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Research article
Ερευνητικό άρθρο

ABSTRACT: The aim of this study was to assess the microbiological profile, coliform and staphylococcal species 
diversity, and the antimicrobial susceptibility of coliform and other Gram-negative bacteria recovered from retail 
honeys in Turkey. A total of 150 honey samples, including extracted honey and comb honey samples, were purchased 
from honey sellers. The honey samples were analyzed for total mesophilic aerobic bacteria (TMAB), total mesophilic 
anaerobic bacteria (TMAnB), coliforms, Escherichia coli (E. coli), Staphylococcus spp., lactic acid bacteria (LAB), 
yeasts, and molds. All presumptive coliform and Staphylococcus isolates were identified at species level and then 
Gram-negative isolates were screened for antimicrobial susceptibility. TMAB, TMAnB, LAB, yeasts and molds mean 
counts (log cfu/g) in the samples were 3.26±1.08, 3.0±0.89, 2.93±0.52, 2.90±0.83, 1.80±0.53, respectively. Eighteen 
point seven percent and 15.3% of extracted and comb honey contained coliform and Staphylococcus spp., respectively, 
with a mean count (MPN/g) of 8.06±1.23 and 0.71±0.66. TMAB, Staphylococcus spp. and yeast contamination rates 
were significantly higher in the extracted honeys (P<0.05). Presumptive coliform and Staphyloccus spp. isolates were 
mostly identified as Klebsiella pneumoniae, Proteus mirabilis, Serratia marcescens, and Staphylococcus hominis and 
Staphylococcus epidermidis, respectively. Among coliform and non-coliform Gram-negative recovered isolates, anti-
microbial resistance was highest against ceftriaxone (92.4%) and cefepime (91.5%) followed by tigecyclin (46.2%). 
The results obtained in this study provide insight on the microbiological profile of honey and the diversity of coliform 
and Staphylococcus species in honey samples. Moreover, these results show that honey, which is considered beneficial 
for human health, may contain antibiotic-resistant bacteria. 
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INTRODUCTION

Owing to its several beneficial biological effects, 
including antioxidant (Aljadi and Kamaruddin, 

2004), antimicrobial (Gomes et al., 2010), and anti-in-
flammatory (Tonks et al., 2003) activity, the consump-
tion of honey, produced by honeybees (Apis mellifera), 
contributes to the health and well-being of humans. In 
the past few years, the production and consumption of 
honey have displayed a steady increase at the global 
level. This is attributed to the increase in the global 
population, the interest of consumers of all age groups, 
including young people, in natural food products, and 
the variety of food products containing honey (Gar-
cia, 2018). To date, literature reports on honey have 
mostly focused on the physicochemical properties (El 
Sohaimy et al., 2015; Chakir et al., 2016; Boussaid 
et al., 2018; Kavanagh et al., 2019) and antimicrobi-
al activity (Mercan et al., 2007; Sherlock et al., 2010; 
Stagos et al., 2018) of honey. However, although hon-
ey stops the growth of many microorganisms because 
of its composition (high concentration of sugar and a 
low water activity), throughout the different stages of 
the production chain from the hive to the table [pri-
mary (pollen, flower, honeybee digestive tract) and 
secondary (human, equipment, containers, wind, dust, 
soil etc.)], honey can be contaminated by microor-
ganisms, which may alter the shelf life of the product 
and/or cause foodborne diseases (Olaitan et al., 2007; 
Grabowski et al., 2017). Honey being consumed with-
out undergoing any prior heat treatment or preserva-
tion techniques requires strict attention to be paid to 
good manufacturing practices during its production. 
Previously reported studies from different countries 
have shown that retail honey can contain vegetative 
and spore-forming bacteria, yeast and mold (Ceauşi et 
al., 2009; Kačániová et al., 2012; Dümen et al., 2013; 
Erkan et al., 2015; Kunová et al., 2015; Moujanni et 
al., 2017; Combarros-Fuertes et al., 2019). Besides, 
most of these studies focused on determining micro-
biological profile rather than microbial diversity at 
species level from the samples. Mostly, the reported 
studies for microbiological profile varies globally but 
these are influenced by the detection methods which 
have different sensitivity and specificity, the region 
and the study design. In recent years, the rapid devel-
opment of antibiotic resistance in several bacteria, and 
reports showing the role of bacteria originating from 
food, animals, and the environment in certain infec-
tious diseases affecting humans (Manges, 2016; Bhat-
ta et al., 2016; WHO, 2016), have increased the impor-
tance of genus/species identification and antimicrobial 

resistance detection in bacteria isolated not only from 
human clinical specimens but also from food, animal 
and environmental samples. Antibiotic resistant Gram 
negative bacteria are a serious problem in clinical set-
tings and increase the morbidity and mortality in hu-
mans (Cosgrove, 2006; Kollef et al., 2008). There is 
very limited data in literature on antibiotic resistant 
Gram negative bacteria, including coliforms, isolated 
from honey (Hleba et al., 2014). However, the few re-
ported studies on isolates from the digestive tracts of 
honey bees have found the Gram negative bacteria to 
be resistant to different antibiotic classes (Tian et al., 
2012; Bezirtzoglou et al., 2016; Gasper et al., 2017; 
Kačániová et al., 2017). To the best our knowledge, 
there is no previous study that systemically focused 
on the determination of microbiological profile includ-
ing coliform and Staphylococcus species diversity and 
antibiotic susceptibility in coliform and Gram nega-
tive bacteria recovered from retail honeys in Turkey. 
Therefore, the aim of this study was i) to assess the 
microbiological profile of honeys ii) to determine both 
coliform and Staphylococcus isolates at genus and 
species level, and iii) to screen antimicrobial suscep-
tibility in the recovered coliform and non-coliform 
Gram negative bacteria isolates.

MATERIAL AND METHODS

Study design and sample collection
A cross-sectional study was conducted from July 

2017 to June 2018 in the Diyarbakir province located 
in the Southeast Anatolia Region of Turkey. In total, 
150 honey samples were collected from different sale 
points including honey sellers and markets in four 
districts (Baglar, Kayapinar, Yenisehir and Sur) of Di-
yarbakir province. The number of samples per area 
was determined according to the relative population 
size of the districts (TUİK, 2016). The sample num-
bers of the analyzed honey types (extracted or comb 
honey) were determined in view of the consumption 
levels of extracted honey and comb honey in Turkey 
(Soylu et al., 2018; Baki et al., 2017). Eventually, 106 
extracted honey (71%) and 44 comb honey (29%) 
samples were collected. The samples were collected 
into sterile 100-ml containers (labelled with numbers, 
place and date of collection) and transferred in cold 
boxes at 4°C to the laboratory of the Department of 
Food Hygiene and Technology of Dicle University 
for microbiological analysis. 

Microbiological analysis 
For microbiological analysis, honey samples were 
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taken aseptically, using a sterile spatula and/or scal-
pel (for comb honey), from the sample containers. 
Ten grams of each honey sample was mixed with a nine-
fold volume of 0.1% peptone water in a sterile plastic 
bag, and homogenized for 60 s with a stomacher (Easy 
Mix-G560E, France). Subsequently, 10‐fold serial dilu-
tions were prepared of each sample with 0.1% peptone 
water. The pour plate technique was used for enumer-
ating total aerobic mesophilic bacteria (TMAB), total 
anaerobic mesophilic bacteria (TMAnB), lactic acid 
bacteria (LAB), yeasts and molds in the honey sam-
ples. The TMAB count was enumerated on plate count 
agar (PCA) after incubation at 30°C for 72 hours as de-
scribed in the ISO 4833-1:2013 standard (ISO 2013). 
The TMAnB count was enumerated on PCA after in-
cubation at 30°C for 72 hours under anaerobic condi-
tions. Lactic acid bacteria were enumerated on de Man 
Rogosa and Sharpe Agar (MRSA) incubated at 37°C 
for 48 hours. Molds and yeasts were enumerated on 
potato dextrose agar supplemented with 10% tartaric 
acid, which was incubated at 22±1°C for 5-7 days. 

Coliform and E. coli counts were performed using 
the most probable number (MPN) method as described 
in the U.S. Food and Drug Administration’s Bacteri-
ological Analytical Manual (FDA/BAM 2002). From 
each sampling bag containing 10 g of honey + 90 ml 
of 0.1% peptone water, aliquots of 10 ml, 1 ml and 
0.1 ml were taken and transferred to tubes contain-
ing 10 ml (double-strength), 10 ml (single-strength), 
and 10 ml (single-strength) of lauryl sulphate tryptose 
(LST) broth, respectively. All tubes were incubated at 
35°C±0.5°C for 24-48 hours. Briefly, after presump-
tive positives were determined, confirmation tests 
were performed by transferring a loopful of suspen-
sion into brilliant green lactose broth (BGLB). The 
MPN was calculated and species distribution was de-
termined using the Vitek 2 system, according to man-
ufacturer’s instructions (Biomerieux, France). For E. 
coli counts, a loopful of suspension, from each pre-
sumptive positive tube mentioned above, was trans-
ferred to a tube containing E. coli broth (EC). The EC 
tubes were incubated at 44.5°C for 24-48±2h and then 
examined for gas production. After gently agitating 
each gassing EC tube, a loopful of broth was streaked 
on Levine’s eosin-methylene blue (L-EMB) agar for 
isolation. The plates were incubated at 35°C±0.5°C 
for 18-24 h. Then presumptive colonies were con-
firmed with the Vitek 2 system (Biomerieux, France).

Staphylococcus spp. counts were determined using 
9 test tubes containing 10, 9.9, and 9 ml of tryptic soy 

broth, 10% NaCl, and 1% sodium pyruvate (TSBNS) 
(three tubes each) as described in the FDA’s BAM 
(FDA/BAM 2001). From each sampling bag contain-
ing 10 g of honey + 90 ml of 0.1% peptone water (cor-
responding to a dilution of 1:10), aliquots of 10 ml, 1 
ml and 0.1 ml were taken and transferred to the tubes 
containing 10 ml of TSBNS broths, respectively. These 
tubes were incubated at 37°C for 48±2 hours. Briefly, 
positive tubes were confirmed by streaking a loopful of 
suspension onto Baird-Parker agar (BPA) and one or 
more suspected black colonies from each positive BPA 
plate were confirmed and identified at the species level 
using the Vitek 2 system (Biomerieux, France). Fol-
lowing confirmation, the MPN of Staphylococcus spp. 
was calculated based on the proportion of confirmed 
turbid TSBNS tubes for three consecutive dilutions.

Antibiotic susceptibility testing of the isolates
Antibiotic susceptibility tests were performed on 

all of the coliform and non-coliform isolates obtained 
from the honey samples. The susceptibility tests were 
conducted using the BD Phoenix™ 100 Automatic 
Microbiology Identification System in accordance 
with the manufacturer’s instructions (BD Diagnostic 
Instrument Systems, Sparks, MD, USA). A Phoenix 
NMIC-400/ID Panel, of which the following anti-
biotics were part of, was used: amikacin, amoxicil-
lin-clavulanate, ampicillin, ciprofloxacin, colistin, 
gentamicin, netilmicin, tigecycline, trimethoprim-sul-
famethoxazole, aztreonam, cefepime, ceftazidime, 
ceftriaxone, imipenem and meropenem. The minimal 
inhibitory concentration (MIC) values were interpret-
ed as susceptible, intermediate, or resistant according 
to the guidelines of the Clinical and Laboratory Stan-
dards Institute (CLSI 2017). All isolates with interme-
diate susceptibility were re‐classified as susceptible. 

Statistical analysis
Data analysis was performed with the SPSS statisti-

cal software version 24 (IBM SPSS, IBM Corporation, 
USA). The chi-square test was used to compare differ-
ences between microorganism presence and the honey 
types. Statistical differences between the honey types and 
mean values of microorganisms were determined using 
Student’s t-test. P <0.05 was considered significant.

RESULTS

Microbiological profile in honeys
The mean numbers determined in the 150 honey 

samples are given Table 1. The mean TMAB, TMAnB, 
mold and LAB counts (log cfu/g) of the extracted 
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honey samples, which were 3.37±1.07, 3.07±0.91, 
2.94±0.43, and 2.88±0.49, respectively, were higher 
than the counts of the comb honey samples (Table 1). 
However, there were no significant differences in the 
mean counts of microorganisms between the extract-
ed and comb honey samples (P>0.05). Out of the 150 
analyzed honey samples, 94 (62.7%), 34 (22.7%), 28 
(18.7%), 25 (16.7%), 23 (15.3%), 21 (14%) and 11 
(7.3%) were contaminated at detectable levels (>10 
cfu/g or >3 MPN/g) of TMAB, TMAnB, coliforms, 
yeasts, Staphylococcus spp., LAB and molds, respec-
tively. None of the samples were contaminated with 
E. coli within a detectable number (<3 MPN/g). Com-
parison of honey types showed that 49.3%, 14.7% and 
14% of the extracted honey samples, and 13.3%, 2% 
and 1.3% of the comb honey samples were contam-
inated with TMAB, yeasts and Staphylococcus spp., 
and these contamination rates were found to be statis-
tically significant (P<0.05) (Table 2).

Distribution of coliform and Staphylococcus isolates 
Out of the 150 honey samples analyzed in the 

present study, 28 (18.7%) contained coliforms, re-
sulting in 106 isolates. Forty-three (40.5%) isolates 
were identified as K. pnuemonia, E. cloacae and K. 
oxytoca, all of which are coliform bacteria, whilst the 
remaining 63 isolates (59.4%) were identified as P. 
vulgaris, S. marcescens and P. mirabilis (Table 3). 
The analysis of the 150 honey samples for E. coli with 
the most probable number method revealed turbidity 
in the EC broth tubes of 11 (7.3%) samples. Howev-
er, none of the suspected isolates obtained from the 
EC broth tubes were confirmed as E. coli. Of the 150 
honey samples tested, 23 (15.3%) were found to be 
contaminated with Staphylococcus, and a total of 30 
strains were isolated. Out of the 25 Staphylococcus 
spp. isolates obtained from extracted honey samples, 
10 were S. hominis, 8 were S. epidermidis, 6 were S. 
hemolyticus, and 6 were S. capitis. Furthermore, out 
of the 5 Staphylococcus spp. isolates obtained from 
comb honey samples, 2 were S. hominis, 1 was S. ep-
idermidis, 1 was S. hemolyticus, and 1 was S. capitis 
(Table 3). None of the analyzed honey samples was 
contaminated with S. aureus in detectable numbers.

Table 1. Microbial counts in honeys

 
Overall counts (N:150)

Honey types

Extracted honey (n:106) Comb honey (n:44)
Variable Range

(Min.-Max.) Mean±SD Median Range 
(Min.-Max.) Mean±SD* Median Range 

(Min.-Max.) Mean±SD* Median

TMABx 1.13-5.08 3.26±1.08 3.41 1.13-5.08 3.37±1.07 3.45 1.17-4.33 2.84±1.04 3.15
TMAnBx 1.30-4.37 3.00±0.89 3.04 1.30-4.37 3.07±0.91 3.16 1.77-3.14 2.48±0.55 2.66
Moldsx 1.17-2.79 1.80±0.53 2.75 1.77-4.39 2.94±0.43 1.78 1.77-3.50 2.64±0.75 2.31
Yeastsx 1.77-4.39 2.90±0.83 1.97 1.17-2.10 1.66±0.84 2.75 1.47-2.79 2.19±0.66 2.65
Lactic acid bacteriax 1.84-3.99 2.93±0.52 2.90 1.84-3.58 2.88±0.49 2.85 2.70-3.99 3.34±0.91 3.05
Coliformy 0.30-46 8.06±1.23 0.74 0.30-29.0 6.76±9.65 0.74 0.30-46.0 12.81±1.98 0.64
Staphylococcus spp.y 0.36-2.30 0.71±0.66 0.36 0.36-2.30 0.65±0.59 0.53 0.36-2.30 1.33±1.37 1.33
x log cfu/g
y MPN/g
SD: Standard deviation
*There was no significant difference in the mean counts of microorganisms between honey types.
None of samples was found to be contaminated with E. coli in detectable numbers (<3 log MPN/g).

Table 2. Microbial contamination rates in honey samples (N:150, %)
Microorganism Honey types Overall 

Extracted honey (n:106) Comb honey (n:44)
TMAB 49.3a 13.3b 62.7
TMAnB 18.7a 4a 22.7
Coliform 14.7a 4a 18.7
Yeasts 14.7a 2b 16.7
Staphylococcus spp. 14a 1.3b 15.3
LAB 11.3a 2.7a 14
Molds 5.3a 2a 7.3

a.b.c: Values in the same row that are not followed by the same uppercase letter are significantly different (P<0.05).
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Table 3. Distribution of coliform, non-coliform Gram negative and Staphylococcus spp. isolates identified in honeys*

Microorganism Honey type
Extracted honey (no. of isolates) Comb honey (no. of isolates)

Coliform bacteria x
Klebsiella pneumonia 26 (60.4) 23 3
Enterobacter cloacae 11 (25.6) 8 3
Klebsiella oxytoca 6 (14) 6 Not detected
Non-coliform Gram (-) bacteria y
Proteus vulgaris 38 (60.3) 24 14
Serratia marcescens 17 (27) 9 8
Proteus mirabilis 8 (12.7) 7 1
Staphylococcus spp. z
S. hominis 10 (33.3) 8 2
S. epidermidis 8 (26.6) 7 1
S. hemolyticus 6 (20) 5 1
S. capitis 6 (20) 5 1

* Of the 150 honey samples analyzed, 28 (18.7%) and 23 (15.3%) were contaminated with coliform and 
Staphylococcus, respectively.
x: No. of isolates with (% of the 43 isolates)
y: No. of isolates with (% of the 63 isolates)
z: No. of isolates with (% of the 30 isolates) 

H. S. GURAN,  G. DURUKAN, D.MANN

Resistance pattern of the coliform and non-coli-
form Gram-negative isolates 

The antibiotic resistance of the isolates was high-
est to ceftriaxone (92.4%) and cefepime (91.5%) 
followed by tigecyclin (46.2%), trimethoprim-sulfa-
methoxazole (43.4%), netilmicin (43.4%), amoxicil-
lin-clavulanate (43.4%), ceftazidime (36.8 %), azt-

reonam (36.8%), and colistin (30.1%) (Table 4). The 
isolates with the highest percentages of resistance to 
the different antibiotics tested were P. vulgaris and 
P. mirabilis. Of the isolates, 83% were found to be 
multi-drug resistant (resistant to at least three differ-
ent classes of antibiotics). 

Table 4. Antimicrobial susceptibility pattern of coliform and non-coliform Gram negative bacteria recovered from honeys
Bacterial isolate No. of resistant isolates with (%) 

AMC CIP COL GEN NET TIG TMP- SUL AZT CEF CEFT CFTX
Proteus vulgaris(n:38) 38(100) 0(0) NA 0(0) 38(100) 38(100) 38(100) 0(0) 38(100) 0(0) 38(100)
Klebsiella 
pneumonia(n:26) 0(0) 0(0) 26(100) 10(38) 0(0) 0(0) 0(0) 26(100) 26(100) 26(100) 26(100)

Serratia 
marcescens(n:17) NA 0(0) NA 0(0) 0(0) 0(0) 0(0) 4(24) 17(100) 4(24) 17(100)

Enterobacter 
cloacae(n: 11) NA 3(27) 0(0) 0(0) 0(0) 3(27) 0(0) 3(27) 3(27) 3(27) 4(36)

Proteus mirabilis(n:8) 8(100) 8(100) NA 0(0) 8(100) 8(100) 8(100) 0(0) 7(87.5) 0(0) 7(87.5)
Klebsiella oxytoca(n:6) 0(0) 0(0) 6(100) 4(67) 0(0) 0(0) 0(0) 6(100) 6(100) 6(100) 6(100)
Overall (n: 106) 46 (43.4) 11(10.3) 32 (30.1) 14 (13.2) 46(43.4) 49(46.2) 46(43.4) 39(36.8) 97(91.5) 39(36.8) 98(92.4)

AMC: Amoxicillin-Clavulanate; CIP: Ciprofloxacin; COL: Colistin; GEN: Gentamicin; NET: Netilmicin; TIG: 
Tigecycline; TMP-SUL:Trimethoprim-Sulfamethoxazole; AZT: Aztreonam; CEF: Cefepime; CEFT: Ceftazidime; 
CFTX: Ceftriaxone.
NA: The isolate has intrinsic resistance to certain antibiotic. 
All isolates were pan susceptible/sensitive to amikacin, imipenem and meropenem
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DISCUSSION
Total mesophilic aerobic bacteria, total anaerobic 

bacteria, yeast and mold counts are important parame-
ters used to determine the microbial quality of honey. 
Kunová et al. (2015) reported that the total viable count 
ranged from 1.87 log cfu/g to 3.87 log cfu/g with a medi-
an level of 2.52 log cfu/g, based on the analysis of honey 
samples originating from the Czech Republic, Slovakia 
and Germany. Pucciarelli et al. (2014) reported that the 
mean TMAB count of the analyzed honey in Argentina 
was as 3.13 log cfu/g, Rozanska and Osek (2012) report-
ed a TMAB count ranging from 1.9x102 cfu/g to 4.6x103 
cfu/g for five honey types of different botanical origin in 
Poland. The results determined in the present study for 
mean TMAB count is similar with the studies mentioned 
above. However, in a study on honey samples obtained 
from different stores in Turkey the determined mean 
TMAB count was higher at 6.98 log cfu/g (Erkan et al., 
2015). The physico-chemical composition of honey is 
favourable for the survival of the spores and vegetative 
forms of some anaerobic and facultative bacteria, even if 
at a low level. In the present study, 22.7% of the 150 hon-
ey samples analyzed were contaminated with TMAnB 
and the mean TMAnB count was 3.0±0.89 log cfu/g. 
Kačániová et al. (2012) reported vegetative anaerobic 
bacteria levels of 0% in 20 honey samples from Slovakia 
and 1% in 20 honey samples from Poland. In the same 
study, the counts of vegetative anaerobic bacteria in the 
two positive samples were found to be as 1 log cfu/g and 
1.54 log cfu/g. Different from other microorganisms, 
yeasts and molds are capable of long-term survival and 
even growth in honey. In the analyzed honey samples, 
25 (16.7%) and 11 (7.3%) were contaminated with yeast 
and mold, respectively, in the present study. Similarly, 
Moujanni et al. (2017) reported to have detected higher 
yeasts (40%) than molds (32%) in 109 Moroccan honey 
samples. These results suggest that honey contamination 
with yeasts occurs at a higher rate, which is attributed to 
yeasts having a higher capability of surviving and grow-
ing in media with high sugar concentrations (Tysett et 
al., 1981). 

The source of lactic acid bacteria in honey is main-
ly plants, the digestive tract of honeybees and soil. 
However, these bacteria, which are widespread in the 
environment, can pass into honey under improper pro-
duction, processing and storage conditions. In the pres-
ent study, the mean number of LAB was determined 
to be 2.93±0.52 log cfu/g. Similar to the present study, 
Vazquez-Quiñones (2018) determined the presence of 
lactic acid bacteria at a level above 2 log cfu/g (>102 
cfu/g) in honeys from Mexico, and Duman et al. (2008) 

determined a number of lactic acid bacteria ranging be-
tween 102 - 103 cfu/g in honeys from Turkey. 

Coliform bacteria, the counts of which are used as an 
indicator of the sanitary quality of foodstuffs, belong to 
four genera, namely, Escherichia, Klebsiella, Citrobac-
ter and Enterobacter. Some coliform species has also 
been known to cause clinically important infections in 
humans (Armbruster et al., 2017). In two of the very 
few studies, in which the number of coliform bacteria in 
honey was determined by the MPN method, Pucciarelli 
et al. (2014) reported the average number of coliforms as 
1.45 MPN/g in honey, whilst Vazquez-Quiñones (2018) 
reported a coliform number of <3 MPN/g. While these 
results are quite lower than those obtained in the present 
study, some other literature reports point out the detec-
tion of higher coliform numbers (Combarros-Fuertes 
et al., 2019; Dümen et al., 2013). The contamination 
of honey with coliform bacteria may occur via the di-
gestive tract of honeybees, pollens, the environment, 
equipment and personnel hygiene (Silva et al., 2017). In 
the present study, none of the honey samples contained 
a detectable level of E. coli by MPN method. Similar 
to the present study, Leme et al. (2018) and Combar-
ros-Fuertes et al. (2019) reported not to have detected 
E. coli in any of the honey samples they analyzed. On 
the other hand, Dümen et al. (2013) reported to have 
detected E. coli in 18 (3.6%) out of 500 honey samples, 
and determined that the number of E. coli ranged from 
<10 cfu/g to 3.4x101 cfu/g. To our knowledge, only 
very few literature reports are available on the system-
atic investigation of the species distribution of coliform 
bacteria contaminating honey. Although honey shows 
antimicrobial activity against several clinically impor-
tant pathogens, including P. mirabilis, P. vulgaris, E. 
cloacae, E. aerogenes and K. pneumoniae, the detec-
tion of these bacteria in honey, even at low levels, in the 
present study, demonstrates that these bacteria can be 
in honey (Snowdon et al., 1996; McLoone et al., 2016). 

Bacteria of the genus Staphylococcus, which are 
part of the natural microflora of both humans and an-
imals, are ubiquitous and include coagulase-positive 
and coagulase-negative species, known to bear signif-
icance in terms of food safety and public health (Hen-
nekinne et al., 2012; Becker et al., 2014). In a study 
on honey obtained from beehive combs with sterile 
syringes it was reported that while 2 (7.14%) of the 
28 Yateí honey samples contained coagulase-negative 
Staphylococcus spp., none were contaminated with 
coagulase-positive Staphylococcus spp. (Puciarelli et 
al., 2014). In another study from different tree spe-
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cies, the presence of coagulase-positive Staphylococ-
cus spp. was detected in 65 (11.7%) of the 552 honey 
samples (Ceauşi et al., 2009). When comparing those 
reports with the present study, the higher contamina-
tion rates of Staphylococcus spp. in the present study 
was attributed not only to primary and secondary or 
cross contaminations, but also to the use of the most 
probable number method, which enables the detection 
of Staphylococcus spp. numbers less than 10 cfu/g. In 
the present study, S. aureus having not been detected 
in any of the samples was attributed to the antimicro-
bial activity of honey against many pathogens, includ-
ing S. aureus, owing to its characteristic composition, 
structure and microbial flora (Sherlock et al., 2010).

In the present study, it was determined that the over-
all contamination rate of extracted honey with TMAB, 
TMAnB, coliforms, Staphylococcus spp., yeasts, 
molds and lactic acid bacteria was higher than that 
of comb honey. This demonstrated that the microbial 
quality of extracted honey is relatively lower than that 
of comb honey. In a study that analyzed honey samples 
from different points of a honey processing unit was 
reported that postharvest extracted honey contained 
increased numbers of TMAB, yeasts and molds, and 
that coliform bacteria, was not detected in comb hon-
ey (Fernandez et al., 2017). In their study on the com-
parison of the cold and hot extraction methods used to 
obtain extracted honey from comb honey, Gallez and 
Fernández (2009) determined that the microbial con-
tamination of extracted honey occurred with the use 
of both methods and the cold extraction method posed 
a greater risk of contamination than the hot extraction 
method. The increased risk of microbial contamination 
associated with each step of the production of extracted 
honey from comb honey at honey processing units is in 
agreement with the lower microbial quality determined 
for extracted honey, compared to comb honey. 

The Turkish Food Codex by-law on microbiologi-
cal criteria and the 2073/2005 numbered microbio-
logical criteria for foodstuffs of the European Com-
mission (EC) do not enforce any limit for TMAB, 
TMAnB, coliform, Staphylococcus spp., lactic acid 
bacteria, yeast and mold count of honey (Turkish 
Food Codex, 2011; European Commission, 2005). 

Therefore, the microorganism counts determined in 
the present study were not assessed for conformity 
to any legal requirements. However, the determined 
values for the studied microorganisms in the present 
study are not considered hazardous to humans.

Antibiotic resistance rapidly increasing among bac-
teria is a major public health concern at the global level 
(WHO, 2016). The non-legal use of different antibiotic 
groups, such as tetracyclines, streptomycin, macrolides, 
and sulphonamides for the treatment of honeybee dis-
eases may cause antibiotic residues in honey. The high 
levels of multi-drug resistant coliform and non-coliform 
Gram-negative bacteria detected in the present study not 
only suggest that drugs are used improperly, but also 
point out the impact of multiple factors, including the 
close contact of honeybees with the environment, the 
vector role of honeybees in transferring antibiotic-resist-
ant bacteria to the hive, the ability of antibiotic-resistant 
bacteria to colonize in the honeybee gut, and the con-
tamination of honey with antibiotic-resistant bacteria at 
different stages, from production to the consumer (Tian 
et al., 2012; Kačániová et al., 2017). 

CONCLUSIONS 
E. coli and S. aureus having not been detected 

in any of the honey samples analyzed in the present 
study shows that the sanitary quality of the honey was 
acceptable. The presence of clinically important bac-
teria for humans from the analyzed samples indicates 
that these bacteria can be found in honey. Findings 
in this study indicated that honey, can act as a poten-
tial vehicle for the transmission of antibiotic-resistant 
bacteria and thus, pose a health risk to consumers. 

ACKNOWLEDGEMENT
Data relating to the microbiological profile and 

species diversity of recovered bacteria in this study 
belongs to Gokhan Durukan’s MSc thesis. Gokhan 
Durukan’s MSc thesis was financially supported by 
Dicle University Scientific Research Projects Coor-
dination Unit (Project no: DUBAP/Veteriner.18.003). 

CONFLICT OF INTEREST 
The authors declare no conflict of interest.

REFERENCES

Aljadi AM, Kamaruddin MY (2004) Evaluation of the phenolic con-
tents and antioxidant capacities of two Malaysian floral hon-
eys. Food Chem 85:513-518.

Armbruster CE, Smith SN, Johnson AO, De Ornellas V, Eaton KA, Yep 

A, Mobley HL (2017) The Pathogenic Potential of Proteus Mirabilis 
is Enhanced by Other Uropathogens During Polymicrobial Urinary 
Tract İnfection. Infect Immun 85:E00808-16.

Baki F, Saner G, Adanacıoğlu H, Güler D (2017) Türkiye’de süzme çam 



J HELLENIC VET MED SOC 2021, 72(1)
ΠΕΚΕ 2021, 72(1)

2772 H. S. GURAN,  G. DURUKAN, D.MANN

balına yönelik tüketici tercihlerinin konjoint analizi: İzmir ili örneği. 
Balkan and Near Eastern J Soc Sci 3: 50-57.

Becker K, Heilmann C, Peters G (2014) Coagulase-negative staphylococ-
ci. Clin. Microbiol Rev 27:870-926.

Bezirtzoglou E, Voidarou C, Stavropoulou E (2016) Emerging antibiotic re-
sistance in honey as a hazard for human health. J Bacteriol Mycol 2:6-12.

Bhatta DR, Cavaco LM, Nath G, Kumar K, Gaur A, Gokhale S, Bhatta 
DR (2016) Association of Panton Valentine Leukocidin (PVL) genes 
with methicillin resistant Staphylococcus aureus (MRSA) in Western 
Nepal: a matter of concern for community infections (a hospital based 
prospective study). BMC Infect Dis 16:199.

Boussaid A, Chouaibi M, Rezig L, Hellal R, Donsì F, Ferrari G, Hamdi S 
(2018) Physicochemical and bioactive properties of six honey samples 
from various floral origins from Tunisia. Arab J Chem 11:265-274.

Ceauşi C, Ţogoe I, Tudor L, Furnaris F (2009) The evaluation of microbiologi-
cal quality of some bee honey sorts. Bull Univ Agric Sci Vet 66:273-277.

Chakir A, Romane A, Marcazzan GL, Ferrazzi P (2016) Physicochemical 
properties of some honeys produced from different plants in Moroc-
co. Arab J Chem 9:946-954.

Combarros-Fuertes P, Valencia-Barrera RM, Estevinho LM, Dias LG, 
Castro JM, Tornadijo ME, Fresno JM (2019) Spanish honeys with 
quality brand: a multivariate approach to physicochemical parame-
ters, microbiological quality and floral origin. J Apic Res 58:92-103.

Cosgrove SE (2006) The relationship between antimicrobial resistance 
and patient outcomes: mortality, length of hospital stay, and health 
care costs. Clin Infect Dis 42:82-89.

Duman AB, Sezer Ç, Oral NB (2008) Kars’ta Satışa Sunulan Süzme Balların 
Kalite Niteliklerinin Araştırılması. Kafkas Univ Vet Fak Derg 14:89-94.

Dümen E, Akkaya H, Öz GM, Sezgin FH (2013) Microbiological and par-
asitological quality of honey produced in İstanbul. Turk. J Vet Anim 
Sci 37:602-607.

El Sohaimy SA, Masry SHD, Shehata MG (2015). Physicochemical char-
acteristics of honey from different origins. Ann Agric Sci 60:279-287.

Erkan ME, Vural A, Guran HS, Durmusoglu H (2015) Microbiological 
investigation of honey collected from Şırnak province of Turkey. J 
Hell Vet Med Soc 66:22-26.

European Commission (2005) Commission Regulation (EC) No 
2073/2005 of 15 November 2005 on microbiological criteria for 
foodstuffs. Official Journal of the European Union, 338: 1-26

Fernandez LA, Ghilardi C, Hoffmann B, Busso C, Gallez LM (2017) Mi-
crobiological quality of honey from the Pampas region throughout the 
extraction process. Rev Argent Microbiol 49:55-61. 

Gallez L, Fernández LA (2009) Mieles Del Sistema Serrano De Venta-
nia: Evaluación De La Calidad Microbiológica En El Circuito De La 
Planta De Extracción. Rev Argent Microbiol 41:163-167.

Garcia NL (2018) The current situation on the International honey market. 
Bee World 95:89-94.

Gasper J, Terentjeva M, Kántor A., Ivanišová E, Kluz M, Kačániová M 
(2017) Identification of Apis mellifera Gut Microbiota with MAL-
DI-TOF MS Biotyper. Scientific Papers Animal Science & Biotech-
nologies 50:192-196.

Gomes S, Dias LG, Moreira LL, Rodrigues P, Estevinho L (2010) Physic-
ochemical, microbiological and antimicrobial properties of commer-
cial honeys from Portugal. Food Chem Toxicol 48:544-548.

Grabowski NT, Klein G (2017) Microbiology and foodborne pathogens in 
honey. Crit Rev Food Sci Nutr 57:1852-1862.

Hennekinne JA, De Buyser ML, Dragacci S (2012) Staphylococcus au-
reus and its food poisoning toxins: characterization and outbreak in-
vestigation. FEMS Microbiol Rev 36:815-836.

ISO (2003) EN ISO 4833 Microbiology of Food and Animal Feeding 
Stuffs- Horizontal Methods for Enumeration of Microorganisms-Col-
ony-Count Technique at 30 Degrees, International Standardization 
Organization, Geneva. 

Kačániová M, Gasper J, Brindza, Schubertová Z, Ivanišová E (2017) Bacteria 
of Apis mellifera gastrointestinal tract: counts, identification and their anti-
biotic resistance.  Agrobiodivers. Improv Nutr Health Life Qual 1:210-215

Kačániová M, Hleba L, Džugan M, Pasternakiewicz A, Kňazovická V, 
Pavelková A, Felsöciová S, Petrová J, Rovná K, Kluz M, Grabek-Le-
jko D (2012) Microbiological properties and antimicrobial effect of 
Slovakian and Polish honey having regard to the water activity and 
water content. J Microbiol Biotechnol Food Sci 2:272-281.

Kavanagh S, Gunnoo J, Passos TM, Stout JC, White B (2019) Physico-
chemical properties and phenolic content of honey from different floral 
origins and from rural versus urban landscapes. Food Chem 272:66-75.

Kollef KE, Schramm GE, Wills AR, Reichley RM, Micek ST, Kollef MH 

(2008) Predictors of 30-day mortality and hospital costs in patients 
with ventilator-associated pneumonia attributed to potentially antibi-
otic-resistant gram-negative bacteria. Chest 134:281-287.

Kunová S, Kačániová M, Haščík P, Čuboň J (2015) Microbiological and 
chemical quality of Slovak and European honey. J Microbiol Biotech-
nol Food Sci 4:41-44.

Leme LM, Montenegro HR, Dos Santos LDR, Sereia MJ, Valderrama P, 
Março PH (2018) Relation between near-infrared spectroscopy and 
physicochemical parameters for discrimination of honey samples 
from Jatai weyrauchi and Jatai angustula bees. Food Anal Methods 
11:1944-1950.

Manges AR (2016) Escherichia coli and urinary tract infections: the role 
of poultry-meat. Clin Microbiol Infect 22:122-129.

Mercan N, Guvensen A, Celik A, Katircioglu H (2007) Antimicrobial ac-
tivity and pollen composition of honey samples collected from differ-
ent provinces in Turkey. Nat Prod Res 21:187-195.

Moujanni A, Terrab Benjelloun A, Eddoha R, Nasser B, Benbachir M 
(2017) Microbiological quality of moroccan labeled euphorbia resin-
ifera honey. J Microbiol Biotechnol Food Sci 6:1188-1194.

Olaitan PB, Adeleke OE, Iyabo OO (2007) Honey: a reservoir for microor-
ganisms and an inhibitory agent for microbes. Afr Health Sci 7:159-165

Pucciarelli AB, Schapovaloff ME, Kummritz S, Señuk IA, Brumovsky 
LA, Dallagnol AM (2014) Microbiological and physicochemical 
analysis of Yateí (Tetragonisca Angustula) honey for assessing quality 
standards and commercialization. Rev Argent Microbiol 46:325-332.

Rozanska H, Osek J (2012) Effect of storage on microbiological quality of 
honey. B Vet I Pulawy 56:161-163.

Sherlock O, Dolan A, Athman R, Power A, Gethin G, Cowman S, Hum-
phreys H (2010) Comparison of the antimicrobial activity of Ulmo 
honey from Chile and Manuka honey against methicillin-resistant 
Staphylococcus aureus, Escherichia coli and Pseudomonas aerugino-
sa. BMC Complement Altern Med 10:1-5.

Silva MS, Rabadzhiev Y, Eller MR, Iliev I, Ivanova I, Santana WC (2017) 
Microorganisms in honey. In V. De Alencar Arnaut De Toledo (Ed.), 
Honey analysis, IntechOpen, pp. 233-245. 

Snowdon JA, Cliver DO (1996) Microorganisms in Honey. Int J Food Mi-
crobiol 31:1-26.

Soylu M, Silici S (2018) Üniversite öğrencilerinin bal tüketim tercihleri. J 
Hum Sci 15:386-398.

Stagos D, Soulitsiotis N, Tsadila C, Papaeconomou S, Arvanitis C, Nton-
tos A, Karkanta F, Adamou-Androulaki S, Petrotos K, Spandidos D, 
Kouretas D, Mossialos M (2018) Antibacterial and antioxidant ac-
tivity of different types of honey derived from Mount Olympus in 
Greece. Int J Mol Med 42:726-734.

TEPGE (2020) Aricilik. No: HU-01. https://arastirma.tarimorman.gov.tr/
tepge/Menu/27/Tarim-Urunleri-Piyasalari [accessed 03 February 2020].

Tian B, Fadhil NH, Powell JE, Kwong WK, Moran NA (2012) Long-
term exposure to antibiotics has caused accumulation of resistance 
determinants in the gut microbiota of honeybees. MBio 3:e00377-12.

Tonks AJ, Cooper RA, Jones KP, Blair S, Parton J, Tonks A (2003) Honey 
stimulates inflammatory cytokine production from monocytes. Cy-
tokine 21:242-247.

TUİK (2016) Turkish Statistical Institute. http://www.tuik.gov.tr [ac-
cessed 11 May 2018] 

Turkish Food Codex (2011) Communiqué on Microbiological Criteria. 
https://www.resmigazete.gov.tr/eskiler/2011/12/20111229M3-6.htm 
[accessed 12 October 2019].

Tysett C, Rosseau M (1981) Problem of microbes, hygiene of commercial 
honey. Rev Med Vet 132:591-600.

US FDA’s Bacteriological Analytical Manual (FDA/BAM) (2001) 
Staphylococcus aureus. https://www.fda.gov/food/laboratory-meth-
ods-food/bam-staphylococcus-aureus [accessed 21 October 2019].

US FDA’s Bacteriological Analytical Manual (FDA/BAM) (2002) Enu-
meration of Escherichia coli and the Coliform Bacteria. https://www.
fda.gov/food/laboratory-methods-food/bam-4-enumeration-escheri-
chia-coli-and-coliform-bacteria [accessed 21 October 2019].

Vazquez-Quiñones CR, Moreno-Terrazas R, Natividad-Bonifacio I, 
Quiñones-Ramírez EI, Vázquez-Salinas C (2018) Microbiological 
assessment of honey in México. Rev Argent Microbiol 50:75-80.

World Health Organization (WHO) (2016) Critically important antimi-
crobials for human medicine: ranking of antimicrobial agents for risk 
management of antimicrobial resistance due to non-human use. https://
apps.who.int/iris/bitstream/handle/10665/255027/9789241512220-
eng.pdf. [accessed 12 June 2019].

Powered by TCPDF (www.tcpdf.org)

http://www.tcpdf.org

