., Rasco B., Hanrahan I., Zhu M.-
J. (2021). Efficacy of saturated steam against Listeria innocua
biofilm on common food-contact surfaces. Food Control. 125:
107988. [DOI: 10.1016/j.foodcont.2021.107988]

International Organization for Standardization (ISO). (2017).
Microbiology of the food chain-horizontal method for the
detection and enumeration of Listeria monocytogenes and of
Listeria spp. -Part 1: detection method (ISO 11290-1:2017).
URL: https://www.iso.org/standard/60313.html.

Jamali H., Radmehr B., Thong K.L. (2013). Prevalence, characteri-
sation, and antimicrobial resistance of Listeria species and
Listeria monocytogenes isolates from raw milk in farm bulk
tanks. Food Control. 34: 121-125. [DOI: 10.1016/j.foodcont.
2013.04.023]

Jorgensen J., Bland R., Waite-Cusic J., Kovacevic J. (2021).
Diversity and antimicrobial resistance of Listeria spp. and L.
monocytogenes clones from produce handling and processing
facilities in the Pacific Northwest. Food Control. 123: 107665.
[DOI: 10.1016/j.foodcont.2020.107665]

Jung Y., Gao J., Jang H., Guo M., Matthews K.R. (2017). Sanitizer
efficacy in preventing cross-contamination during retail
preparation of whole and fresh-cut cantaloupe. Food Control.
75: 228-235. [DOI: 10.1016/j.foodcont.2016.12.009]

Kastbjerg V.G., Gram L. (2012). Industrial disinfectants do not
select for resistance in Listeria monocytogenes following long
term exposure. International Journal of Food Microbiology.
160: 11-15. [DOI: 10.1016/j.ijfoodmicro.2012.09.009]

Korsak D., Szuplewska M. (2016). Characterization of nonpatho-
genic Listeria species isolated from food and food processing
environment. International Journal of Food Microbiology.
238: 274-280. [DOI: 10.1016/j.ijfoodmicro.2016.08.032]

Kumar A., Pal D. (2018). Antibiotic resistance and wastewater:
correlation, impact and critical human health challenges.
Journal of Environmental Chemical Engineering. 6: 52-58.
[DOI: 10.1016/j.jece.2017.11.059]

Kumar S., Stecher G., Tamura K. (2016). MEGA7: molecular
evolutionary genetics analysis version 7.0 for bigger datasets.
Molecular Biology and Evolution. 33: 1870-1874. [DOI:
10.1093/molbev/msw054]

Lakicevic B., Nastasijevic I., Raseta M. (2015). Sources of Listeria
Monocytogenes contamination in retail establishments.
Procedia Food Science. 5: 160-163. [DOI: 10.1016/j.profoo.
2015.09.046]

Lane D.J. (1991). 16S/23S rRNA sequencing. In: Stackebrandt E.,
Goodfellow M. (Editors), Nucleic acid techniques in bacterial
systematics. John Wiley and Sons, New York. pp: 115-175

Lundén J., Autio T., Markkula A., Hellstrom S., Korkeala H.
(2003). Adaptive and cross-adaptive responses of persistent
and non-persistent Listeria monocytogenes strains to disinfec-
tants. International Journal of Food Microbiology. 82: 265-
272.[DOI: 10.1016/S0168-1605(02)00312-4]

Mc Carlie S., Boucher C.E., Bragg R.R. (2020). Molecular basis of
bacterial disinfectant resistance. Drug Resistance Updates. 48:
100672. [DOI: 10.1016/j.drup.2019.100672]

McDonnell G., Russell A.D. (1999). Antiseptics and disinfectants:
activity, action, and resistance. Clinical Microbiology
Reviews. 12: 147-179. [DOI: 10.1128/CMR.12.1.147]

Minarovi¢ova J., Véghova A., Mikulasova M., Chovanova R.,
Soltys K., Drahovska H., Kaclikova E. (2018). Benzalkonium
chloride tolerance of Listeria monocytogenes strains isolated
from a meat processing facility is related to presence of
plasmid-borne bcrABC cassette. Antonie van Leeuwenhoek.
111:1913-1923. [DOI: 10.1007/510482-018-1082-0]

Nyhan L., Johnson N., Begley M., O'Leary P., Callanan M. (2020).
Comparison of predicted and impedance determined growth
of Listeria innocua in complex food matrices. Food
Microbiology. 87: 103381. [DOI: 10.1016/j.fm.2019.103381]

Journal website: http://jfghc.ssu.ac.ir


https://dx.doi.org/10.1007%2Fs13205-012-0074-4
https://doi.org/10.3168/jds.2017-14216
https://doi.org/10.1016/j.lwt.2019.03.099
https://doi.org/10.1016/j.fshw.2017.06.002
https://doi.org/10.1016/j.fshw.2017.06.002
https://doi.org/10.1089/fpd.2016.2248
https://www.eucast.org/fileadmin/src/media/PDFs/EUCAST_files/Disk_criteria/Validation_2021/S._aureus_v_8.0_June_2021.pdf
https://www.eucast.org/fileadmin/src/media/PDFs/EUCAST_files/Disk_criteria/Validation_2021/S._aureus_v_8.0_June_2021.pdf
https://www.eucast.org/fileadmin/src/media/PDFs/EUCAST_files/Disk_criteria/Validation_2021/S._aureus_v_8.0_June_2021.pdf
https://doi.org/10.1016/j.cofs.2020.10.015
https://doi.org/10.1016/j.cofs.2020.10.015
https://doi.org/10.1016/j.fm.2015.05.002
https://doi.org/10.1111/j.1365-2672.1995.tb00928.x
https://doi.org/10.1186/1471-2180-13-225
https://www.iso.org/standard/60313.html.%20Accessed%2012%20September%202019
https://doi.org/10.1016/j.jece.2017.11.059
https://doi.org/10.1093/molbev/msw054
https://doi.org/10.1093/molbev/msw054
https://doi.org/10.1016/j.profoo.2015.09.046
https://doi.org/10.1016/j.profoo.2015.09.046
https://doi.org/10.1016/s0168-1605(02)00312-4
https://doi.org/10.1016/j.drup.2019.100672
https://doi.org/10.1007/s10482-018-1082-0

Journal of Food Quality and Hazards Control 8 (2021) 131-139

Ochiai Y., Yamada F., Mochizuki M., Takano T., Hondo R., Ueda
F. (2014). Biofilm formation under different temperature
conditions by a single genotype of persistent Listeria
monocytogenes strains. Journal of Food Protection. 77: 133-
140. [DOI: 10.4315/0362-028X.JFP-13-074]

Osaili T.M., Alaboudi A.R., Nesiar E.A. (2011). Prevalence of
Listeria spp. and antibiotic susceptibility of Listeria
monocytogenes isolated from raw chicken and ready-to-eat
chicken products in Jordan. Food Control. 22: 586-590. [DOI:
10.1016/j.foodcont.2010.10.008]

Roca I., Akova M., Baquero F., Carlet J., Cavaleri M., Coenen
S., Cohen J., Findlay D., Gyssens 1., Heuer O.E., Kahlmeter
G., Kruse H., et al. (2015). The global threat of anti-
microbial resistance: science for intervention. New Microbes
and New Infections. 6: 22-29. [DOI: 10.1016/j.nmni.2015.02.
007]

Rodrigues C.S., De S& C.V.G.C., De Melo C.B. (2017). An
overview of Listeria monocytogenes contamination in ready to
eat meat, dairy and fishery foods. Ciéncia Rural. 47:
€20160721. [DOI: 10.1590/0103-8478¢r20160721]

Ruiz-Bolivar Z., Neuque-Rico M.C., Poutou-Pifiales R.A.,
Carrascal-Camacho A.K., Mattar S. (2011). Antimicrobial
susceptibility of Listeria monocytogenes food isolates from
different cities in Colombia. Foodborne Pathogens and
Disease. 8: 913-919. [DOI: 10.1089/fpd.2010.0813]

Sauders B.D., Overdevest J., Fortes E., Windham K., Schukken Y,
Lembo A., Wiedmann M. (2012). Diversity of Listeria species
in urban and natural environments. Applied and
Environmental Microbiology. 78: 4420-4433. [DOI: 10.1128/
AEM.00282-12]

Shourav A.H., Hasan M., Ahmed S. (2020). Antibiotic susceptibility
pattern of Listeria spp. isolated from cattle farm environment
in Bangladesh. Journal of Agriculture and Food Research. 2:
100082. [DOI: 10.1016/j.jafr.2020.100082]

Journal website: http://www.jfghc.com

Soni D.K., Dubey S.K. (2014). Phylogenetic analysis of the Listeria
monocytogenes based on sequencing of 16S rRNA and hlyA
genes. Molecular Biology Reports. 41: 8219-8229. [DOI:
10.1007/s11033-014-3724-2]

Tabit F.T., Komolafe N.T., Tshikalange T.E., Nyila M.A. (2016).
Phytochemical constituents and antioxidant and antimicrobial
activity of selected plants used traditionally as a source of
food. Journal of Medicinal Food. 19: 324-329. [DOI:
10.1089/jmf.2015.0099]

Turner S., Pryer KM., Miao V.P.W., Palmer J.D. (1999).
Investigating deep phylogenetic  relationships  among
cyanobacteria and plastids by small subunit rRNA sequence
analysis. Journal of Eukaryotic Microbiology. 46: 327-338.
[DOI: 10.1111/j.1550-7408.1999.tb04612.X]

Usman U.B., Kwaga J.K.P., Kabir J., Olonitola O.S., Radu S.,
Bande F. (2016). Molecular characterization and phylogenetic
analysis of Listeria monocytogenes isolated from milk and
milk products in Kaduna, Nigeria. Canadian Journal of
Infectious Diseases and Medical Microbiology. 2016. [DOI:
10.1155/2016/4313827]

Von Holy A., Makhoane F.M. (2006). Improving street food vend-
ing in South Africa: achievements and lessons learned.
International Journal of Food Microbiology. 111: 89-92.
[DOI: 10.1016/j.ijfoodmicro.2006.06.012]

Walsh D., Duffy G., Sheridan J.J., Blair 1.S., McDowell D.A.
(2001). Antibiotic resistance among Listeria, including
Listeria monocytogenes, in retail foods. Journal of Applied
Microbiology. 90: 517-522. [DOI: 10.1046/j.1365-2672.2001.
01273.x]

Xu D., Deng Y., Fan R., Shi L., Bai J., Yan H. (2019). Coresistance
to benzalkonium chloride disinfectant and heavy metal ions in
Listeria monocytogenes and Listeria innocua swine isolates
from China. Foodborne Pathogens and Disease. 16: 696-703.
[DOI: 10.1089/fpd.2018.2608]

139


https://doi.org/10.4315/0362-028X.JFP-13-074
https://doi.org/10.1016/j.foodcont.2010.10.008
https://doi.org/10.1016/j.foodcont.2010.10.008
https://dx.doi.org/10.1016%2Fj.nmni.2015.02.007
https://dx.doi.org/10.1016%2Fj.nmni.2015.02.007
https://doi.org/10.1590/0103-8478cr20160721
https://doi.org/10.1089/fpd.2010.0813
https://dx.doi.org/10.1128%2FAEM.00282-12
https://dx.doi.org/10.1128%2FAEM.00282-12
https://doi.org/10.1016/j.jafr.2020.100082
https://doi.org/10.1007/s11033-014-3724-2
https://doi.org/10.1007/s11033-014-3724-2
https://doi.org/10.1007/s11033-014-3724-2
https://doi.org/10.1007/s11033-014-3724-2
https://doi.org/10.1111/j.1550-7408.1999.tb04612.x
https://doi.org/10.1155/2016/4313827
https://doi.org/10.1155/2016/4313827
https://doi.org/10.1016/j.ijfoodmicro.2006.06.012
https://doi.org/10.1046/j.1365-2672.2001.01273.x
https://doi.org/10.1046/j.1365-2672.2001.01273.x
https://doi.org/10.1089/fpd.2018.2608

