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Abstract: Slovenia has a long tradition of beekeeping and a high density of honeybee colonies,
but less is known about bumblebees and their pathogens. Therefore, a study was conducted to
define the incidence and prevalence of pathogens in bumblebees and to determine whether there
are links between infections in bumblebees and honeybees. In 2017 and 2018, clinically healthy
workers of bumblebees (Bombus spp.) and honeybees (Apis mellifera) were collected on flowers at four
different locations in Slovenia. In addition, bumblebee queens were also collected in 2018. Several
pathogens were detected in the bumblebee workers using PCR and RT-PCR methods: 8.8% on acute
bee paralysis virus (ABPV), 58.5% on black queen cell virus (BQCV), 6.8% on deformed wing virus
(DWYV), 24.5% on sacbrood bee virus (SBV), 15.6% on Lake Sinai virus (LSV), 16.3% on Nosema bombi,
8.2% on Nosema ceranae, 15.0% on Apicystis bombi and 17.0% on Crithidia bombi. In bumblebee queens,
only the presence of BQCV, A. bombi and C. bombi was detected with 73.3, 26.3 and 33.3% positive
samples, respectively. This study confirmed that several pathogens are regularly detected in both
bumblebees and honeybees. Further studies on the pathogen transmission routes are required.

Keywords: bumblebees; honeybees; viruses; Nosema spp.; Crithidia bombi; Apicystis bombi; Lotmaria
passim; pathogens transmission

1. Introduction

Honeybees and wild pollinators play an essential role in plant pollination, which is im-
portant for both agricultural production and biodiversity conservation [1,2]. In addition to
the honeybees, the role of wild pollinators is also very important, as they are in many cases
even more effective than honeybees and it is now known that honeybees can complement
but not replace wild pollinators [3]. Evidence of pollinator decline and disappearance is
alarming in many countries around the world [4]. However, the importance of bumblebees
has only been increasingly researched in recent years, when the proportion of publications
on bumblebee conservation began to grow exponentially [5]. In Europe, more than 20% of
bumblebees are threatened with extinction and populations are declining in nearly 50% of
species [4]. Important reasons for the decline of pollinator populations and diversity are
not only habitat degradation and loss mainly due to urbanisation [6], intensive agriculture,
which also involves the use of pesticides [7,8] and climate changes [9,10], but also various
pathogens that affect wild pollinators [5,11-14].

Many diseases occur in both honeybees and wild bees, but less is known about
pathogen transmission routes between them [12,15-17]. The collection of nectar and pollen
by pollinators on flowers allows transmission of pathogens between different pollinator
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species [18-21]. Typically, pathogen transmission occurs from farmed species, such as hon-
eybees and commercial bumblebee farms, to wild species [22-25]. Two main mechanisms
of parasite spread between managed and wild populations are spillover and spillback.
Facilitation also leads to a decline in wild bees, while a high density of managed bees leads
to wild bees being stressed and more susceptible to infection [24], which is also influenced
by adequate food in the environment [26].

The commonly found pathogens in bumblebees are Apicystis bombi (A. bombi), Crithidia
bombi (C. bombi), Nosema bombi (N. bombi), Nosema ceranae (N. ceranae) and several viruses
such a Deformed wing virus (DWYV), Acute bee paralysis virus (ABPV), Black queen cell
virus (BQCYV), Sacbrood bee virus (SBV) and Lake Sinai virus (LSV) [11,12,27]. Many
of these pathogens primarily or commonly infect honeybees. Infection with C. bombi,
an intestinal trypanosome, can cause behavioural changes and disturbances in flower
colour perception in bumblebees, reducing their ability to forage [28]. C. bombi infection
can also reduce the survival of bumblebee queens in hibernation [29] and their ability
to successfully establish colonies [30]. Lotmaria passim (L. passim) is a highly prevalent
trypanosomatid in honeybees but its pathogenicity /impact on the bumblebee health is
not yet clear [31,32]. Nosema spp. is a microsporidian that is widely distributed among
honeybees and bumblebees. N. bombi has been shown to have negative effects on the
vitality of bumblebees by impairing the ability of queens to form new colonies, affecting
colony size and the vitality of young queens and drones and shortening the life span of
workers and drones [33-35]. N. ceranae is primarily a pathogen of the Asian bee Apis
ceranae and is also found in bumblebee colonies worldwide. As previously confirmed, N.
cerange can infect bumblebees, affecting their longevity [12,36], but this has not always
been demonstrated [37]. A. bombi is a neogregarine pathogen that is recognised as one
of the causes of bumblebee declines [38]. Experimentally, high virulence on bumblebee
queens has been found in individuals with A. bombi infection [39]. Spillover from farmed
bumblebees to wild bumblebees is suspected due to higher pathogens prevalence around
greenhouses with commercial bumblebees [40].

Several viruses infect honeybees and can cause pathological changes at different
stages. The use of molecular methods in recent studies has confirmed the occurrence
of these honeybee viruses in commercial and wild bumblebees as well [12,14,27]. In
bumblebees, virus replication with some clinical changes has also been recognised [41,42].
Clinical signs of DWYV infection have been found in B. terrestris and B. pascuorum [43] and
an association between wing deformities and virus localisation in the bumblebee head
has been confirmed in commercially bred colonies of B. terrestris [44]. By sequencing and
phylogenetic analysis of individual viruses, the same strains of ABPV, BQCV, SBV and
LSV were identified in bumblebees and honeybees, confirming the assumption that viruses
are successfully transmitted between different species [27]. Very little is known about
the impact of bee viruses on bumblebee decline and the occurrence of other, unexplored
viruses in bumblebees [45].

Over 500 different species of wild bees have been found in Slovenia, of which 35 are
bumblebees (Bombus spp.). The trend that wild bee populations are declining has also been
observed in Slovenia [46]. It is extremely important to identify all threatening factors in
order to determine the appropriate protection measures. On the other hand, Slovenia is
a country with a long beekeeping tradition and is home to the Carniolan honeybee (Apis
mellifera carnica), which is protected by law. Slovenia is only 20,271 square kilometres
in size and has a population of about 2 million, but according to the national register of
apiaries there are about 11,000 beekeepers with more than 200,000 honeybee colonies and
the number of honeybee colonies in Slovenia has grown rapidly in recent years (data from
Ministry of agriculture, forestry and food for year 2020). There is a lack of knowledge about
the presence of some pathogens in wild pollinators in Slovenia and about the possible
effects of high honeybee density on wild pollinators.

The aim of this research is to monitor the health status of the bumblebee population
and to compare the prevalence of pathogens in bumblebees with the status of honeybees at
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four different locations in Slovenia. We were also interested in how bumblebees become
infected, whether with transmission from queen to nest, or whether bumblebee workers
become infected when collecting food on flowers. Therefore, the study of prevalence of
some pathogens on bumblebees compared to honeybees was conducted in Slovenia in 2017
and 2018.

2. Results

A total of 147 bumblebees and 8 pooled samples of honeybees from four different
locations in Slovenia and 15 bumblebee queens from two locations were analysed. Overall,
8.8% of bumblebee workers were detected positive on ABPV, 58.5% were positive on BQCYV,
6.8% were positive on DWYV, 24.5% were positive on SBV, 15.6% were positive on LSV,
16.3% were positive on N. bombi, 8.2% were positive on N. ceranae, 15.0% were positive
on A. bombi and 17.0% were positive on C. bombi (Table 1). For honeybee samples, 62.5%
were positive on ABPV, 100% were positive on BQCV, 12.5% were positive on chronic bee
paralysis virus (CBPV), 25% were positive on DWV, 50% were positive on SBV, 87.5% were
positive on LSV, 87.5% were positive on N. ceranae, 12.5% were positive on A. bombi, 75.0%
were positive on C. bombi and 100% were positive on L. passim. There were no positive
honeybee samples on N. bombi and N. apis (Table 2). In bumblebee queens, the presence of
BQCYV, A. bombi and C. bombi was detected with 73.3, 26.7 and 33.3% positive bumblebee
queens, respectively. There were no bumblebee queens positive on CBPV, N. apis and L.

passim (Table 3).

Table 1. Results of laboratory tests, obtained by RT-PCR and PCR methods of bumblebee worker samples at four locations
(Sevno, Lukovica, Naklo and Ljubljana), in two years (2017, 2018) and for different bumblebee species (BT = Bombus
terrestris/lucorum, BL = Bombus lapidarious, BS = Bombus sylvarum, BP = Bombus pascuorum, BHO = Bombus hortorum, BHU =
Bombus humilis). Results are presented as number of positive samples/number of tested samples and % of positive samples

(in bracket) for each pathogen, year, bumblebee species and location of sampling.

Nosema Nosema  Nosema  Crithidia  Apicystis Lotmaria
ABPV BQCV  CBPV bwv SBV LSV ceranae bombi apis bombi l;;oani passim

BT 1/9 0/9 0/9 4/9 0/9 0/9 0/9 1/9 0/9 1/9 0/9 0/9
(11.1%) (0%) (0%)  (44.4%)  (0%) (0%) (0%) (11.1%) (0%) (11.1%) (0%) (0%)
Sevno BL 3/10 6/10 0/10 4/10 0/10 0/10 0/10 0/10 0/10 0/10 0/10 0/10
2017 (30%) (60%) (0%) (40%) (0%) (0%) (0%) (0%) (0%) (0%) (0%) (0%)
BP 2/5 0/5 0/5 0/5 0/5 0/5 0/5 0/5 0/5 0/5 0/5 0/5
(40%) (0%) (0%) (0%) (0%) (0%) (0%) (0%) (0%) (0%) (0%) (0%)
BT 0/10 7/10 0/10 0/10 0/10 2/10 4/10 4/10 0/10 7/10 0/10 0/10
(0%) (70%) (0%) (0%) (0%) (20%) (40%) (40%) (0%) (70%) (0%) (0%)
Sevno BL 0/10 9/10 0/10 0/10 0/10 1/10 0/10 1/10 0/10 1/10 0/10 0/10
2018 (0%) (90%) (0%) (0%) (0%) (10%) (0%) (10%) (0%) (10%) (0%) (0%)
BS 0/10 9/10 0/10 0/10 0/10 1/10 0/10 0/10 0/10 0/10 0/10 0/10
(0%) (90%) (0%) (0%) (0%) (10%) (0%) (0%) (0%) (0%) (0%) (0%)
BT 1/5 0/5 0/5 0/5 1/5 0/5 0/5 1/5 0/5 1/5 1/5 0/5
Lukovica (20%) (0%) (0%) (0%) (20%) (0%) (0%) (20%) (0%) (20%) (20%) (0%)
2017 BP 0/5 0/5 0/5 0/5 0/5 2/5 0/5 0/5 0/5 0/5 0/5 0/5
(0%) (0%) (0%) (0%) (0%) (40%) (0%) (0%) (0%) (0%) (0%) (0%)
BT 0/5 5/5 0/5 0/5 0/5 2/5 1/5 0/5 0/5 0/5 0/5 0/5
Lukovica (0%) (100%) (0%) (0%) (0%) (40%) (20%) (0%) (0%) (0%) (0%) (0%)
2018 BP 0/10 6/10 0/10 0/10 0/10 5/10 1/10 8/10 0/10 0/10 0/10 0/10
(0%) (60%) (0%) (0%) (0%) (50%) (10%) (80%) (0%) (0%) (0%) (0%)
BT 2/10 6/10 0/10 0/10 8/10 2/10 1/10 2/10 0/10 0/10 2/10 0/10
Naklo (20%) (60%) (0%) (0%) (80%) (20%) (10%) (20%) (0%) (0%) (20%) (0%)
2017 BP 0/10 2/10 0/10 1/10 8/10 0/10 0/10 0/10 0/10 1/10 1/10 0/10
(0%) (20%) (0%) (10%) (80%) (0%) (0%) (0%) (0%) (10%) (10%) (0%)
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Table 1. Cont.

ABPV  BOCV CBPV  DWV  sBV  Lsv  Nosems Newws Nosona  Ciulia  Apicytis  Lotmaria

BS 0/2 2/2 0/2 0/2 2/2 0/2 0/2 0/2 0/2 1/2 1/2 0/2

(0%) (100%) (0%) (0%) (100%) (0%) (0%) (0%) (0%) (50%) (50%) (0%)

BP 0/10 7/10 0/10 0/10 7/10 1/10 0/10 1/10 0/10 0/10 2/10 0/10

Naklo (0%) (70%) (0%) (0%) (70%) (10%) (0%) (10%) (0%) (0%) (20%) (0%)
2018 o | 2/3 3/3 0/3 0/3 1/3 1/3 0/3 1/3 0/3 0/3 1/3 0/3
(66.7%)  (100%) (0%) (0%)  (333%) (33.3%)  (0%) (33.3%) (0%) (0%) (33.3%) (0%)

By 072 2/2 0/2 1/2 0/2 0/2 0/2 0/2 0/2 0/2 1/2 0/2

(0%) (100%) (0%) (50%) (0%) (0%) (0%) (0%) (0%) (0%) (50%) (0%)

BT 0/5 2/5 0/5 0/5 1/5 1/5 0/5 0/5 0/5 1/5 0/5 0/5

Ljubljana (0%) (40%) (0%) (0%) (20%) (20%) (0%) (0%) (0%) (20%) (0%) (0%)
2017 BD 0/6 4/6 0/6 0/6 0/6 1/6 1/6 0/6 0/6 1/6 1/6 0/6
(0%) (66.7%)  (0%) (0%) (0%)  (16.7%)  (16.7%) (0%) (0%) (16.7%) (16.7%) (0%)

BT 1/10 9/10 0/10 0/10 1/10 2/10 4/10 5/10 0/10 9/10 8/10 0/10

Ljubljana (10%) (90%) (0%) (0%) (10%) (20%) (40%) (50%) (0%) (90%) (80%) (0%)
2018 BP 1/10 7/10 0/10 0/10 7/10 2/10 0/10 0/10 0/10 2/10 4/10 0/10
(10%) (70%) (0%) (0%) (70%) (20%) (0%) (0%) (0%) (20%) (40%) (0%)

Table 2. Results of laboratory tests of honeybee worker samples collected in 2017 and 2018 at four locations (Sevno, Lukovica,

Naklo and Ljubljana). Results obtained by RT-PCR and PCR methods are presented as positive (+) or negative (—) sample

for each pathogen tested.

Location and Year

of Sampling ABPV

BQCV CBPV DWV

SBV

Nosema

LSV ceranae

Nosema
bombi

Nosema

apis

Crithidia
bombi

Apicystis
bombi

Lotmaria
passim

Sevno 2017 +

- +

+

Sevno 2018 -

+

Lukovica 2017

+

Lukovica 2018

+
+
+

Naklo 2017

Naklo 2018

+

Ljubljana 2017

++ |+ ]+

Ljubljana 2018

N N

+ |+

|+ ||+
|

+ |+ [+ ]+

o I O I o o I S

Table 3. Results of laboratory testing obtained by RT-PCR and PCR methods of 15 bumblebee queens of three species
(BT = Bombus terrestris/lucorum, BL = Bombus lapidarious, BP = Bombus pascuorum), collected in 2018 from two locations

(Sevno n = 10 samples and Ljubljana n = 5 samples). Results are presented as number of positive queen samples/ number

of tested samples and % of positive samples (in bracket) for each pathogen, bumblebee species and location of sampling.

ABPV BQCV CBPV DWV Nosema Nosema Nosema Crithidia  Apicystis  Lotmaria
ceranae bombi apis bombi bombi passim

BT 0/5 5/5 0/5 0/5 0/5 0/5 0/5 2/5 2/5 0/5
Sevno (0%) (100%) (0%) (0%) (0%) (0%) (0%) (40%) (40%) (0%)
BL 0/5 3/5 0/5 0/5 0/5 0/5 0/5 1/5 2/5 0/5
(0%) (60%) (0%) (0%) (0%) (0%) (0%) (20%) (40%) (0%)
- 0/5 3/5 0/5 0/5 0/5 0/5 0/5 2/5 0/5 0/5
Ljubljana BP0y (60%) (0%) (0%) (0%) (0%) (0%) (40%) (0%) (0%)

Results for bumblebee workers were presented together for samplings in 2017 and
2018 and calculated as a percentage of total positive samples for each location (Figure 1). To
compare the results for different species, results for honeybees were also summed for 2017
and 2018 and calculated as a percentage of positive samples. Results for bumblebee queens
sampled in 2018 were calculated as a percentage of positive samples. Calculated honeybee
and bumblebee queen results were compared to bumblebee worker results (Figure 2).
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Percentage of positive bumblebees for each location

100
80
60
40
20

ESevno M Lukovica mNaklo Ljubljana

Figure 1. Comparison of positive bumblebee samples at four locations (Sevno, Lukovica, Naklo and Ljubljana). Results are
presented together as a percentage of positive samples for samplings in 2017 and 2018 for all tested pathogens (BQCV =
black queen cell virus, ABPV = acute bee paralysis virus, CBPV = chronic bee paralysis virus, DWV = deformed wing virus,
SBV = sacbrood bee virus, LSV = Lake Sinai virus).

Comparison of percentage of positive bumblebee workers,
bombebee queens and honeybee samples

100

80

60

40

2 -

O _— _—— —

Q\ﬁ ‘3‘%S \SoQ @‘& o & Q\% \00"*(0\ \0@\&0 @;’\\\\

& & & S ) oX
& o & & § &
N G

B bumblebee queens M bumblebee workers W honeybees

Figure 2. Comparison of percentage of positive bumblebee worker, bumblebee queen and honeybee samples. Results for
both years of sampling and for all four locations are presented together for all tested pathogens (BQCV = black queen cell
virus, ABPV = acute bee paralysis virus, CBPV = chronic bee paralysis virus, DWV = deformed wing virus, SBV = sacbrood
bee virus, LSV = Lake Sinai virus).

The results of determining the presence of pathogens in worker bumblebees were also
analysed according to the bumblebee species. Since only three specimens of B. hortorum
and two of B. humilis were collected in this study; these two species were excluded from the
analysis. The results of analysis are shown in Figure 3 as percentage of positive samples for
each pathogen. As no positive samples were determined for CBPV, N. apis and L. passim,
these pathogens are not included.
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Percentage of positive samples for each pathogen by
bumblebee species

: —a - ]
. ‘l'}l'r'b-‘l-‘i'i-'

BQCV  ABPV LSV Nosema Nosema Crithidia Apicystis

ceranae bombi bombi bombi

mBT mBL mBS mBP

Figure 3. Comparison of percentage of positive bumblebee worker samples for each pathogen
(BQCV= black queen cell virus, ABPV= acute bee paralysis virus, DWV= deformed wing virus,
SBV= sacbrood bee virus, LSV= Lake Sinai virus), analysed by bumblebee species (BT = Bombus
terrestris/lucorum, BL = Bombus lapidarious, BS = Bombus sylvarum, BP= Bombus pascuorum).

For all sampled bumblebee workers, the analysis of the number of individual pathogens
confirmed in each bumblebee was done. At the Sevno location, no pathogen was detected
in 10 (18.5%) samples, while one, two, three and four pathogens were detected in 27 (50%),
12 (22.2%), 3 (5.6%) and 2 (3.7%) samples, respectively. At Lukovica location, 4 (16%) of the
bumblebee workers were without pathogens, while one, two, three and four pathogens
were detected in 10 (40%), 9 (36%), 1 (4%) and 1 (4%) sample, respectively. At Naklo location
no pathogen was detected in 2 (5.4%) samples, one, two, three and four pathogens were
detected in 12 (32.4%), 11 (29.7%), 9 (24.3%) and 3 (8.1%) samples, respectively. At Ljubljana
location, no pathogen was detected in 3 (9.7%) samples, one, two, three and four pathogens
were detected in 6 (19.4%), 6 (19.4%), 10 (32.3%) and 4 (12.9%) samples, respectively, while
at this location 1 (3.2%) bumblebee worker was infected with five pathogens and 1 (3.2%)
with six pathogens (Figure 4). All four bumblebee sampling sites are in the same category
in terms of the honeybee colonies density of 11.6-13.5 honeybee colonies per km? (data
from national register of apiaries for year 2020, Ministry of agriculture, forestry and food).

Prevalence of pathogens in bumblebee workers
100%

I | ]
=
80%
70%
60%
50%
40%
30%
20%

10%
0%
Sevno Lukovica Naklo Ljubljana

0 ml m2 3 m4 m5 mo
Number of pathogens detected per sample

Figure 4. Results of pathogen prevalence analysis for each bumblebee worker. Numbers 0-6 represent
the number of pathogens detected per sample; results are presented as percentage of samples with
number of pathogens detected.
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3. Discussion

This study is the first comprehensive investigation of the occurrence and prevalence
of various pathogens in bumblebees in Slovenia. Our results also show that bumblebees
can be simultaneously infected with several pathogens and that many of them are shared
with honeybees. In bumblebees, ABPV, BQCV, DWV, SBV and LSV were confirmed, while
no CBPV was detected in healthy bumblebees, as expected, since CBPV is one of the
most pathogenic viruses of adult honeybees [47]. Among the detected viruses, most of
the bumblebees were positive for BQCV (58.5%), followed by SBV (24.5%), LSV (15.6%),
ABPV (8.8%) and DWV (6.8%). The collected 10 honeybees at each of the four locations
were pooled into one pool sample per sampling day, thus eight honeybee samples were
included in this study to prove the presence or absence of the individual pathogen at the
time of collection also among the honeybees. Although precise data on the proportion
of positive individual honeybees were not obtained, the results of these samples serve as
good evidence that the detected pathogen was present locally at the time of samplings and
a comparison with prevalence in bumblebees was possible. Among the honeybee samples,
BQCYV (100%) was the most frequently detected virus, followed by LSV (87.5%), ABPV
(62.5%), SBV (50.0%), DWV (25.0%) and CBPV. (12.5%). When comparing these results
with previously published data [48], the most frequently detected virus in honeybees in
Slovenia was also BQCV (83.3%), followed by DWV (70%), ABPV (40%), CBPV (18.3%)
and SBV (8.3%). In data interpretation, it should be noted that this time we collected
clinically healthy specimens of honeybees on flowers, whereas in a previous study we
collected samples from honeybee colonies with some notable pathology, and this is the
main reason for the observed differences in prevalence. The results of this study showed
that CBPV was not detected in any of the bumblebee samples, although this virus is present
and regularly /yearly detected in Slovenia mainly in clinically diseased honeybees. The
same observation for CBPV was also reported by some other authors in their previous
studies [11,13,14].

In addition to viruses, N. ceranae, N. bombi, C. bombi and A. bombi have also been
detected in bumblebee workers, confirming the observation of previous studies [11,29,38].
The highest prevalence was found for C. bombi (17%), followed by N. bombi (16.3%), A.
bombi (15%) and N. ceranae (8.2%), while we could not confirm N. apis and L. passim.
In our experience, L. passim is very common in honeybees in Slovenia, as well as in
some other countries [31,32]. Therefore, we included it in our study to see if it is also
transmitted to bumblebees, but we could not detect it in any bumblebee sample, although
all collected honeybee samples at the same locations were positive. It could be concluded
that bumblebees are not susceptible to infection with L. passim and that various honeybee
pathogens are not present in bumblebees only as a result of contamination on flowers. In
Slovenia, N. apis was not detected in honeybee samples for years, so it was not surprising
that all bumblebee samples were negative. N. ceranae, on the other hand, is frequently
diagnosed in honeybees in Slovenia, which is also evident in this study (7 out of 8 pool
samples were detected positive). Our results show that N. ceranae also infects bumblebees.
Despite the fact, that N. bombi, C. bombi and A. bombi are pathogens, known to infect
bumblebees [11,28,29,38], we found C. bombi and A. bombi also in honeybees.

Comparing the data presented for bumblebee workers, bumblebee queens and hon-
eybee samples, a correlation of the occurrence and prevalence of pathogens between
honeybees and bumblebees can already be evident for individual pathogens (Figure 2).
According to these results and studies by other authors [11-14,24,25,27] there is spillover of
pathogens between managed honeybees and wild bumblebees. We found the bumblebee
pathogens C. bombi (6 positive pool samples out of 8) and A. bombi (1 positive pool sample
out of 8) also in honeybees. This suggests that the spillback effect is probably also present,
mainly due to the high density of honeybee colonies/apiaries in Slovenia, which was more
than 10 colonies per km? in 2020, according to the national register of apiaries.

The results are also analysed by bumblebee species. In the Figure 3 same differences
between species are evident, but we cannot say that there is one species of bumblebee
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that is more or less healthy, since there are several pathogens present in each species. The
different number of samples for each species must be taken into account. Since we had
only three and two samples of B. hortorum and B. humilis, respectively, these two species
were excluded from the analysis. It is obvious, that in species with a higher number of
examined samples (B. terrestis/lucorum and B. pascuorum) more pathogens were detected, as
the probability of collecting infected specimen is higher. Despite a few differences between
species, there are no significant results, except for a slightly higher percentage of positive B.
pascuorum samples in the SBV, for which we do not know the reason. However, it may be
useful to examine B. pascuorum nests for the presence of clinical signs of SBV in the future.

To monitor the health status of the bumblebee population in Slovenia, the results were
analysed and interpreted according to the number of pathogens detected in each bumblebee.
Between zero and four pathogens were detected in most of bumblebee samples, while at
the location of Ljubljana one bumblebee was identified with five pathogens and another
with six pathogens. The presented data on prevalence analysis for each bumblebee worker
sample (Figure 5) showed important differences between four locations, the least pathogens
in individual bumblebees were found at the location Sevno, followed by Lukovica, Naklo
and the most at the location Ljubljana. We do not know the real reason for this result,
as the locations do not differ significantly in terms of honeybee colony density, perhaps
the proximity of urban area (Ljubljana is the capital of Slovenia) is more stressful for
bumblebees.

Maribor

Naklo ey Celje

@ Lukovica

Lj ja
B jubljana X
- - A
> Sevno oY
53 &

50 km

Figure 5. Four locations (Sevno, Lukovica, Naklo and Ljubljana) on the map of Slovenia where
samples were collected in 2017 and 2018.

In our previously published research study based on a molecular epidemiological
approach and phylogenetic comparison of detected ABPV, BQCV, SBV and LSV in different
species, we confirmed that several viruses are undoubtedly transmitted between bees
and bumblebees [27]. To identify the possible ways of transmitting pathogens between
different species, 15 bumblebee queens were sampled in April of the second year of the
study and included in the comparison. Since bumblebee queens are the only ones that
overwinter and form a new colony during the season, these samples were tested for ABPV,
BQCYV, CBPV, DWYV, N. bombi, N. ceranae, N. apis, A. bombi, C. bombi and L. passim for the
first time. Only the presence of BOCV, A. bombi and C. bombi was detected in queens.
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Regarding this observation, it seems that Nosema spp. and some viruses are not transmitted
by queens, indicating the possibility of infection of bumblebee workers by indirect contacts
on flowers. If pathogens are transmitted between different species in this way, they may
also be transmitted among honeybees, especially if there is a high density of honeybee
colonies in areas with a rich honey flow. When diseases spread among managed bees,
pathogens multiply more easily and are transmitted even more to wild pollinators [25].
This also adds a new dimension to the health of honeybees and other pollinators that
should be considered by beekeepers and policy-makers. Even more, effects in the nature
are so closely related that we cannot separate the care of honeybees from the conservation
of wild pollinators. However, further studies are needed to confirm the possibility of
disease transmission between honeybees and various pollinators during their pollination
activities.

4. Materials and Methods

In August 2017 and August 2018, a total of 147 clinically healthy bumblebee workers
of different species: Bombus terrestis/ lucorum, B. lapidarious, B. sylvarum, B. pascuorum, B.
hortorum and B. humilis (Table 4) were individually collected on flowers in nature. Sampling
was carried out at four different locations in Slovenia (Figure 5): 24 and 30 bumblebees
were collected in Sevno in 2017 and 2018, 10 and 15 in Lukovica, 20 and 17 in Naklo and
11 and 20 in Ljubljana, respectively. At the same locations (Sevno, Lukovica, Naklo and
Ljubljana) on the day of bumblebee sampling, also 10 clinically healthy honeybee workers
(Apis mellifera carnica) were collected on flowers, for a total of 80 clinically healthy honeybee
workers. In April 2018, also 15 clinically healthy bumblebee queens were collected on the
same way as bumblebee workers on flowers, 10 samples at the Sevno site (5 samples of
B. terrestris/lucorum and 5 samples of B. lapidarious) and 5 samples of B. pascuorum at the
Ljubljana site. All samples were frozen and stored at minus 60 °C until use.

Table 4. Number of tested bumblebee workers of six different species collected in Slovenia in 2017
and 2018.

Species/Year 2017 2018 Total
Bombus terrestris/lucorum 29 25 54
Bombus lapidarious 10 10 20
Bombus sylvarum 0 12 12
Bombus pascuorum 26 30 56
Bombus hortorum 0 3 3
Bombus humilis 0 2 2
All collected samples of Bombus spp. 65 82 147

In the laboratory, each bumblebee was placed in an Ultra-Turrax DT-20 tube (IKA,
Germany) and 3 mL of RPMI 1640 medium was added. Clinically healthy honeybees
collected on the same day at each location were pooled (10 bees from the same location and
at the same time of sampling in one pool) and in laboratory 5 mL of RPMI 1640 medium
(Gibco, UK) was added to each sample. The samples were homogenised, and 1 mL of
the suspension was taken for isolation of DNA before centrifugation. The remainder
was centrifuged at 2500x g for 5 min. Total RNA was isolated from each sample using
the QIAamp viral RNA mini kit (Qiagen, Germany) according to the manufacturer’s
instructions.

DNA was isolated using a commercial isolation kit (Institute of Metagenomics and
Microbial Technologies-IMMT, Slovenia). Briefly, 1 mL of the mixture was added to a 2-mL
tube containing <106-pm-diameter glass beads (Sigma-Aldrich, St. Louis, MI, USA) and
centrifuged at 10,000 g for 5 min. The pellet was resuspended in 392 uL of lysis buffer
and 8 puL of proteinase K (Sigma-Aldrich, St. Louis, MI, USA). This was followed by bead



Pathogens 2021, 10, 884

10 of 12

References

beating on a MagNALyser device (Roche, Basel, Switzerland), at 6400 rpm for 60 s and
incubation at 56 °C for 15 min. Bead beating and incubation were repeated three times and
twice, respectively. The rest of the isolation was performed according to the manufacturer’s
protocol.

The RNA of six honeybee viruses in bumblebee workers: ABPV, BQCV, CBPV, DWYV,
SBV and LSV was detected by specific reverse transcription and polymerase chain reaction
method (RT-PCR) as previously described [27,48]. Results were considered positive based
on the size of the RT-PCR products in the agarose gel when the expected product size was
present (ABPV 452 nt, BQCV 770 nt, CBPV 570 nt, DWV 504 nt, SBV 814 nt and LSV 603 nt).
Isolated RNA from bumblebee queens was tested for ABPV, BQCV, CBPV and DWYV as
described above.

Isolated DNA from each bumblebee worker and queen was used to detect N. bombi,
N. ceranae, N. apis, A.s bombi, C. bombi and L. passim. Polymerase chain reactions (PCR)
and real-time polymerase chain reaction (QPCR) were performed according to previously
published protocols [49-51].

5. Conclusions

In 147 bumblebees tested, the prevalence of ABPV, BQCV, DWYV, SBV, LSV and N.
ceranae, N. bombi, C. bombi and A. bombi was detected for the first time in Slovenia, while
honeybees sampled at the same time and locations were positive for ABPV, BQCV, CBPYV,
DWYV, SBV, LSV, N. ceranae, C. bombi, A. bombi and L. passim. In bumblebee queens, only
BQCV, C. bombi and A. bombi were diagnosed.

The study raised some new questions regarding the transmission of pathogens be-
tween honeybees and bumblebees. However, it must be kept in mind that many factors
can have an impact on surviving pollinators, including the transmission of pathogens
from managed bees to wild pollinators. The evident spillover is why we need to put more
attention also in good care of managed bees in order to preserve wild bees.
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