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Abstract
Aim of study: The honeybee, Apis mellifera, is one of the most important pollinators in the world. Apicultural activity and pol-

lination services have been affected by the decline in the honeybee population, which may be due to the interaction of multiple risk 
factors, such as changes in agricultural production, use of pesticides and presence of pathogens. Viruses, in particular, are sus-
pected to be drivers of colony mortality. In this scenario, the aim of this study was to determine the presence of honeybee viruses 
(IAPV, DWV, SBV, ABPV, BQCV, CBPV) in A. mellifera populations using a RT-mPCR assay.

Area of study: Apiaries were situated in Pichincha, Ecuador. 
Material and methods: Samples were collected from seventeen apiaries that exhibited mortality but without specific clinical 

signs. Each sample comprised 15 individuals. After RNA extraction, a multiplex PCR analysis was performed for presence of six 
viruses (IAPV, DWV, SBV, ABPV, BQCV, CBPV).

Main results: Four of the viruses (ABPV, DWV, BQCV and SBV) were found in co-infections in these colonies, with ABPV and 
SBV also being found in simple infections. 

Research highlights: To our knowledge, this is the first molecular detection of BQCV and SBV in Ecuador. These findings sug-
gest that some of the above viruses could be involved in weakening these colonies.
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(CBPV), Kashmire Bee Virus (KBV), Sacbrood Virus 
(SBV) and Israeli Acute Paralysis Virus (IAPV) have been 
found infecting honeybees in South America, and in some 
cases are related to colony mortality (Antúnez et al., 2006; 
Reynaldi et al., 2010; Freiberg et al., 2012; Rodríguez 
et al., 2012; Sguazza et al., 2013; Yañez et al., 2014; 
Riveros et al., 2018). Colonies may show clinical signs 
according to viral infection level and the condition of the 
bees immune system (Negri et al., 2016). While some 
viruses may not cause specific clinical signs, others can 
be clearly identified. In adult bees, some of these signs 
may be trembling, inability to fly, turning black, hair loss, 
crawling at the entrance of the hive, shivering wings, 
progressive paralysis and wing deformity (Chen & Siede, 
2007; Ribiere et al., 2010). Pupae and larvae can turn 
black or look like a water-filled sac, and mortality can be 
observed in queen prepupae (Reynaldi et al., 2010; 
Sguazza et al., 2013).

The aim of the present study was to conduct molecu-
lar determination of six honeybee viruses in A. mellifera 
populations of Ecuador using a reverse transcription - 
multiplex polymerase chain reaction (RT-mPCR) assay. 

Material and methods

Seventeen colonies were sampled from different 
apiaries in Pichincha, Ecuador (Fig. 1) in February 

Introduction

The honeybee, Apis mellifera, is of great importance 
to humanity, mainly because its role as a crop pollinator 
is vital for the production of food for human consumption. 
In addition to its pollination service, which improves 
agricultural production, the honeybee also produces 
honey, royal jelly, pollen and propolis (Aizen & Harder, 
2009). Apicultural activity and pollination services are 
affected by the decline in honeybee population. In recent 
decades, colony losses have been reported in Europe, Asia, 
North America and South America (Todd et al., 2007; 
Ellis et al., 2010; Dainat et al., 2012; García et al., 2019). 
Colony losses could be related to the interaction of mul-
tiple risk factors such as changes in agricultural produc-
tion, the effects of pesticides, and the effects of several 
pathogens. Several pathogenic honeybee viruses and 
honeybee cohabiting pathogenic mites (Varroa destructor) 
have been postulated as the most important factors re-
lated to these losses (Potts et al., 2010; Meana et al., 2017; 
García et al., 2019). To date, 30 viruses have been identi-
fied that infect bees worldwide (Remnant et al., 2017), 
most of which are single-stranded positive RNA viruses 
classified as Picorna-like viruses, belonging to the Dicis-
troviridae and Iflaviridae families (Remnant et al., 2017). 
Several viruses, including Black Queen Cell Virus 
(BQCV), Deformed Wing Virus (DWV), Acute Bee Pa-
ralysis Virus (ABPV), Chronic Bee Paralysis Virus 

Figure 1. Sample locations, Pichincha, Ecuador.	
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electrophoresis, stained with SYBR Safe ® (Promega). 
The amplification products were purified using the 
QIAquick PCR Purification Kit (Qiagen) for sequenc-
ing. The obtained amplification products were com-
pared with reference sequences from the GenBank to 
confirm identity using Basic Local Alignment Search 
Tool (BLAST) software.

Results and discussion 

We detected the presence of four viruses in the stud-
ied apiaries: BQCV (536 bp), ABPV (460 bp), SBV 
(342 bp) and DWV (269 bp). Fifteen out of seventeen 
samples were positive. We found four co-infections, 
one of them with three viruses: BQCV–ABPV–DWV 
(1/17); and the other three with two viruses ABPV–
BQCV (1/17); ABPV–SBV (1/17); ABPV–DWV 
(1/17). Eleven samples were positive for single infec-
tions: ten for ABPV and only one for SBV. The vi-
ruses IAPV and CBPV were not found in this study 
(Fig. 2). 

2017. Each sample comprised 15 individuals and was 
taken directly from colonies that exhibited mortality 
without specific clinical signs. The samples were stored 
at -80°C until they were processed.

Analysis was performed according to Sguazza et al. 
(2013) with modifications. Briefly, each sample was 
crushed in a mortar with 2 mL of phosphate-buffered 
saline (PBS). Total RNA was extracted using Trizol® 
reagent (Invitrogen) and re-suspended in sterile water. 
Then the RNA yield was calculated in a spectropho-
tometer based on absorbance at 260 nm and the qual-
ity was estimated by using the OD 260/280 absorbance 
ratio. Synthesis of cDNA was performed using M-MLV 
(Promega), according to the manufacturer’s protocol. 
The mPCR was performed for the detection of six 
honeybee viruses (IAPV, DWV, SBV, ABPV, BQCV, 
CBPV) using specific primers (Sguazza et al., 2013; 
Table 1). The amplification protocol consisted of 95 °C 
for 5 min (initial denaturation) followed by 35 cycles 
of 95 °C for 30 sec, 53 °C for 60 sec, 72 ºC for 90 sec, 
with a final extension of 72 °C for 10 min. The ampli-
fication products were analyzed in 2% agarose gel 

Table 1. Sequence of specific primers used in RT-mPCR for the detection of bee viruses (Sguaz-
za et al., 2013): ABPV (Acute Bee Paralysis Virus); BQCV (Black Queen Cell Virus); CBPV 
(Chronic Bee Paralysis Virus); DWV (Deformed Wing Virus); IAPV (Israeli Acute Paralysis 
Virus); SBV (Sacbrood Virus). 

Virus Primer Sequence Product length

IAPV AIVf GGTGCCCTATTTAGGGTGAGGA 158 bp
IAPVr GGGAGTATTGCTTTCTTGTTGT

DWV DWVf TGGTCAATTACAAGCTACTTGG 269 bp
DWVr TAGTTGGACCAGTAGCACTCA

SBV SBVf CGTAATTGCGGAGTGGAAAGATT 342 bp
SBVr AGATTCCTTCGAGGGTACCTCAT

ABPV AIVf GGTGCCCTATTTAGGGTGAGGA 460 bp
ABPVr ACTACAGAAGGCAATGTCCAAGA

BQCV BQCVf CTTTATCGAGGAGGAGTTCGAGT 536 bp
BQCVr GCAATAGATAAAGTGAGCCCTC

CBPV CBPVf AACCTGCCTCAACACAGGCAAC 774 bp
CBPVr ACATCTCTTCTTCGGTGTCAGC

Figure 2. Amplification of bee virus by retro transcription - multiplex polymerase chain reaction (RT-mPCR) from seventeen hives 
in Pichincha, Ecuador. Wells 1-17: PCR products, M: 1 kb DNA ladder (Promega). The numbers of the wells correspond to the 
sample locations from Figure 1.



María E. Bravi, Jorge Avalos, Hugo Rosero, Gerald Maldonado, Francisco J. Reynaldi and María L. Genchi-García

Spanish Journal of Agricultural Research� March 2020 • Volume 18 • Issue 1 • e05SC02

4

Antúnez K, D’Alessandro B, Corbella E, Ramallo G, Zunino 
P, 2006. Honeybee viruses in Uruguay. J Invertebr Pathol 
93 (1): 67-70. https://doi.org/10.1016/j.jip.2006.05.009

Avalos J, Rosero H, Maldonado G, Reynaldi F, 2019. Honey 
bee louse (Braula schmitzi) as a honey bee virus vector? 
J Apic Res 58: 427-429. https://doi.org/10.1080/00218
839.2019.1565726

Brutscher LM, McMenamin AJ, Flenniken ML, 2016. The 
Buzz about honey bee viruses. PLoS Pathog 12 (8): 
e1005757. https://doi.org/10.1371/journal.ppat.1005757

Chen YP, Siede R, 2007. Honey bee viruses. Adv Virus 
Res 70: 33-80. https://doi.org/10.1016/S0065-
3527(07)70002-7

Dainat B, vanEngelsdorp D, Neumann P, 2012. Colony collapse 
disorder in Europe. Environ Microbiol Reports 4 (1): 123-
125. https://doi.org/10.1111/j.1758-2229.2011.00312.x

Ellis JD, Evans JD, Pettis J, 2010. Colony losses, managed 
colony population decline, and Colony Collapse Disorder 
in the United States. J Apic Res 49 (1): 134-136. https://
doi.org/10.3896/IBRA.1.49.1.30

Freiberg M, De Jong D, Message D, Cox-Foster D, 2012. 
First report of sacbrood virus in honey bee (Apis mellif-
era) colonies in Brazil. Genet Mol Res 11 (3): 3310-3314. 
https://doi.org/10.4238/2012.September.12.14

García MLG, Plischuk S, Bravi CM, Reynaldi FJ, 2019. An 
overview on honeybee colony losses in Buenos Aires 
Province, Argentina. Sociobiology 66 (1): 43-48. https://
doi.org/10.13102/sociobiology.v66i1.3366

Genersch E, Aubet M, 2010. Emerging and re-emerging 
viruses of the honey bee (Apis mellifera L.). Vet Res 41: 
54. https://doi.org/10.1051/vetres/2010027

Meana A, Llorens-Picher M, Euba A, Bernal JL, Bernal J, 
Garcia-Chao M, Dagnac T, Castro-Hermida JA, Gonzalez-
Porto AV, Higes M, Martin-Hernández R, 2017. Risk 
factors associated with honey bee colony loss in apiaries 
in Galicia, NW Spain. Span J Agric Res 15 (1): e0501. 
https://doi.org/10.5424/sjar/2017151-9652

Natsopoulou M, McMahon D, Doublet V, Frey E, Rosenkranz 
P, Paxton R, 2017. The virulent, emerging genotype B of 
Deformed wing virus is closely linked to overwinter hon-
eybee worker loss. Sci Rep 7: 5242. https://doi.
org/10.1038/s41598-017-05596-3

Negri P, MaggI M, Ramirez L, Szawarski N, De Feudis L, 
Lamattina L, Eguaras M, 2016. Cellular immunity in Apis 
mellifera: studying hemocytes brings light about bees 
skills to confront threats. Apidologie 47: 379-388. https://
doi.org/10.1007/s13592-015-0418-2

Neumann P, Carreck NL, 2010. Honey bee colony losses. 
J Apic Res 49 (1): 1-6. https://doi.org/10.3896/
IBRA.1.49.1.01

Potts SG, Biesmeijer JC, Kremen C, Neumann P, Schweiger 
O, Kunin WE, 2010. Global pollinator declines: trends, 
impacts and drivers. Trends Ecol Evol 25 (6): 345-353. 
https://doi.org/10.1016/j.tree.2010.01.007

Remnant EJ, Shi M, Buchmann G, Blacquière T, Holmes EC, 
Beekman M, Ashe A, 2017. A diverse range of novel RNA 
viruses in geographically distinct honey bee populations. 
J Virol 91: e00158-17. https://doi.org/10.1128/
JVI.00158-17

All the sequenced fragments showed 97% homol-
ogy with ABPV isolate Hungary 1 (Acc. AF486072.2); 
98% with BQCV isolate B5-13 polyprotein (Acc. 
KP223792.1); 96% with DWV isolate R4LY P1R1+ 
truncated structural polyprotein gene, partial cds (Acc. 
GU903475.1); and 92% of homology with SBV com-
plete genome (Acc. AF092924.1).

Although our sample size was rather small and 
ABPV and DWV have been already detected (Avalos 
et al., 2019) in apiaries from Tumbaco (Ecuador) using 
the mPCR designed by Sguazza et al. (2013), this work 
represents the first molecular detection of BQCV and 
SBV for Ecuador. 

This study found a high virus-prevalence rate, since 
viruses were found to be positive in 88.2% of the sam-
pled apiaries. Of the seventeen apiaries analyzed, fif-
teen showed viral presence. Four viruses (ABPV, DWV, 
BQCV, SBV) were found in co-infections while ABPV 
and SBV were also found in simple infections. Even 
though DWV has been reported to be the most preva-
lent virus worldwide (Natsopoulou et al., 2017), in our 
analysis the most frequent virus was ABPV (14/17). 
This finding seems to be important, as ABPV is cur-
rently associated with the mortality of young and adult 
bees (Genersch & Aubert, 2010). Worldwide colony 
losses are associated with several potential factors in 
interaction, and sometimes viruses play a prevalent role 
(Stavely et al., 2014; Brutscher et al., 2016; Meana 
et al., 2017). In South America, there are records of 
bee losses that place viruses as one of the candidates 
of this mortality (Reynaldi et al., 2010). Thus, it is 
conceivable that some of the above honey bee viruses 
are involved with colony losses in Ecuador.

Our results suggest that viruses may have weakened 
these colonies. They were probably not the main factor 
causing deaths in these colonies, but may have been 
part of a combination of several factors involved in 
colony losses (Staveley et al., 2014). Viruses have the 
potential to weaken the immune system of bees (Negri 
et al., 2016), making them more susceptible to other 
risk factors that could lead to colony mortality. Neu-
mann & Carreck (2010) claim that clinical signs and 
causes of losses may vary among different regions. We 
therefore believe that the study of viral infections is 
important and could contribute to the development of 
strategies to limit colony losses. 

References

Aizen MA, Harder LD, 2009. The global stock of domesti-
cated honey bees is growing slower than agricultural 
demand for pollination. Curr Biol 19: 915-918. https://
doi.org/10.1016/j.cub.2009.03.071

https://doi.org/10.1016/j.jip.2006.05.009
https://doi.org/10.1080/00218839.2019.1565726
https://doi.org/10.1080/00218839.2019.1565726
https://doi.org/10.1371/journal.ppat.1005757
https://doi.org/10.1016/S0065-3527(07)70002-7
https://doi.org/10.1016/S0065-3527(07)70002-7
https://doi.org/10.1111/j.1758-2229.2011.00312.x
https://doi.org/10.3896/IBRA.1.49.1.30
https://doi.org/10.3896/IBRA.1.49.1.30
https://doi.org/10.4238/2012.September.12.14
https://doi.org/10.13102/sociobiology.v66i1.3366
https://doi.org/10.13102/sociobiology.v66i1.3366
https://doi.org/10.1051/vetres/2010027
https://doi.org/10.5424/sjar/2017151-9652
https://doi.org/10.1038/s41598-017-05596-3
https://doi.org/10.1038/s41598-017-05596-3
https://doi.org/10.1007/s13592-015-0418-2
https://doi.org/10.1007/s13592-015-0418-2
https://doi.org/10.3896/IBRA.1.49.1.01
https://doi.org/10.3896/IBRA.1.49.1.01
https://doi.org/10.1016/j.tree.2010.01.007
https://doi.org/10.1128/JVI.00158-17
https://doi.org/10.1128/JVI.00158-17
https://doi.org/10.1016/j.cub.2009.03.071
https://doi.org/10.1016/j.cub.2009.03.071


Spanish Journal of Agricultural Research� March 2020 • Volume 18 • Issue 1 • e05SC02

5Short communication: Molecular detection of honeybee viruses in Ecuador

Sguazza GH, Reynaldi FJ, Galosi CM, Pecoraro MR, 2013. 
Simultaneous detection of bee viruses by multiplex PCR. 
J Virol Methods 194: 1-2. https://doi.org/10.1016/j.jvi-
romet.2013.08.003

Staveley JP, Law SA, Fairbrother A, Menzie CA, 2014. A 
causal analysis of observed declines in managed honey 
bees (Apis mellifera). Hum Ecol Risk Assess 20: 566-591. 
https://doi.org/10.1080/10807039.2013.831263

Todd JH, De Miranda JR, Ball BV, 2007. Incidence and 
molecular characterization of viruses found in dying New 
Zealand honey bee (Apis mellifera) colonies infested with 
Varroa destructor. Apidologie 38: 354-367. https://doi.
org/10.1051/apido:2007021

Yañez O, Tejada G, Neumann P, 2014. First detection of 
viruses in africanized honey bees from Peru. Virologica 
Sinica 29 (5): 321-323. https://doi.org/10.1007/s12250-
014-3510-2

Reynaldi FJ, Sguazza GH, Pecoraro MR, Tizzano MA, Ga-
losi CM, 2010. First report of viral infections that affect 
Argentinean honey bee. Environ Microb Rep 2: 749-751. 
https://doi.org/10.1111/j.1758-2229.2010.00173.x

Ribière M, Olivier V, Blanchard P, 2010. Chronic bee pa-
ralysis: a disease and a virus like no other? J Invertebr 
Pathol 103: S120-131. https://doi.org/10.1016/j.
jip.2009.06.013

Riveros G, Arismendi N, Zapata N, Smagghe G, Rodríguez 
M, Gerding M, Vargas M, 2018. A scientific note on first 
detection of Kashmir bee virus in Apis mellifera (Hyme-
noptera: Apidae) in South America. Apidologie 49: 220. 
https://doi.org/10.1007/s13592-017-0545-z

Rodríguez M, Vargas M, Gerding M, Navarro H, Antúnez K, 
2012. Viral infection and Nosema ceranae in honey bees 
(Apis mellifera) in Chile. J Apic Res 51 (3): 285-287. 
https://doi.org/10.3896/IBRA.1.51.3.12

https://doi.org/10.1016/j.jviromet.2013.08.003
https://doi.org/10.1016/j.jviromet.2013.08.003
https://doi.org/10.1080/10807039.2013.831263
https://doi.org/10.1051/apido:2007021
https://doi.org/10.1051/apido:2007021
https://doi.org/10.1007/s12250-014-3510-2
https://doi.org/10.1007/s12250-014-3510-2
https://doi.org/10.1111/j.1758-2229.2010.00173.x
https://doi.org/10.1016/j.jip.2009.06.013
https://doi.org/10.1016/j.jip.2009.06.013
https://doi.org/10.1007/s13592-017-0545-z
https://doi.org/10.3896/IBRA.1.51.3.12

