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Abstract: Filoviruses, including Ebolavirus and Marburgvirus, pose significant threats to 

public health and species conservation by causing hemorrhagic fever outbreaks with high 

mortality rates. Since the first outbreak in 1967, their origins, natural history, and ecology 

remained elusive until recent studies linked them through molecular, serological, and 

virological studies to bats. We review the ecology, epidemiology, and natural history of 

these systems, drawing on examples from other bat-borne zoonoses, and highlight key 

areas for future research. We compare and contrast results from ecological and virological 

studies of bats and filoviruses with those of other systems. We also highlight how 

advanced methods, such as more recent serological assays, can be interlinked with flexible 

statistical methods and experimental studies to inform the field studies necessary to 

understand filovirus persistence in wildlife populations and cross-species transmission 

leading to outbreaks. We highlight the need for a more unified, global surveillance strategy 

for filoviruses in wildlife, and advocate for more integrated, multi-disciplinary approaches 

to understand dynamics in bat populations to ultimately mitigate or prevent potentially 

devastating disease outbreaks. 
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1. Introduction and Background  

Filoviruses, including Ebola and Marburg viruses, are recognized as a significant threat to public 

health and conservation as they cause periodic human and non-human primate outbreaks with high 

mortality rates. Since 1967 when Marburgvirus first emerged in humans, their importance as lethal 

pathogens causing hemorrhagic fever has been appreciated, but their origins, natural history, and 

ecology remained elusive for decades. In 2005, the first direct evidence from field studies that bats 

were reservoir hosts for Ebolavirus was reported [1], and research has since been growing to 

understand the role that bats play in the maintenance, transmission, and evolution of filoviruses. There 

are a number of excellent reviews on the history of filoviruses, their virology, molecular biology, and 

vaccine development [2–4], including a special volume published in this journal “Advances in 

Filovirus Research 2012” [5]. We do not wish to replicate those previous reviews here and those 

subjects are not the focus of our paper. Thus, we only briefly review key aspects of filovirus biology 

before focusing our review on the issue of filoviruses in bats, with a focus on understanding the 

ecology, epidemiology, and natural history of this system. Through extensive review of the published 

literature and by drawing examples from research on other bat-borne zoonoses, we will specifically 

examine the current state of knowledge regarding Marburgviruses and Ebolaviruses in bats and 

highlight key areas for future research to better understand these associations.  

1.1. Basic Virology 

The Filoviridae family in the order Mononegavirales is separated from other Mononegavirales on 

the basis of morphological, physiochemical, and biological features [6,7] and more latterly genomic 

analyses [8]. Filoviruses are non-segmented, negative-strand RNA viruses. The viruses are filamentous 

(Filo- derived from the Latin filum or thread) enveloped particles of variable length. The filovirus 

genomes are typically approximately 19 kb in length [6,9]. The proteins expressed by the filoviruses 

are: nucleoprotein (NP), glycoprotein (GP), RNA-dependent RNA polymerase (L), and four structural 

proteins: VP24, VP30, VP35, and VP40 [9,10]. Ebolavirus is able to express a truncated soluble 

glycoprotein (sGP) through RNA editing. The ribonucleoprotein is derived from the RNA genome, 

NP, VP30, VP35, and L protein, though Marburgvirus is reported to be able replicate in the  

absence of VP30. The VP35 protein is known to block interferon induction in both Marburg and Ebola 

viruses [11], and the discovery of the open reading frame for this protein integrated into bat genomes is 

an area for future research exploration to better understand host-virus interactions and immunity [12]. 

The two proteins VP40 and VP24 form the internal viral membranes and the surface of the viral 

membranes are spiked with GP trimers. The trimers are formed from GP1 and GP2, which are cleaved 

from the GP precursor. The GP trimers mediate receptor binding and are the target for neutralizing 

antibodies [13]. 
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1.2. Viral Taxonomy and Phylogeny 

In this article, we defer to the revised filovirus taxonomy of the 9th report of the International 

Committee on Taxonomy of Viruses (ICTV) including proposals by Kuhn et al. [14,15]. Ebolavirus 

and Marburgvirus are the two currently recognized genera of the family Filoviridae. Lloviu virus [16] 

may be classified as a distinct genus, Cuevavirus, and species Lloviu cuevavirus [14]. The two 

classified genera are divided into increasing numbers of species, as more viruses are discovered. 

Within the genus Ebolavirus, Zaire ebolavirus, Sudan ebolavirus, Reston ebolavirus, Taï Forest 

ebolavirus (formerly Côte d’Ivoire ebolavirus), and Bundibugyo ebolavirus are recognized species. 

Within the genus Marburgvirus there is a single species, Marburgvirus marburgvirus (formerly Lake 

Victoria marburgvirus), which consists of two very divergent “viruses”: Marburg virus and Ravn virus, 

approximately 20% divergent at a genetic level [8,14,15,17–19]. This is in contrast to the known 

diversity for Ebolavirus species, with Zaire ebolavirus having only a 2.7% nucleotide difference 

between sequences, Sudan ebolavirus 5.2%, and Reston ebolavirus 4.5% [8,20]. Despite increasing 

numbers of viruses being detected, some species are represented by single viral lineage (e.g., Taï 

Forest ebolavirus by Tai Forest Virus and Lloviu cuevavirus by Lloviu virus). These taxonomic 

classifications will continue to change as increased surveillance in wildlife hosts and humans and 

genome sequencing will uncover more divergent lineages within Filoviridae, from new localities  

and new hosts. While viral taxonomy ultimately relies on formal proposals and expert review by  

the ICTV [11,12], it will also be important to have flexible and more rapid classification schemes in 

place to assess the taxonomy of new lineages as our knowledge of filovirus diversity grows [20,21].  

Phylogenetic techniques, in particular coalescent-based models, have also been used to estimate the 

ages of filoviruses. Interestingly, common ancestor age estimates have ranged from thousands to 

millions of years [12,16,22,23], suggesting both novel techniques and increased sample sizes are 

needed, and that better understanding of filovirus evolution (e.g., purifying selection, integration  

into host genomes, etc.) must be gained before reliable dates can be obtained. For individual species, 

some models have suggested Zaire ebolavirus viruses diverged from a common ancestor very  

recently [24–27]. Recent analyses using Bayesian coalescent phylogenetic analyses on 97 whole-genome 

sequences have been able to estimate nucleotide substitutions/site/year for different viruses (ranging 

from 0.46 × 10−4 for Sudan ebolavirus to 8.21 × 10−4 for Reston ebolavirus) [8]. The analysis by 

Carroll et al. estimates recent common ancestry (approximately 50 years ago) for Reston ebolavirus 

and Zaire ebolavirus, and the authors suggest these species may have experienced recent genetic 

bottlenecks. Marburg marburgvirus and Sudan ebolavirus species were estimated to have common 

ancestors less than 1000 years ago (approximately 700 and 850 years ago, respectively), whereas the 

Filoviridae were estimated to share common ancestry 10,000 years ago [8]. 

1.3. Filovirus Outbreaks in Humans—Brief History Including Known Links to Bat Exposure 

Lake Victoria marburgvirus was the first filovirus discovered in 1967, when laboratory workers in 

Marburg, Germany and Belgrade, Yugoslavia (now Republic of Serbia) were exposed to the virus after 

contact with infected, imported green monkeys (Chlorocebus spp.). Subsequently, a number of small 

human outbreaks of Marburgvirus (both Marburg virus and Ravn virus) occurred sporadically between 
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1975–1997, some of which had some link to bat caves [11,28]. The two largest outbreaks of Marburg 

virus occurred in the Democratic Republic of Congo (DRC) 1998–2000 where 128/154 infected 

people died; and in Angola in 2004–2005 where 227/252 patients succumbed to the virus [11]. The 

DRC outbreak was linked to gold mining in Goroumbwa cave [29], and origins of the Angola outbreak 

are not certain. Three small outbreaks occurred in Uganda between 2007–2008, one associated with 

gold mining from Kitaka cave, and two single human cases were Western tourists visiting Python Cave 

in Uganda while on vacation [28]. Both Kitaka and Python cave are known to harbor large bat 

populations, and have been sites for follow up studies on Marburg ecology [19,28].  

The history of Ebolavirus outbreaks in Africa have also been previously reviewed including an 

excellent summary of outbreaks up until 2005 [30]. Briefly, as described in that review, in 1976 two 

outbreaks occurred around the same period—one in Eastern Sudan and one in Eastern Zaire—resulting 

in 53% and 89% mortality and the first discoveries of Sudan and Zaire ebolaviruses, respectively. 

Subsequently there was one human Ebolavirus case in 1977 in DRC, and a cluster of 34 cases in E. 

Sudan in 1979. No Ebolavirus outbreaks occurred again until 1994, when there were a series of 

outbreaks between 1994–1997 and more again between 2000–2004 [30]. There has only been a single, 

non-fatal case of Taï Forest ebolavirus in humans, a veterinarian who was infected after performing  

a necropsy on a chimpanzee in 1994 [31]. Bundibugyo ebolavirus was discovered after human cases of 

hemorrhagic fever in late 2007 in Western Uganda, but the links to an animal reservoir are not  

clear [32]. A large Ebolavirus outbreak occurred in DRC in 2007 (186 deaths out of 260 cases, 71.5% 

mortality), and the initial human “index case” was later speculated to have been linked to purchasing 

freshly killed fruit bats for consumption [33]. Most recently in 2012, there were four distinct outbreaks 

in Uganda and DRC, one caused by Marburgvirus that was discovered to be nearly genetically 

identical to sequences collected from bats a few years prior [34]. Currently, in March 2014, there is an 

ongoing outbreak of Ebolavirus in Guinea. At the time of writing, the WHO reported 103 cases or 

suspected cases with 66 deaths. Polymerase (L) gene sequence analysis suggests that this outbreak is 

caused by Zaire ebolavirus, which is the first time that this virus has been detected in W. Africa [35]. 

Reston ebolavirus was first discovered in 1989 from laboratory macaques exported from the 

Philippines to the USA [36,37]. Subsequent detections of the same virus were made in primates in 

1992 and 1996 [38], and Reston ebolavirus was found to be circulating in pigs in the Philippines in 

2008 [39]. A small percentage of people (1% of 458 exposed individuals) from the 1989 and 1996 

events were found to have IgG antibodies to Reston ebolavirus, but were asymptomatic [38]. Reston 

ebolavirus infection in humans is rare and not known to cause any human disease. 

As noted by others, one interesting feature of filovirus epidemics is that genetic analyses show 

epidemics can happen as a result of single introduction events into human populations with subsequent 

human-to-human transmission, or as a result of multiple introductions with less human-to-human 

transmission (Figure 1), but higher genetic diversity [8,17,40]. Thus, rapid genetic characterization of 

human and non-human primate outbreaks will continue to be critical in order to better understand the 

zoonotic and epidemiological origins of filovirus outbreaks [32,34]. Given that molecular tools and 

high-throughput sequencing (HTS) continue to get cheaper and more efficient, the time from outbreak 

to full viral genome sequence ready for analysis will continue to decrease and mostly likely be limited 

by infrastructure for cold-chain and transport of specimens.  
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Figure 1. (A) The multiple transmission pathways are shown for Ebolavirus genera 

viruses. The role of vectors is unlikely, but not known (dashed line). Those pathways with 

epidemiological uncertainty are shown with question marks. Potential reservoir dynamics 

are shown in blue, spillover epidemics in small mammals (Africa), pigs (Reston ebolavirus 

only), duikers (Africa), primates and humans shown in red and ongoing human transmission 

in orange; (B) The multiple transmission pathways are shown for Marburgvirus genera 

viruses. The role of vectors is unlikely, but not known (dashed line). Those with 

epidemiological uncertainty are shown with question marks. Potential reservoir dynamics 

are shown in blue, spillover epidemics in primates and humans shown in red and ongoing 

human transmission in orange.  
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2. Natural Reservoirs 

2.1. Investigations to Find the Natural Reservoir—Elusive for Decades and Ongoing 

While there is no consensus on how to unambiguously define an infection “reservoir”, a number of 

criteria can be applied to identify potential animal reservoirs during epidemiological investigations, 

and to generally classify when a host species may act as a “reservoir” vs. an “accidental host”, see  

Box 14.1 “What Is a Natural Reservoir for a Pathogen?” in [41]. The natural reservoir for Marburg- 

and Ebolavirus remained elusive for decades. Very diverse taxa have been suggested as potential 

reservoirs for filoviruses over the years, including bats, rodents, arthropods, and plants [42–46]. In a 

massive field investigation to find the natural reservoir following the 1995 Kikwit, DRC outbreak over 

3000 animals were collected primarily from forest areas near the home of the index case, but no 

evidence of Ebolavirus was found [44]. The sampling included 78 mammal species, 51 bird species, and 

22 reptiles and amphibians species were collected, and 18 species and approximately 1/5 of all the 

animals collected were bats. However sample sizes per species were low, with only 4 bat species 

having greater than 20 individuals collected [44]. Swanepoel et al. demonstrated that plants, reptiles, 

invertebrates and some vertebrates were unlikely reservoirs, because experimentally they were refractory 

to infections [18]. However the bats they tested (see below) were able to survive infection, support 

replication, and mount an adaptive immune response. Despite years of investigations, it took nearly 

forty years from the discovery of Marburgvirus in the late 1960s to identify fruit bats as (at least one 

of) the primary natural reservoir for this virus. 

2.2. Role of Primates—Potential Reservoirs or Dead-End Hosts? 

Primates are known to have a role in filovirus, ion, as the first known human cases were linked to 

exposure to lab primates in Europe in 1967. Viruses in the genera Ebolavirus and Marburgvirus have 

been isolated from infected primates [27,47–49], however the role of primates in the natural ecology of 

filoviruses is still poorly understood and their role as part of a reservoir complex is unknown  

(Figure 1). Human disease is frequently linked to contact with infected primate carcasses, though 

direct contact with other infected hosts is reported [18,19,33,50,51] (Figure 1). It is uncertain whether 

there is primate-to-primate transmission, or if primates are “dead-end” hosts and R0 (the number of 

infections one infected individual causes on average over the duration of the infectious period in a 

naïve population) is always close to 0. However, it is noticeable that primates, especially great apes, 

appear to have been severely affected by Ebola (Zaire ebolavirus) and populations of western lowland 

gorillas (Gorilla gorilla gorilla) and common chimpanzees (Pan troglodytes) have declined by 

approximately 80% in parts Central Africa and these declines are linked (chronologically and through 

a small number of molecular studies) to Ebolavirus [50,52,53]. Following a human Ebolavirus 

outbreak in Gabon and Congo over a five month period 130/143 gorillas disappeared, with 10/12 

gorillas and 3/3 common chimpanzees testing positive to Ebolavirus by PCR, antigen capture or 

immunohistochemical staining post-mortem [52]. These observations suggest that even if R0 is less 

than 1, ape-to-ape transmission may be prolonged enough to cause significant epidemics. Given the 

many years these ape populations will take to recover after these mass mortality events [53] it suggests 

that African apes are unlikely to be able act as sole reservoirs for infection.  
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In Asia, Reston ebolavirus has been isolated from captive primates (Macaca fascicularis) in the 

Philippines (131/1051 were antigen positive) [36,37]. Nidom et al. reported anti-Ebolavirus antibodies 

in orangutans (Pongo pygmaeus), however, there was substantial variation in titers in orangutans and 

the study lacked both positive and negative controls [54] that are essential standards required to 

interpret serological findings [55]. These antibody findings in otherwise healthy orangutans could 

mean that the filovirus circulating in Asia is less virulent in apes or that orangutans are more resistant 

to disease (but not infection). Either of which might lead to them being able to act as hosts for filoviruses. 

Although, like Zaire ebolavirus, Reston virus has caused disease and killed primates [36,49,56–60], so 

if there is an intermediate or novel filovirus circulating in Asian apes it would likely need to be much 

less pathogenic and cause less disease in apes to persist within these populations. Moreover, a key 

issue is having a susceptible pool of hosts large enough for pathogens to persist within, which would 

likely make low density solitary apes, such as orangutans, unlikely reservoirs for acute immunizing 

infections [61], though they could form part of a complex of multiple species forming a reservoir [62]. 

Recent evidence for Ebolavirus infection in Asian fruit bats species could potentially support the idea 

that multiple hosts may be involved [63,64]. What is clear is that in Africa apes are susceptible to 

Ebolavirus and may suffer severe disease [52,65,66]. The susceptibility of African apes is both a 

problem for human health when human–ape contact occurs, as well as a major conservation concern 

for already threatened species.  

2.3. Evidence of Bats as Key Reservoirs—Ebola Viruses and Marburg in Africa 

The evidence for bats as reservoirs of ebolaviruses comes from numerous epidemiological and 

ecological studies. We summarize the known bat host species, methods of detection, and key 

references for each filovirus species with available data in Table 1. Prior to the detection of Ebolavirus 

RNA from healthy bats in the field, there were several reasons epidemiologists thought bats may  

be a reservoirs for ebolavirus. Index cases during Marburgvirus epidemics in Kenya [51,67] gave 

researchers an epidemiological link between bats and filoviruses when multiple transmission events 

occurred in mines [68–70]. Ecological niche models were used to provide regional perspective on the 

geographic and ecological distributions of Ebolavirus and Marburgvirus and suggested that various 

bat, mouse, rat, dormice, and shrew species may be sources of the infection as their distributions 

overlapped those of all four (then known) African filoviruses [71–73]. Other virological studies also 

suggested small mammals, comprising rodents and shrews, might be reservoirs [74]. Arthropod 

vectors were also considered, but viral replication in arthropod cell lines was unsuccessful [9,45]. 

To test some of these hypotheses, a wide range of hosts were infected with ebolavirus 

experimentally in 1996, and bats stood out because they got infected, replicated virus, and survived 

infection [18]. Finally, in 2005 Leroy et al. managed to detect anti-Ebolavirus antibodies and 

Ebolavirus RNA in three fruit bat species: Hypsignathus monstrosus (24%, 4/17), Epomops franqueti 

(7%, 8/117) and Myonycteris torquata (7%, 4/58) after sampling 1,030 animals, including 679 bats, 

222 birds and 129 small terrestrial vertebrates [1]. Viral nucleotide sequences were detected in liver 

and spleen samples (but not other tissues) from H. monstrosus (19%, 4/21), E. franqueti (4%, 5/117) 

and M. torquata (3%, 4/141). Subsequently anti-Ebolavirus antibodies have been detected in numerous 

other bat species in Africa (Table 1), including high seroprevalences in E. franqueti (37%, 10/27), 
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Epomophorus gambianus (38%, 14/37, Figure 2), H. monstrosus (44%, 7/16), and Nanonycteris 

veldkampii (25%, 1/4) species [75], but notably not in another common fruit bat species [76] in  

West Africa (Figure 2). Compelling evidence that Rousettus aegyptiacus was a key reservoir for 

Marburgvirus came from several studies; and is still the only filovirus to have been isolated from  

bats [28,30]. 

Table 1. Bat species found filovirus positive by serology or PCR. Bat species listed  

here for each virus were used to generate the geographic range maps in Figure 3. There are 

no currently known bat hosts for Bundibugyo, Sudan, or Tai Forest ebolaviruses.  

PCR = polymerase chain reaction; HTS = high-throughput sequencing. Species synonyms 

for Myotis pilosus and Tadarida condylura are used but original host name is retained from 

original publication. 

Virus Bat Species Detection Method References 

Marburgvirus 

Epomops franqueti Antibodies [77] 
Hypsignathus monstrosus Antibodies [77] 

Miniopterus inflatus Antibodies; PCR [18,77] 
Rhinolophus eloquens Antibodies; PCR [18] 

Rousettus aegyptiacus 
Antibodies; PCR; 

Viral Isolation 
[18,19,28,77–79] 

Lloviu virus Miniopterus schreibersii PCR; HTS [16] 

Reston ebolavirus 

Cynopterus sphinx Antibodies [80] 
Hipposideros pomona Antibodies [80] 

Miniopterus schreibersii Antibodies [80] 
Myotis pilosus  

(=Myotis ricketti) 
Antibodies [80] 

Pipistrellus pipistrellus Antibodies [80] 
Rousettus amplexicaudatus Antibodies [64] 

Rousettus leschenaultii Antibodies [63,80] 

Zaire ebolavirus 

Eidolon helvum Antibodies [76] 
Epomops franqueti Antibodies; PCR [30,75,77,81] 

Epomophorus gambianus Antibodies [75] 
Hypsignathus monstrosus Antibodies; PCR [30,75,77,81] 
Micropteropus pusillus Antibodies [77] 

Tadarida condylura  
(=Mops condylurus) 

Antibodies [77] 

Myonycteris torquata Antibodies; PCR [30,77,81] 
Rousettus aegyptiacus Antibodies [77] 
Rousettus leschenaultii Antibodies [63] 
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Figure 2. Differing antibody prevalence (as a proportion) from cross-sectional studies of 

two bat species from Ghana, West Africa. Epomophorus gambianus (left, Gambian 

epauletted fruit bat) roosts in low density, is non-migratory and has a high seroprevalence 

of anti-Ebolavirus antibodies. Eidolon helvum (right, Straw-colored fruit bat) roosts in 

high density, is migratory and has a low seroprevalence of anti-Ebolavirus antibodies, but high 

seroprevalence of antibodies against other RNA viruses. The viruses are: Lagos bat virus 

(LBV), Hendra virus (HeV), Nipah virus (NiV), and Ebolavirus (Ebola). Results are adapted 

from [75,76,82]. 

 

2.4. Evidence of Filoviruses from Bats in Asia and Europe 

In just the past few years, antibody reactive with Reston ebolavirus and Zaire ebolavirus antigen 

have been detected in bats from the Philippines, China, Bangladesh, and orangutans from Indonesia  

(as previously mentioned). Though not conclusive evidence of the presence of these infections, the 

presence of these or related viruses are not entirely surprising considering the recent discoveries of 

Marburgvirus and Ebolavirus from congeneric species (Rousettus spp.) in Africa, and considering the 

large and overlapping geographic ranges for many of these bat species (Figure 3). Rousettus 

amplexicaudatus bats in the Philippines were found seropositive for Reston ebolavirus and implicating 

as the potential reservoir host for this virus in Asia [64]. Additional efforts to identify more solid 

evidence for Reston ebolavirus bat reservoirs in the Philippines and to understand the ecology of bats 

in this region are underway [83]. In Bangladesh, Olival et al. found serological evidence to both 

Reston and Zaire ebolavirus in Rousettus leschenautii [63]. This was the first evidence for a filovirus 

infecting wildlife in mainland Asia and suggested that an as-of-yet identified virus, perhaps genetically 

intermediate between Reston and Zaire ebolavirus, may be circulating in bat populations there. This 

Bangladesh bat species was also of particular interest because, along with several other frugivorous bat 

species in the region, it has close contact with humans and a potential transmission interface through a 

shared food resource (date palm sap) [63,84]. Yuan et al. similarly found R. leschenautii to be 



Viruses 2014, 6 1768 

 

 

seropositive for Reston and Zaire ebolavirus antibodies in China, along with several other 

insectivorous bat species (Table 1) [80].  

Figure 3. Geographic range for potential bat host species for (A) Marburgvirus 

marburgvirus; (B) Reston ebolavirus; (C) Lloviu virus; and (D) Zaire ebolavirus. 

 

In 2002, widespread die-offs of Schreiber’s Bent-winged bats (Miniopterus schreibersii, Family 

Vespertilionidae) in the Iberian Peninsula (France, Spain, and Portugal) prompted a wildlife disease 

investigation. Tissue microscopy from bats collected from a cave in Northern Spain (Cueva del Lloviu) 

suggested that the bats died from viral pneumonia, and subsequent pathogen screening found that 

individuals were infected with a novel filovirus, named Lloviu virus [16]. This is the only described 

filovirus not known to infect humans. This finding was also highly significant as it was the first 

discovery of an Ebolavirus outside of Africa or Asia, and although causation was never proved, it has 

been speculated that mortality was from Lloviu virus infection.  

2.5. Experimental Research Supporting Bats as Reservoirs 

Experimental studies supporting the role of bats as reservoirs are few, but two key studies have 

investigated the capacity for bats to become infected with filoviruses and to survive infection. As 

mentioned above, Swanepoel et al. showed that Zaire ebolavirus could replicate and lead to 

seroconversion without disease in three species of bats infected (Tadarida condylura, T. pumila, and 

Epomophorus wahlbergi) and that virus could be isolated from feces [45]. Using captive bred  

R. aegyptiacus bats of known serological and infection status Paweska et al. demonstrated that viremia 

could be induced and Marburg virus detected in multiple tissues 2 to 9 days post infection [85]. 

Following viremia, IgG antibody could be detected 9 to 21 days post infection. Marburg virus could 

also be detected in numerous tissues, including lung, intestines, kidney, bladder, salivary glands, and 

female reproductive tract. None of the bats showed clinical symptoms, nor was gross pathology seen. 

However, it is worth noting that these studies in R. aegyptiacus could not induce infection following 
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oral or intra-nasal inoculation (the above results were following intra-dermal or intra-peritoneal 

inoculation), nor could virus be isolated from secretions. Similarly, the study by Swanepoel et al. 

inoculated Tadarida spp. bats by sub-cutaneous injection; however, fecal shedding was observed in 

one individual. Thus, while these results are consistent with R. aegyptiacus being a reservoir host, they 

do not shed light on the potential mechanisms for bat-to-bat transmission [85]. Additional experiments 

underway using a captive Rousettus colony housed at CDC Atlanta will likely shed more light on some 

of these unresolved issues [86]. Lastly, Albarino and colleagues point out that the virus used by 

Paweska et al. was passaged almost 40 times in primate Vero cells prior to infecting bats [87], and it is 

not known how this may affect the infectivity or virulence of this virus. Reverse genetics can now be 

used to reconstruct “wild type” Marburgvirus strains from genome sequences obtained directly from 

bats, even in the absence of a viral isolate, and may be a useful tool more relevant than using human or 

vero-adapted viruses to understand viral dynamics in bats [87]. 

The recent establishment of bat cell lines [88], including those of the most likely primary reservoir 

host for Marburgviruses, Rousettus aegyptiacus [89], has been invaluable to further unravel the 

molecular mechanisms of filovirus cell entry and host range in bats. A recent study expressing 

filovirus envelope GPs on the surface of vesicular stomatitis virus suggest that Lloviu virus GP allows 

viral entry into bat cells more easily than other filoviruses, and thus may be an exceptionally  

bat-adapted virus [90]. This finding of evidence for adaptation suggests that the bat mortality that 

prompted the discovery of Lloviu virus may be less likely due to this highly adapted virus, although 

lyssaviruses are a prime example of host-adapted viruses that remain highly virulent to bat hosts [91]. 

Additional investigations of host range in vitro also using vesicular stomatitis virus expressing GP 

surface protein, found that Marburgvirus was able to infect 6 different bat cell lines from 4 divergent 

bat genera (Eidolon, Rhinolophus, Carollia, Tadarida) [92]. 

3. Filovirus Dynamics and Ecology in Bats—What We Know and Don’t Know 

3.1. Lessons to Learn from Other Bat Zoonoses 

Overall, filovirus ecology remains a neglected area of research, which is understandable as potential 

reservoirs are still being discovered and for many years remained elusive. Understanding zoonotic 

disease emergence and cross-species pathogen transmission require multi-disciplinary, process-based 

approaches that integrate ecological and evolutionary dynamics [93,94]. Several frameworks have 

been proposed to improve how ecological studies relating to bats and emerging infectious diseases can 

be performed [95]. Below we highlight some key areas with existing, but limited, information 

available regarding filovirus ecology and dynamics in bats, and give examples from other bat  

zoonoses investigations, e.g., research over the past decade into the ecology of Henipaviruses in 

Malaysia [96–101], which may be able to contribute valuable tools or approaches to filovirus ecology 

research in these areas. 

3.2. Seasonality of Infection Dynamics in Bats 

The most prominent study to test hypotheses regarding bat-filovirus ecology using field approaches 

and longitudinal sampling is by Amman et al., who looked at breeding cycles and their relationship to 
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Marburgvirus prevalence [28]. Given that many aspects of bat biology, such as mating, birthing, and 

migration (e.g., [28,76,102–104]) are seasonal, Amman et al. were the first to test the hypothesis that 

birthing might be linked to increases in infection prevalence and ultimately spillover for Marburgvirus 

in bats. Prevalence of other bat derived viruses, including coronaviruses and rabies, are reported to 

show seasonal dynamics [105–107] and the increase in susceptible hosts and contact rates during the 

birthing period may drive infection dynamics [108]. Their study of Marburgviruses in R. aegyptiacus 

bats in Python Cave, Uganda discovered 2.5% of the bats were actively infected by PCR (and some 

yielding Marburgvirus isolates) [28]. Their analyses suggested Marburgvirus infection occurred in 

distinct pulses in older juvenile bats (approximately 6 months old), coinciding with twice yearly 

birthing seasons. The authors also reviewed previous human infections and found that most (83%, 

54/65) occurred during this same high prevalence/seasonal birth period. Relatedly, Pourrut et al. 2009 

found that pregnant females bats were statistically more likely to be seropositive for Ebola virus [77]. 

As many bats have synchronous mating and birthing [103,104,109–112] and births increase population 

size and contact rates, the influx of susceptible juveniles may be a central driver of bat infection 

dynamics. Recent theoretical studies using stochastic epidemiological models with a seasonal birth 

pulse suggest increased synchrony of birthing increases the necessary critical community size 

necessary for infection persistence [113]. Thus, seasonal birthing may decrease the probability of 

pathogens persisting in a colony, but lead to increased periods of infection prevalence following 

birthing. Whether this is true of all filoviruses in all locations is unknown and further field studies, 

integrated with modeling, are necessary to understand the role of host ecology on the persistence and 

emergence of filoviruses in bats [93,95].  

Evidence from other bat-infection systems suggests that RNA virus shedding may be linked to host 

ecology and seasonality. Drexler et al. studied a maternal colony of Myotis myotis bats for three years 

and showed that RNA viruses (coronaviruses and astroviruses), but not DNA viruses (adenoviruses) 

were increasingly detected in greater numbers (by quantitative PCR) during colony formation and after 

parturition [106]. Wacharapluesadee et al. showed that Nipah Virus (NiV) in Pteropus lylei bats  

has seasonal dynamics, but with different dynamics for different strains, with a Bangladesh NiV  

strain more frequently observed April to June and a Malaysian NiV strain found from December to 

June [114]. These more complex patterns are also suggested by Plowright et al. who modeled the 

transmission dynamics of Hendra virus (HeV) in Australian Pteropid bats and found that their models 

fit the available data better when population connectivity and immunity (including waning maternal 

immunity) interact, suggesting more complex dynamics than a simple increase in susceptible juveniles 

providing enough young for persistence [99].  

There remain, however, uncertainties about how strong the effects of seasonal birthing are for other 

filoviruses, and how much coloniality (as shown by R. aegyptiacus) and other factors drive infection 

dynamics. Further still, it has recently been demonstrated that host population structure may be a 

useful tool to predict infection presence [115] and this remains to be seen for the potential reservoirs of 

filoviruses. Interestingly, the sub-Saharan African species, Eidolon helvum, has been shown to have a 

high seroprevalence of antibodies against several RNA viruses, but not filoviruses compared to other 

species in the same locations [76,82] (Figure 2). Given this species is ecologically similar in some 

ways to R. aegyptiacus (seasonal, synchronous birthing; colonial; frugivorous), it poses the question as 
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to whether the ecological differences prevent filovirus circulation (E. helvum is migratory; tree 

roosting) or if there are underlying genetic host restrictions.  

3.3. Viral Shedding and Immunity in Bats 

There is little understood about filovirus shedding and persistence in bats, though several  

key studies [1,45,85] suggest that the within-host infection dynamics are the classical  

“susceptible—infected—immune[recovered]” (SIR) cycle [108]. Swanepoel et al. showed that in 

experimental infection studies Ebola virus replicated in the three species of bats infected (Tadarida 

condylura, Tadarida pumila, and Epomophorus wahlbergi) with virus isolated from feces 21 days after 

infection [45]. The bats also seroconverted, suggesting recovery with an adaptive immune response. 

Leroy et al. showed that anti-Ebolavirus IgG-positive animals were not Ebolavirus PCR-positive, and 

vice versa, suggesting again that infection occurs and is followed by seroconversion [1]. In Amman et al. 

showed that R. aegyptiacus bats were discovered to have Marburg virus PCR-positive lung, kidney, 

colon and reproductive tissues, which may suggest transmission by oral, urine, fecal, or sexual means [28]. 

The finding of widespread antibody positive bats (Table 1) suggests that survival following filovirus 

infection is common among bat species. The most compelling evidence for the long-term survival of 

free-ranging bats following Ebola virus infection is a study by Hayman et al., in which a seropositive 

bat was known to be alive 13 months after release with a radio collar [76]. 

3.4. Multi-Host and Multi-Pathogen Dynamics in Bats 

Multi-species interactions are critical to understand in order to accurately model viral dynamics in 

bat populations. To date, there is evidence for filovirus infection in a total of 17 bat species for 

(Marburgvirus, Zaire ebolavirus, Reston ebolavirus, and Lloviu virus), but no currently known bat 

hosts for Bundibugyo, Sudan, or Tai Forest ebolavirus (Table 1). Virus has only been detected via 

PCR and sequencing in 7 (41%) of these potential bat reservoir species, and some serological findings 

listed in Table 1 are sparse (e.g., only 2/679 Epomops franqueti seropositive for Marburg virus [77]. 

Multiple bat species could potentially act as reservoirs for Zaire ebolavirus, Reston ebolavirus, and 

Marburg virus, but only one host species is currently known for Lloviu virus (Table 1). Many of these 

species have overlapping geographic ranges, and have the potential (at a geographic, not necessarily 

ecological, scale) to interact and share pathogens (Figure 3). However, while either fragments of virus 

(PCR) or antibodies were detected in these hosts, their true role as reservoirs versus incidental hosts 

and the relative contribution of each species to interspecific host dynamics is currently unknown. 

Multiple circulating pathogens can also change within-host and within-population dynamics and could 

confer cross-species immunity [93]. For example, multiple divergent Marburgvirus strains circulate 

within a single roost of R. aegyptiacus [19,28]. This poses interesting questions regarding how these 

pathogens interact, such as is there cross-immunity and do divergent viruses have the same infection 

dynamics? Though cross-reactivity is shown among ebolaviruses, it is unknown how this translates to 

immunity within the hosts [116]. Leroy et al. demonstrated numerous bats infected (detected by PCR) 

with similar Zaire ebolavirus species PCR fragments some years apart, but within the species, these 

short genomic fragments differed between species and collection time [1]. In both cases, multiple hosts 
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and circulating pathogens can complicate our understanding of virus-host interactions and should be 

considered during study design [93]. 

3.5. Meta Populations and Connectivity 

Another key aspect of ecological theory that must be investigated further is the role that  

meta-population dynamics may play in the ecology and evolution of filoviruses. Amman et al. 

provided evidence of direct movement between different caves for R. aegyptiacus and have found that 

there is genetic similarity between viruses detected in geographically distant locations [28]. They 

suggest that R. aegyptiacus exist as a large meta-population with virus circulation over broad 

geographic ranges. Population genetic studies using mitochondrial and microsatellite markers have 

confirmed that a congeneric species, Rousettus leschenaultia, is highly vagile and panmictic across 

large areas (e.g., from India throughout China) [117]. Further investigations to understand host 

movement and connectivity of potential filovirus reservoirs are warranted. 

Several previous studies have investigated the relationship between host population structure and 

bat viral dynamics. Olival et al. showed that Pteropus vampyrus, the primary natural reservoir for NiV 

in mainland Southeast Asia, was highly vagile and panmictic using both host and parasite genetics, and 

was likely the primary player in NiV transmission and circulation [97,98,118,119]. Plowright et al. 

suggested meta-population dynamics were necessary for HeV persistence in Australian Pteropid bats 

and they predicted reduced connectivity leads to larger epidemics within bat colonies due to a greater 

loss of herd immunity in colonies with lower levels of connectivity [99]. More recently, Peel et al. 

have used host panmixia to predict infection dynamics across sub-Saharan Africa and shown similar 

antibody prevalences against two viruses, Lagos bat virus (a lyssavirus) and an as yet undetermined 

henipa-like paramyxovirus [115]. This species has been shown to both breed freely enough that  

there is panmixia [115] and travel between roosts over shorter time spans [104], suggesting movement 

between colonies within the period short enough for infection to occur and for a bat to become 

infectious [45]. These meta-population dynamics will be important to consider when designing future 

ecological studies and modeling bat-filovirus data. 

4. Future Directions in Bat Filovirus Research 

4.1. Unexplored Diversity and Geographic Gaps—A More Unified Surveillance Strategy 

There are over 1200 bat species globally and only a small fraction (~15%) have been targeted for 

viral discovery to date [41]. That said, pathogen discovery in bats is becoming a widespread activity 

globally, and this presents an opportunity for researchers to screen specimens for filoviruses while 

running other routine assays. Global surveillance programs like CDC’s Global Disease Detection 

centers, or United States Agency for International Development’s (USAID) Emerging Pandemic 

Threat Program have established laboratory protocols for screening specimens from a diversity of wild 

mammal hosts. For example, the USAID PREDICT project uses degenerate PCR primers to screen 

bats, rodents, and primates across multiple (~10–20) viral families including Filoviruses in  

20 countries around the world [94]. Through capacity building in emerging infectious disease “hotspots” 

globally [120], these efforts have the potential to establish a new baseline for the “unknown” zoonotic 
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pool in wildlife and redraw the biogeographic boundaries of pathogen distribution and host  

range [94,121]. These global, coordinated efforts may allow us to identify novel viruses that have not 

yet emerged into human populations and develop prevention strategies to ensure that they do not. 

Lloviu virus is a good example of this, as it was picked up during wildlife surveillance after a die-off 

in a bat population [16] and is now part of follow-up studies to better understand its genome [8], 

molecular biology, and cell entry [90]—in part to be able to predict its potential to spillover and  

infect humans. 

While it is important to survey wildlife showing clinical signs of disease, most viruses are 

discovered in bats from asymptomatic animals, and a two-pronged approach of screening both healthy 

and diseased animals is required [122]. Modeling approaches to target bat host species based on  

life-history traits [123,124] or viral “habitat” suitability using ecological niche models [71–73] can 

both be used to refine the taxonomic and geographic scale of surveillance for novel filoviruses or novel 

filovirus host species.  

4.2. Develop More Sensitive, Non-Invasive Tools for Longitudinal Monitoring of Bat Populations  

As part of a more unified filovirus surveillance strategy in bats, it will also be necessary to develop 

non-invasive sampling protocols and better detection methods for viral discovery [121,125]. Following 

an experimental inoculation, Swanepoel et al. demonstrated that Zaire ebolavirus could be detected in 

bat feces, but few studies to date have routinely screened bat excreta by PCR in the field. There are 

also limited data comparing viral detection from organ specimens with data from excreta collected 

from the same animals. Developing more sensitive assays to detect antibodies or virus from small 

quantities of blood [126] or bat excreta [121], respectively, has two potential benefits. First, bats  

(of which many species are threatened) do not need to be killed to identify potential filovirus 

reservoirs, or study the distribution and the seasonality of viral shedding or infection. Second, for 

management interventions, it is most important to understand the routes of viral shedding in bats and 

the seasonality of this shedding, rather than the presence or absence of a virus in a given animal or 

tissue type. Thus, there may be more value in detecting a virus in bat feces, urine, or saliva than there 

would be in bat tissue if transmission is occurring indirectly in bat habitat (caves or mines). However, 

if the risk interface is through bushmeat hunting and direct butchering of bats [33], then understanding 

prevalence and viral load in tissues and blood would be most relevant.  

There is also a need for better studies of immunological responses in bats [127]. Understanding bat 

immune responses to filovriruses will help understand the ecology of these viruses within the natural 

setting because it can be challenging to interpret antibody data in wild species and difficult to use these 

data to decide whether or not a species is a reservoir (see Figure 4). More specific and sensitive assays, 

such as Luminex technology [128] and pseudotype assays [129] may help resolve some of these issues. 

Baker et al. demonstrated how accurate quantification of antibody responses using Luminex 

technology was able to demonstrate the potential effects of pregnancy on henipavirus transmission in  

a captive study of Eidolon helvum that would not have been possible with assays that used dilution 

series or provide binary responses [130]. These assays still require positive and negative controls, but  

Peel et al. have shown how similar data can be analyzed in the absence of validated gold standard 

assays from the appropriate species and population (and applied these methods to bat sera) [131]. 
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These approaches, however, remain problematic without better knowledge of the immune response of 

the bat species to a particular virus. Depending on how cut-off values are determined, some studies can 

easily overestimate the seroprevalence of a given populations or species. Statistical tools that consider 

antibodies as noisy populations of antibodies, rather than a binary process, and seek to delineate  

cut-offs for epidemiological studies, are useful tools for understanding serological assays and have 

used by several authors including Peel, Pourrut, and Olival [63,77,131] (Figure 4). However, 

ultimately researchers should aim to understand the dynamic antibody responses in the appropriate 

species infected with the appropriate virus by an optimal assay before interpreting field data, despite 

this being difficult in practice.  

Figure 4. Methodology for determining potentially positive (i.e., cut-off values) for bat 

individuals using serological data. This figure highlights some of the challenges in 

interpreting filovirus serology (cut-off values) in bats, and why these data should be 

examined carefully. Distribution of Optical Density (OD) values from ELISA assay using 

1:1 mixture of recombinant nucleoproteins for Reston + Zaire (R+Z) ebolavirus in 

Rousettus leschenautlii fruit bats. Data from [63], using methodology adapted from [77]. 

Cut-off values were determined to be >0.454 for the R+Z ELISA using a maximum 

likelihood estimator, gamma distribution, and 95% risk of error. Pourrut et al. 2009 used an 

exponential distribution, but the data here are better fitted to a gamma distribution. This 

approach is less arbitrary than the standard approach of using a value 3× the OD value of 

negative control, as it uses the distribution of the data itself and a statistical framework to 

identify potential positive cut-off values. Grey bars = OD values from individual bats for 

the R+Z ELISA (without positive or negative controls); red line = gamma distribution; blue 

= 95% confidence of cutoff values; green = 99% confidence. After initial screening, 15 

(11%) of 141 R. leschenaultii, 6 (8%) of 75 Cynopterus spp., and 4 (7%) of 56 Megaderma 

lyra bats were potentially positive at the 95% confidence level. However, only 5 (3.5%) of 

141 (95% CI 1.5%–8.0%) of R. leschenaultii bats were reported as seropositive after 

additional testing by ELISAs and Western Blot [63]. 
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4.3. Genomics and Viral Fossils 

The number of vertebrate genomes available for bioinformatic studies will continue to rise in the 

next decade as the both the cost and effort needed for sequencing them continue to decline. Advances 

in HTS can also offer insights into viral evolution, by offering rapid, culture free methods that allow 

analyses of whole viral genomes (e.g. [8]), as well as characterizing the host genome of potential 

reservoir species. The recent HTS of two bat genomes offers tantalizing, but preliminary, insights into 

how bats may be adapted for flight and perhaps have altered innate immune systems that suggest  

bats may respond to viral infections in a subtly different way to other mammalian hosts studies to  

date [132]. Understanding host responses to filovirus infection and details of host-viral interactions at a 

genetic level may improve understanding of field data and enable researchers to develop more nuanced 

methods of interpreting serological assays, and modeling infection dynamics.  

Several in silica studies published in the past few years have used genomic data and identified 

filovirus genes (endogenous viral elements, EVEs) integrated into the genomes of several mammalian 

species, including bats [12,23,133,134]. One particularly interesting avenue for future research is 

whether integration of these viral genes confer some immunological advantage to hosts [134]. 

Evidence for this is supported by the fact that in some cases long open reading frames for these 

endogenous viruses have been preserved in host genomes for over thousands of years and that their 

presence correlates with the absence of disease in host species [134]. With the availability of more 

data, additional comparative genomic studies that seek to understand the phylogenetic distribution of 

these endogenous viruses in mammalian hosts may help to inform why some bat species appear to be 

resistant to infection; but also could be used to identify potential filovirus reservoir hosts that are not 

yet known [133]. For example, Katzourakis et al. found a strong association of endogenous filoviruses 

elements in both rodents and marsupials—pointing to these groups as potentially important reservoirs, 

although currently not known to harbor exogenous filoviruses [133]. These in silica analyses may be 

of use to help target which of the ~5000 mammals species to focus efforts for exogenous filovirus 

discovery and can be part of a more unified strategy for global filovirus surveillance.  

4.4. Better Understanding Viral Shedding and Transmission in Bats 

While we have a decent understanding of the progression of infection and immunity in individual 

humans [3], little is known about antibody persistence and viremia in bats. Experimental infections 

studies in captive bats and long-term monitoring of bat populations in the field using mark-recapture 

should help to inform this. As previously mentioned, a large number of outbreaks have been directly 

linked to mining activities or cave exposure [40,51,67,135–137]. However, the route of transmission is 

uncertain—is infection through aerosolized droplets of bat excreta and inhalation, or through some 

other mechanism? Experimental studies will shed light on these mechanisms and routes of exposure 

and can be used to guide policy to mitigate spillover.  

While experimental studies with BSL-4 agents such as filoviruses can be challenging, captive 

studies can be used to understand infection and antibody dynamics in the absence of experimental 

challenge. Two studies of henipavirus infected or seropositive fruit bats have been undertaken and 

show the temporal dynamics of antibodies. Though both studies raise many additional questions,  
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they allow researchers to better understand the results of field studies [130,138]. Experimental  

studies of filoviruses in primates have been useful to describe filovirus infection, including the 

symptoms, inflammatory response, viral shedding and therapeutic potential of immunoglobulins in 

primates [139,140].  

Experimental studies of other bat derived viruses and their non-bat hosts have been used to try to 

tease apart spillover transmission mechanisms. Horses can be infected with HeV through intranasal 

infection, suggesting inhalation may be a potential route of infection [141], but epidemiological studies 

of human filovirus infection suggest more close contact is required for human transmission. Pigs, 

hypothesized to have been infected with NiV following ingestion of excreta contaminated/partially 

eaten fruit, have been shown experimentally to be susceptible to infection following ingestion of NiV, 

with nasopharyngeal shedding [142]. Following the discovery of swine as a potential host for Reston 

ebolavirus [39], pigs have been used as experimental models. The significance of pigs in filovirus 

transmission has been discussed elsewhere [143,144], however, experimental studies have shown that 

Zaire ebolavirus can be transmitted from pigs to cynomolgus macaques without direct contact [145]. 

The mechanism(s) of transmission to primates, which are epidemiologically linked to several filovirus 

outbreaks and are severely affected by infection, remain unknown. Again, these studies are useful for 

understanding whether transmission to target, novel hosts is possible, but do not necessarily elucidate 

the mechanisms for transmission of filoviruses between putative reservoir bat hosts or bats and non-bat 

species. Studies of transmission mechanisms between and from bats to target species, such as pigs and 

primates, are a priority for experimental studies. The examples from other systems, in particular the 

henipaviruses HeV and NiV, suggest that similar studies could be used to identify potential 

transmission pathways (Figure 1). While there are many inherent difficulties with performing such 

studies for filoviruses, including extensive field situations, BSL-4 level facilities, and ethical issues, 

these experiments could greatly improve our understanding of filovirus ecology. 

4.5. Better Understanding Host Ecology and Spillover Potential to Humans 

While there is evidence to support specific instances of viral spillover, the epidemiological links 

between bats, Ebolaviruses, and human and primate infection are not clear. Recent epidemiological 

surveys following an outbreak reported increased bat activity through bat migration and hunting prior 

to an outbreak of Ebola virus in DRC [33]. One recent study found a high prevalence (15%) of IgG 

antibodies to Zaire ebolavirus in human populations in Gabon, and that populations living in forest 

areas were at a higher risk to being seropositive as compared to human populations in the grassland, 

savannah, and lake area [146]. Interestingly, no significant differences in seroprevalence were found 

between populations that hunted or had contact with animals vs. those that did not.  

Several authors have speculated that, like that suspected proximate cause for the NiV outbreak in 

Malaysia [147], bats may drop partially eaten, Ebolavirus-contaminated fruits that terrestrial mammals 

eat and become infected [148]. In Bangladesh video surveillance has shown bats having direct contact 

to palm sap, an epidemiological link to NiV infection in human [84] and studies have shown NiV can 

survive on the surface of mango flesh for up to 2 days [149]. The role of fruit tree masting in  

inter-species interactions and filovirus spillover, e.g., between frugivorous bats, ungulates (duikers), 

and primates in the forest, is suspected but not known. Similar video studies to those in Bangladesh 
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have shown how apes in Africa share fruit resources [61], but it is currently unknown if partially eaten 

fruits can lead to infection with filoviruses. Greater use of such surveillance technology may shed 

further light on transmission pathways in the filovirus-bat systems.  

Models using the SIR structure have been used for human epidemic dynamics [150–152] but not for 

wildlife. Multi-species SIR models [108] could be developed to describe filovirus transmission within 

bats and between bats and other host species (e.g., gorillas) and could be parameterized using data 

from field and experimental investigations. These epidemiological studies could be used to answer 

questions regarding the transmission processes, including if the virus(es) could persist within specific 

populations or species alone. These models may also be used to highlight which aspects of host and 

virus biology may be important and require further study, through the use of sensitivity analyses [95]. 

As we have previously described, population genetic tools can be used to define geographic limits of 

populations and quantify connectivity between bat populations for each host species known to harbor a 

given filovirus species. Fine scale gene flow data can be combined with GPS or satellite telemetry and 

GIS modeling of landuse change—to assess if environmental features (available habitat) spatially 

correlate with observed breaks in gene flow and population limits. Satellite telemetry studies in the 

Philippines, as part of multi-disciplinary investigations of viruses have shown non-random foraging 

and increased roosts compared to previous knowledge [83]. These types of studies can highlight 

important aspects of host ecology, as well as the impacts and distributions of infected or previously 

infected individuals [76].  

Collectively, these ecological studies will be critical to inform disease management options. For 

example, management options that reduce human–bat contact during seasonal periods of high risk viral 

shedding, or at key interfaces, will likely be the most effective approaches and can balance both 

conservation and human health needs [63,95]. The need to better understand the ecology of filoviruses 

in their natural hosts and factors that facilitate transmission could not be timelier, as an unprecedentedly 

large human Ebola virus outbreak is currently ravaging Guinea [35]. We advocate for more integrated, 

multi-disciplinary approaches to understand filovirus dynamics in bat populations, and to mitigate and 

control these potentially devastating disease outbreaks. 

Acknowledgments 

We thank Emily Hagan for collating literature examined here, Carlos Zambrana-Torrelio for  

Figure 3, and Parviez Hosseini for assistance with code for Figure 4. KJO was supported by the  

United States Agency for International Development (USAID) Emerging Pandemic Threats PREDICT 

program (Cooperative Agreement no. GHN-AOO-09-00010-00); and a NIAID Non-Biodefense 

Emerging Infectious Disease Research Opportunities award R01 AI079231. DTHS was supported by 

funding from a David H. Smith Fellowship from the Cedar Tree Foundation and the Research and 

Policy for Infectious Disease Dynamics (RAPIDD) program of the Science and Technology 

Directorate, Department of Homeland Security and Fogarty International Center, National Institutes  

of Health. 
  



Viruses 2014, 6 1778 

 

 

Author Contributions 

K.J.O. and D.T.S.H. contributed equally in writing this review and producing its figures. 

Conflicts of Interest 

The authors declare no conflict of interest.  

References and Notes 

1. Leroy, E.M.; Kumulungui, B.; Pourrut, X.; Rouquet, P.; Hassanin, A.; Yaba, P.; Delicat, A.; 

Paweska, J.T.; Gonzalez, J.P.; Swanepoel, R. Fruit bats as reservoirs of Ebola virus. Nature 

2005, 438, 575–576. 

2. Kobinger, G.P.; Croyle, M.; Feldmann, H. Ebola and Marburg. In Vaccines for Biodefense and 

Emerging and Neglected Diseases; Barrett, A.D.T., Stanberry, L.R., Eds.; Academic Press: 

London, UK, 2009; pp. 325–337. 

3. Feldmann, H.; Geisbert, T.W. Ebola haemorrhagic fever. Lancet 2011, 377, 849–862. 

4. Mohamadzadeh, M.; Chen, L.; Schmaljohn, A.L. How Ebola and Marburg viruses battle the 

immune system. Nat. Rev. Immunol. 2007, 7, 556–567. 

5. MDPI Viruses Special Issue "Advances in Filovirus Research 2012". Available online: 

http://www.mdpi.com/journal/viruses/special_issues/Filovirus/ (accessed on 1 March 2014).  

6. Feldmann, H.; Jones, S.; Klenk, H.D.; Schnittler, H.J. Ebola virus: From discovery to vaccine. 

Nat. Rev. Immunol. 2003, 3, 677–685. 

7. Kiley, M.P.; Bowen, E.T.; Eddy, G.A.; Isaacson, M.; Johnson, K.M.; McCormick, J.B.;  

Murphy, F.A.; Pattyn, S.R.; Peters, D.; Prozesky, O.W.; et al. Filoviridae: A taxonomic home for 

Marburg and Ebola viruses? Intervirology 1982, 18, 24–32. 

8. Carroll, S.A.; Towner, J.S.; Sealy, T.K.; McMullan, L.K.; Khristova, M.L.; Burt, F.J.; 

Swanepoel, R.; Rollin, P.E.; Nichol, S.T. Molecular evolution of viruses of the family Filoviridae 

based on 97 whole-genome sequences. J. Virol. 2013, 87, 2608–2616. 

9. Sanchez, A.; Geisbert, T.W.; Feldmann, H. Filoviridae: Marburg and Ebola Viruses. In Fields 

virology; Knipe, D. M., Howley, P. M., Eds. Lippincott Williams and Wilkins: Philadelphia, PA, 

USA, 2007, 1279–1304. 

10. Feldmann, H.; Kiley, M.P. Classification, structure, and replication of filoviruses. Curr. Top. 

Microbiol. Immunol. 1999, 235, 1–21. 

11. Brauburger, K.; Hume, A.J.; Muhlberger, E.; Olejnik, J. Forty-Five Years of Marburg Virus 

Research. Viruses 2012, 4, 1878–1927. 

12. Taylor, D.J.; Dittmar, K.; Ballinger, M.J.; Bruenn, J.A. Evolutionary maintenance of  

filovirus-like genes in bat genomes. BMC Evol. Biol. 2011, 11, 336. 

13. Feldmann, H.; Volchkov, V.E.; Volchkova, V.A.; Stroher, U.; Klenk, H.D. Biosynthesis and role 

of filoviral glycoproteins. J. Gen. Virol. 2001, 82, 2839–2848. 
  



Viruses 2014, 6 1779 

 

 

14. Kuhn, J.H.; Bao, Y.; Bavari, S.; Becker, S.; Bradfute, S.; Brauburger, K.; Rodney Brister, J.; 

Bukreyev, A.A.; Cai, Y.; Chandran, K.; et al. Virus nomenclature below the species level:  

A standardized nomenclature for filovirus strains and variants rescued from cDNA. Arch. Virol. 

2013, doi:10.1007/s00705-013-1877-2 

15. Kuhn, J.H.; Becker, S.; Ebihara, H.; Geisbert, T.W.; Johnson, K.M.; Kawaoka, Y.; Lipkin, W.I.; 

Negredo, A.I.; Netesov, S.V.; Nichol, S.T.; et al. Proposal for a revised taxonomy of the family 

Filoviridae: Classification, names of taxa and viruses, and virus abbreviations. Arch. Virol. 2010, 

155, 2083–2103. 

16. Negredo, A.; Palacios, G.; Vazquez-Moron, S.; Gonzalez, F.; Dopazo, H.; Molero, F.; Juste, J.; 

Quetglas, J.; Savji, N.; de la Cruz Martinez, M.; et al. Discovery of an ebolavirus-like filovirus in 

europe. PLoS Pathog. 2011, 7, e1002304. 

17. Towner, J.S.; Khristova, M.L.; Sealy, T.K.; Vincent, M.J.; Erickson, B.R.; Bawiec, D.A.; 

Hartman, A.L.; Comer, J.A.; Zaki, S.R.; Stroher, U.; et al. Marburgvirus genomics and 

association with a large hemorrhagic fever outbreak in Angola. J. Virol. 2006, 80, 6497–6516. 

18. Swanepoel, R.; Smit, S.B.; Rollin, P.E.; Formenty, P.; Leman, P.A.; Kemp, A.; Burt, F.J.; 

Grobbelaar, A.A.; Croft, J.; Bausch, D.G.; et al. Studies of reservoir hosts for Marburg virus. 

Emerg. Infect. Dis. 2007, 13, 1847–1851. 

19. Towner, J.S.; Amman, B.R.; Sealy, T.K.; Carroll, S.A.R.; Comer, J.A.; Kemp, A.; Swanepoel, R.; 

Paddock, C.D.; Balinandi, S.; Khristova, M.L.; et al. Isolation of Genetically Diverse Marburg 

Viruses from Egyptian Fruit Bats. PLoS Pathog. 2009, 5, doi:10.1371/journal.ppat.1000536. 

20. Lauber, C.; Gorbalenya, A.E. Genetics-Based Classification of Filoviruses Calls for Expanded 

Sampling of Genomic Sequences. Viruses 2012, 4, 1425–1437. 

21. Bao, Y.; Chetvernin, V.; Tatusova, T. PAirwise Sequence Comparison (PASC) and Its 

Application in the Classification of Filoviruses. Viruses 2012, 4, 1318–1327. 

22. Suzuki, Y.; Gojobori, T. The origin and evolution of Ebola and Marburg viruses. Mol. Biol. Evol. 

1997, 14, 800–806. 

23. Taylor, D.J.; Leach, R.W.; Bruenn, J. Filoviruses are ancient and integrated into mammalian 

genomes. BMC Evol. Biol. 2010, 10, 193. 

24. Biek, R.; Walsh, P.D.; Leroy, E.M.; Real, L.A. Recent common ancestry of Ebola Zaire virus 

found in a bat reservoir. PLoS Pathog. 2006, 2, e90. 

25. Grard, G.; Biek, R.; Tamfum, J.J.; Fair, J.; Wolfe, N.; Formenty, P.; Paweska, J.; Leroy, E. 

Emergence of divergent Zaire ebola virus strains in Democratic Republic of the Congo in 2007 

and 2008. J. Infect. Dis. 2011, 204(Suppl. 3), S776–S784. 

26. Walsh, P.D.; Biek, R.; Real, L.A. Wave-like spread of Ebola Zaire. PLoS Biol. 2005, 3, e371. 

27. Wittmann, T.J.; Biek, R.; Hassanin, A.; Rouquet, P.; Reed, P.; Yaba, P.; Pourrut, X.; Real, L.A.; 

Gonzalez, J.P.; Leroy, E.M. Isolates of Zaire ebolavirus from wild apes reveal genetic lineage 

and recombinants. Proc. Natl. Acad. Sci. USA 2007, 104, 17123–17127. 

28. Amman, B.R.; Carroll, S.A.; Reed, Z.D.; Sealy, T.K.; Balinandi, S.; Swanepoel, R.; Kemp, A.; 

Erickson, B.R.; Comer, J.A.; Campbell, S.; et al. Seasonal Pulses of Marburg Virus Circulation 

in Juvenile Rousettus aegyptiacus Bats Coincide with Periods of Increased Risk of Human 

Infection. PLoS Pathog. 2012, 8, doi:10.1371/journal.ppat.1002877. 



Viruses 2014, 6 1780 

 

 

29. Bausch, D.G.; Borchert, M.; Grein, T.; Roth, C.; Swanepoel, R.; Libande, M.L.; Talarmin, A.; 

Bertherat, E.; Muyembe-Tamfum, J.J.; Tugume, B.; et al. Risk factors for Marburg hemorrhagic 

fever, Democratic Republic of the Congo. Emerg. Infect. Dis. 2003, 9, 1531–1537. 

30. Pourrut, X.; Kumulungui, B.; Wittmann, T.; Moussavou, G.; Delicat, A.; Yaba, P.; Nkoghe, D.; 

Gonzalez, J.P.; Leroy, E.M. The natural history of Ebola virus in Africa. Microbes Infect./Inst. 

Pasteur 2005, 7, 1005–1014. 

31. Le Guenno, B.; Formenty, P.; Wyers, M.; Gounon, P.; Walker, F.; Boesch, C. Isolation and 

partial characterisation of a new strain of Ebola virus. Lancet 1995, 345, 1271–1274. 

32. Towner, J.S.; Sealy, T.K.; Khristova, M.L.; Albarino, C.G.; Conlan, S.; Reeder, S.A.; Quan, P.L.; 

Lipkin, W.I.; Downing, R.; Tappero, J.W.; et al. Newly Discovered Ebola Virus Associated with 

Hemorrhagic Fever Outbreak in Uganda. PLoS Pathog. 2008, 4, doi:10.1371/journal.ppat. 

1000212. 

33. Leroy, E.M.; Epelboin, A.; Mondonge, V.; Pourrut, X.; Gonzalez, J.P.; Muyembe-Tamfum, J.J.; 

Formenty, P. Human Ebola Outbreak Resulting from Direct Exposure to Fruit Bats in Luebo, 

Democratic Republic of Congo, 2007. Vector-Borne Zoonotic Dis. 2009, 9, 723–728. 

34. Albarino, C.G.; Shoemaker, T.; Khristova, M.L.; Wamala, J.F.; Muyembe, J.J.; Balinandi, S.; 

Tumusiime, A.; Campbell, S.; Cannon, D.; Gibbons, A.; et al. Genomic analysis of filoviruses 

associated with four viral hemorrhagic fever outbreaks in Uganda and the Democratic Republic 

of the Congo in 2012. Virology 2013, 442, 97–100. 

35. W.H.O. Ebola Haemorrhagic Fever, Guinea. Available online: http://www.afro.who.int/en/ 

clusters-a-programmes/dpc/epidemic-a-pandemic-alert-and-response/outbreak-news/4069-ebola-

haemorrhagic-fever-guinea-27-march-2014.html/ (accessed on 27 March 2014). 

36. Miranda, M.E.; Ksiazek, T.G.; Retuya, T.J.; Khan, A.S.; Sanchez, A.; Fulhorst, C.F.;  

Rollin, P.E.; Calaor, A.B.; Manalo, D.L.; et al. Epidemiology of Ebola (subtype Reston) virus in 

the Philippines, 1996. J. Infect. Dis. 1999, 179(Suppl. 1), S115–S119. 

37. Miranda, M.E.; Yoshikawa, Y.; Manalo, D.L.; Calaor, A.B.; Miranda, N.L.; Cho, F.; Ikegami, T.; 

Ksiazek, T.G. Chronological and spatial analysis of the 1996 Ebola Reston virus outbreak in a 

monkey breeding facility in the Philippines. Exp. Anim. 2002, 51, 173–179. 

38. Miranda, M.E.G.; Miranda, N.L.J. Reston ebolavirus in Humans and Animals in the Philippines: 

A Review. J. Infect. Dis. 2011, 204, S757–S760. 

39. Barrette, R.W.; Metwally, S.A.; Rowland, J.M.; Xu, L.Z.; Zaki, S.R.; Nichol, S.T.; Rollin, P.E.; 

Towner, J.S.; Shieh, W.J.; Batten, B.; et al. Discovery of Swine as a Host for the Reston 

ebolavirus. Science 2009, 325, 204–206. 

40. Bausch, D.G.; Nichol, S.T.; Muyembe-Tamfum, J.J.; Borchert, M.; Rollin, P.E.; Sleurs, H.; 

Campbell, P.; Tshioko, F.K.; Roth, C.; Colebunders, R.; et al. Marburg hemorrhagic fever 

associated with multiple genetic lineages of virus. N. Engl. J. Med. 2006, 355, 909–919. 

41. Olival, K.J.; Epstein, J.H.; Wang, L.F.; Field, H.E.; Daszak, P. Are bats unique viral reservoirs? 

In New Directions in Conservation Medicine: Applied Cases of Ecological Health, 2nd ed.; 

Aguirre, A.A., Ostfeld, R.S., Daszak, P., Eds.; Oxford University Press: Oxford, UK, 2012;  

pp. 195–212. 



Viruses 2014, 6 1781 

 

 

42. Germain, M. Collection of mammals and arthropods during the epidemic of haemorrhagic fever 

in Zaire. In Ebola Virus Haemorrhagic Fever; Pattyn, S.R., Ed.; Elsevier: New York, NY, USA, 

1978; pp. 185–189. 

43. Arata, A.A.; Johnson, B. Approaches toward studies on potential reservoirs of viral hemorrhagic 

fever in southern Sudan (1977). In Ebola Virus Haemorrhagic Fever; Pattyn, S.R., Ed.; Elsevier: 

New York, NY, USA, 1978; pp. 191–200. 

44. Leirs, H.; Mills, J.N.; Krebs, J.W.; Childs, J.E.; Akaibe, D.; Woollen, N.; Ludwig, G.;  

Peters, C.J.; Ksiazek, T.G. Search for the Ebola virus reservoir in Kikwit, Democratic Republic 

of the Congo: Reflections on a vertebrate collection. J. Infect. Dis. 1999, 179(Suppl. 1),  

S155–S163. 

45. Swanepoel, R.; Leman, P.A.; Burt, F.J.; Zachariades, N.A.; Braack, L.E.; Ksiazek, T.G.;  

Rollin, P.E.; Zaki, S.R.; Peters, C.J. Experimental inoculation of plants and animals with Ebola 

virus. Emerg. Infect. Dis. 1996, 2, 321–325. 

46. Turell, M.J.; Bressler, D.S.; Rossi, C.A. Short report: Lack of virus replication in arthropods after 

intrathoracic inoculation of Ebola Reston virus. Am. J. Trop. Med. Hyg. 1996, 55, 89–90. 

47. Kissling, R.E.; Robinson, R.Q.; Murphy, F.A.; Whitfield, S. Green monkey agent of disease. 

Science 1968, 161, 1364. 

48. Smith, C.E.; Simpson, D.I.; Bowen, E.T.; Zlotnik, I. Fatal human disease from vervet monkeys. 

Lancet 1967, 2, 1119–1121. 

49. Jahrling, P.B.; Geisbert, T.W.; Dalgard, D.W.; Johnson, E.D.; Ksiazek, T.G.; Hall, W.C.;  

Peters, C.J. Preliminary report: Isolation of Ebola virus from monkeys imported to USA. Lancet 

1990, 335, 502–505. 

50. Leroy, E.M.; Rouquet, P.; Formenty, P.; Souquiere, S.; Kilbourne, A.; Froment, J.M.;  

Bermejo, M.; Smit, S.; Karesh, W.; Swanepoel, R.; et al. Multiple Ebola virus transmission 

events and rapid decline of central African wildlife. Science 2004, 303, 387–390. 

51. Smith, D.H.; Johnson, B.K.; Isaacson, M.; Swanapoel, R.; Johnson, K.M.; Killey, M.; Bagshawe, A.; 

Siongok, T.; Keruga, W.K. Marburg-virus disease in Kenya. Lancet 1982, 1, 816–820. 

52. Bermejo, M.; Rodriguez-Teijeiro, J.D.; Illera, G.; Barroso, A.; Vila, C.; Walsh, P.D. Ebola 

outbreak killed 5000 gorillas. Science 2006, 314, 1564. 

53. Walsh, P.D.; Abernethy, K.A.; Bermejo, M.; Beyers, R.; de Wachter, P.; Akou, M.E.; Huijbregts, 

B.; Mambounga, D.I.; Toham, A.K.; Kilbourn, A.M.; et al. Catastrophic ape decline in western 

equatorial Africa. Nature 2003, 422, 611–614. 

54. Nidom, C.A.; Nakayama, E.; Nidom, R.V.; Alamudi, M.Y.; Daulay, S.; Dharmayanti, I.N.; 

Dachlan, Y.P.; Amin, M.; Igarashi, M.; Miyamoto, H.; et al. Serological evidence of Ebola virus 

infection in Indonesian orangutans. PLoS One 2012, 7, e40740. 

55. Gilbert, A.T.; Fooks, A.R.; Hayman, D.T.; Horton, D.L.; Muller, T.; Plowright, R.; Peel, A.J.; 

Bowen, R.; Wood, J.L.; Mills, J.; et al. Deciphering serology to understand the ecology of 

infectious diseases in wildlife. Ecohealth 2013, 10, 298–313. 

56. Hayes, C.G.; Burans, J.P.; Ksiazek, T.G.; Del Rosario, R.A.; Miranda, M.E.; Manaloto, C.R.; 

Barrientos, A.B.; Robles, C.G.; Dayrit, M.M.; Peters, C.J. Outbreak of fatal illness among 

captive macaques in the Philippines caused by an Ebola-related filovirus. Am. J. Trop. Med. Hyg. 

1992, 46, 664–671. 



Viruses 2014, 6 1782 

 

 

57. Miranda, M.E.; White, M.E.; Dayrit, M.M.; Hayes, C.G.; Ksiazek, T.G.; Burans, J.P. 

Seroepidemiological study of filovirus related to Ebola in the Philippines. Lancet 1991, 337, 

425–426. 

58. Rollin, P.E.; Williams, R.J.; Bressler, D.S.; Pearson, S.; Cottingham, M.; Pucak, G.; Sanchez, A.; 

Trappier, S.G.; Peters, R.L.; Greer, P.W.; et al. Ebola (subtype Reston) virus among quarantined 

nonhuman primates recently imported from the Philippines to the United States. J. Infect. Dis. 

1999, 179 (Suppl. 1), S108–S114. 

59. Control, C.F.D. Update: Filovirus infection in animal handlers. Morb. Mortal. Wkly. Rep. 1990, 

39, 221. 

60. W.H.O. Viral haemorrhagic fever in imported monkeys. Wkly. Epidemiol. Rec. 1992, 67, 183. 

61. Walsh, P.D.; Breuer, T.; Sanz, C.; Morgan, D.; Doran-Sheehy, D. Potential for Ebola 

transmission between gorilla and chimpanzee social groups. Am. Nat. 2007, 169, 684–689. 

62. Haydon, D.T.; Cleaveland, S.; Taylor, L.H.; Laurenson, M.K. Identifying reservoirs of infection: 

A conceptual and practical challenge. Emerg. Infect. Dis. 2002, 8, 1468–1473. 

63. Olival, K.J.; Islam, A.; Yu, M.; Anthony, S.J.; Epstein, J.H.; Khan, S.A.; Khan, S.U.; Crameri, G.; 

Wang, L.F.; Lipkin, W.I.; et al. Ebola virus antibodies in fruit bats, Bangladesh. Emerg. Infect. Dis. 

2013, 19, 270–273. 

64. Taniguchi, S.; Watanabe, S.; Masangkay, J.S.; Omatsu, T.; Ikegami, T.; Alviola, P.; Ueda, N.; 

Iha, K.; Fujii, H.; Ishii, Y.; et al. Reston ebolavirus antibodies in bats, the Philippines.  

Emerg. Infect. Dis. 2011, 17, 1559–1560. 

65. Formenty, P.; Boesch, C.; Wyers, M.; Steiner, C.; Donati, F.; Dind, F.; Walker, F.; le Guenno, B. 

Ebola virus outbreak among wild chimpanzees living in a rain forest of Cote d’Ivoire.  

J. Infect. Dis. 1999, 179(Suppl. 1), S120–S126. 

66. Wyers, M.; Formenty, P.; Cherel, Y.; Guigand, L.; Fernandez, B.; Boesch, C.; le Guenno, B. 

Histopathological and immunohistochemical studies of lesions associated with Ebola virus in a 

naturally infected chimpanzee. J. Infect. Dis. 1999, 179(Suppl. 1), S54–S59. 

67. Johnson, E.D.; Johnson, B.K.; Silverstein, D.; Tukei, P.; Geisbert, T.W.; Sanchez, A.N.;  

Jahrling, P.B. Characterization of a new Marburg virus isolated from a 1987 fatal case in Kenya. 

Arch. Virol. Suppl. 1996, 11, 101–114. 

68. Bertherat, E.; Talarmin, A.; Zeller, H. Democratic Republic of the Congo: Between civil war and 

the Marburg virus. International Committee of Technical and Scientific Coordination of the 

Durba Epidemic. Med. Trop. (Mars) 1999, 59, 201–204. 

69. Colebunders, R.; Tshomba, A.; van Kerkhove, M.D.; Bausch, D.G.; Campbell, P.; Libande, M.; 

Pirard, P.; Tshioko, F.; Mardel, S.; Mulangu, S.; et al. Marburg hemorrhagic fever in Durba and 

Watsa, Democratic Republic of the Congo: Clinical documentation, features of illness, and 

treatment. J. Infect. Dis. 2007, 196(Suppl. 2), S148–S153. 

70. Zeller, H. Lessons from the Marburg virus epidemic in Durba, Democratic Republic of the 

Congo (1998–2000). Med. Trop. (Mars) 2000, 60, 23–26. 

71. Peterson, A.T.; Bauer, J.T.; Mills, J.N. Ecologic and geographic distribution of filovirus disease. 

Emerg .Infect. Dis. 2004, 10, 40–47. 

72. Peterson, A.T.; Carroll, D.S.; Mills, J.N.; Johnson, K.M. Potential mammalian filovirus 

reservoirs. Emerg. Infect. Dis. 2004, 10, 2073–2081. 



Viruses 2014, 6 1783 

 

 

73. Peterson, A.T.; Lash, R.R.; Carroll, D.S.; Johnson, K.M. Geographic potential for outbreaks of 

Marburg hemorrhagic fever. Am. J. Trop. Med. Hyg. 2006, 75, 9–15. 

74. Morvan, J.M.; Deubel, V.; Gounon, P.; Nakoune, E.; Barriere, P.; Murri, S.; Perpete, O.; 

Selekon, B.; Coudrier, D.; Gautier-Hion, A.; et al. Identification of Ebola virus sequences present 

as RNA or DNA in organs of terrestrial small mammals of the Central African Republic. 

Microbes Infect./Inst. Pasteur 1999, 1, 1193–1201. 

75. Hayman, D.T.S.; Yu, M.; Crameri, G.; Wang, L.F.; Suu-Ire, R.; Wood, J.L.N.; Cunningham, A.A. 

Ebola Virus Antibodies in Fruit Bats, Ghana, West Africa. Emerg. Infect. Dis. 2012, 18,  

1207–1209. 

76. Hayman, D.T.S.; Emmerich, P.; Yu, M.; Wang, L.F.; Suu-Ire, R.; Fooks, A.R.; Cunningham, A.A.; 

Wood, J.L.N. Long-Term Survival of an Urban Fruit Bat Seropositive for Ebola and Lagos Bat 

Viruses. PLoS One 2010, 5, doi:10.1371/journal.pone.0011978. 

77. Pourrut, X.; Souris, M.; Towner, J.S.; Rollin, P.E.; Nichol, S.T.; Gonzalez, J.P.; Leroy, E.  

Large serological survey showing cocirculation of Ebola and Marburg viruses in Gabonese  

bat populations, and a high seroprevalence of both viruses in Rousettus aegyptiacus.  

BMC Infect. Dis. 2009, 9, doi:10.1186/1471-2334-9-159. 

78. Towner, J.S.; Pourrut, X.; Albarino, C.G.; Nkogue, C.N.; Bird, B.H.; Grard, G.; Ksiazek, T.G.; 

Gonzalez, J.P.; Nichol, S.T.; Leroy, E.M. Marburg Virus Infection Detected in a Common 

African Bat. PLoS One 2007, 2, doi:10.1371/journal.pone.0000764. 

79. Kuzmin, I.V.; Niezgoda, M.; Franka, R.; Agwanda, B.; Markotter, W.; Breiman, R.F.;  

Shieh, W.J.; Zaki, S.R.; Rupprecht, C.E. Marburg Virus in Fruit Bat, Kenya. Emerg. Infect. Dis. 

2010, 16, 352–354. 

80. Yuan, J.F.; Zhang, Y.J.; Li, J.L.; Zhang, Y.Z.; Wang, L.F.; Shi, Z.L. Serological evidence of 

ebolavirus infection in bats, China. Virol. J. 2012, 9, doi:10.1186/1743-422X-9-236. 

81. Pourrut, X.; Delicat, A.; Rollin, P.E.; Ksiazek, T.G.; Gonzalez, J.P.; Leroy, E.M. Spatial and 

temporal patterns of Zaire ebolavirus antibody prevalence in the possible reservoir bat species.  

J. Infect. Dis. 2007, 196, S176–S183. 

82. Hayman, D.T.; Suu-Ire, R.; Breed, A.C.; McEachern, J.A.; Wang, L.; Wood, J.L.;  

Cunningham, A.A. Evidence of henipavirus infection in West African fruit bats. PLoS One 2008, 

3, e2739. 

83. De Jong, C.; Field, H.; Tagtag, A.; Hughes, T.; Dechmann, D.; Jayme, S.; Epstein, J.; Smith, C.; 

Santos, I.; Catbagan, D.; et al. Foraging Behaviour and Landscape Utilisation by the Endangered 

Golden-Crowned Flying Fox (Acerodon jubatus), The Philippines. PLoS One 2013, 8, e79665. 

84. Khan, M.S.U.; Hossain, J.; Gurley, E.S.; Nahar, N.; Sultana, R.; Luby, S.P. Use of Infrared 

Camera to Understand Bats’ Access to Date Palm Sap: Implications for Preventing Nipah Virus 

Transmission. Ecohealth 2011, 7, 517–525. 

85. Paweska, J.T.; Jansen van Vuren, P.; Masumu, J.; Leman, P.A.; Grobbelaar, A.A.; Birkhead, M.; 

Clift, S.; Swanepoel, R.; Kemp, A. Virological and serological findings in Rousettus aegyptiacus 

experimentally inoculated with vero cells-adapted hogan strain of Marburg virus. PLoS One 

2012, 7, e45479. 

86. Towner, J.S. Bats as reservoirs of filoviruses (data from recent challenges). In Proceedings of the 

16th International Bat Research Conference, San Jose, Costa Rica, 11–15 August 2013. 



Viruses 2014, 6 1784 

 

 

87. Albarino, C.G.; Uebelhoer, L.S.; Vincent, J.P.; Khristova, M.L.; Chakrabarti, A.K.; McElroy, A.; 

Nichol, S.T.; Towner, J.S. Development of a reverse genetics system to generate recombinant 

Marburg virus derived from a bat isolate. Virology 2013, 446, 230–237. 

88. Crameri, G.; Todd, S.; Grimley, S.; McEachern, J.A.; Marsh, G.A.; Smith, C.; Tachedjian, M.; 

De Jong, C.; Virtue, E.R.; Yu, M.; et al. Establishment, Immortalisation and Characterisation of 

Pteropid Bat Cell Lines. PLoS One 2009, 4, doi:10.1371/journal.pone.0008266. 

89. Jordan, I.; Munster, V.J.; Sandig, V. Authentication of the R06E Fruit Bat Cell Line. Viruses 

2012, 4, 889–900. 

90. Maruyama, J.; Miyamoto, H.; Kajihara, M.; Ogawa, H.; Maeda, K.; Sakoda, Y.; Yoshida, R.; 

Takada, A. Characterization of the envelope glycoprotein of a novel filovirus, lloviu virus.  

J. Virol. 2014, 88, 99–109. 

91. Banyard, A.C.; Hayman, D.; Johnson, N.; McElhinney, L.; Fooks, A.R. Bats and lyssaviruses. 

Adv. Virus Res. 2011, 79, 239–289. 

92. Hoffmann, M.; Muller, M.A.; Drexler, J.F.; Glende, J.; Erdt, M.; Gutzkow, T.; Losemann, C.; 

Binger, T.; Deng, H.; Schwegmann-Wessels, C.; et al. Differential sensitivity of bat cells to 

infection by enveloped RNA viruses: Coronaviruses, paramyxoviruses, filoviruses, and influenza 

viruses. PloS One 2013, 8, e72942. 

93. Hayman, D.T.; Bowen, R.A.; Cryan, P.M.; McCracken, G.F.; O’Shea, T.J.; Peel, A.J.;  

Gilbert, A.; Webb, C.T.; Wood, J.L. Ecology of Zoonotic Infectious Diseases in Bats: Current 

Knowledge and Future Directions. Zoonoses Public Health 2013, 60, 2–21. 

94. Bogich, T.L.; Olival, K.J.; Hosseini, P.; Zambrana-Torrelio, C.; Loh, E.; Funk, S.; Brito, I.; 

Epstein, J.H.; Brownstein, J.S.; Joly, D.O.; et al. Using Mathematical Models in a Unified 

Approach to Predicting the Next Emerging Infectious Disease. In New Directions in 

Conservation Medicine: Applied Cases of Ecological Health; Aguirre, A.A., Ostfeld, R.S., 

Daszak, P., Eds.; Oxford University Press: Oxford, UK, 2012; pp. 607–618. 

95. Wood, J.L.; Leach, M.; Waldman, L.; Macgregor, H.; Fooks, A.R.; Jones, K.E.; Restif, O.; 

Dechmann, D.; Hayman, D.T.; Baker, K.S.; et al. A framework for the study of zoonotic disease 

emergence and its drivers: Spillover of bat pathogens as a case study. Philos. Trans. R. Soc. 

Lond. Ser. B, Biol. Sci. 2012, 367, 2881–2892. 

96. Daszak, P.; Plowright, R.; Epstein, J.H.; Pulliam, J.H.; Abdul Rahman, S.; Field, H.E.;  

Smith, C.S.; Olival, K.J.; Luby, S.; Halpin, K.; et al. The emergence of Nipah and Hendra virus: 

Pathogen dynamics across a wildlife-livestock-human continuum. In Disease Ecology: 

Community Structure and Pathogen Dynamics; Collinge, S., Ray, C., Eds.; Oxford University 

Press: Oxford, UK, 2006; pp. 188–203. 

97. Epstein, J.H.; Olival, K.J.; Pulliam, J.R.C.; Smith, C.; Westrum, J.; Hughes, T.; Dobson, A.P.; 

Zubaid, A.; Rahman, S.A.; Basir, M.M.; et al. Pteropus vampyrus, a hunted migratory species 

with a multinational home-range and a need for regional management. J. Appl. Ecol. 2009, 46, 

991–1002. 

98. Rahman, S.A.; Hassan, S.S.; Olival, K.J.; Mohamed, M.; Chang, L.-Y.; Hassan, L.; Suri, A.S.; 

Saad, N.M.; Shohaimi, S.A.; Mamat, Z.C.; et al. HERG Characterization of Nipah Virus from 

Naturally Infected Pteropus vampyrus Bats, Malaysia. Emerg. Infect. Dis. 2010, 16,  

1990–1993. 



Viruses 2014, 6 1785 

 

 

99. Plowright, R.K.; Foley, P.; Field, H.E.; Dobson, A.P.; Foley, J.E.; Eby, P.; Daszak, P. Urban 

habituation, ecological connectivity and epidemic dampening: The emergence of Hendra virus 

from flying foxes (Pteropus spp.). Proc. R. Soci. B-Biol. Sci. 2011, 278, 3703–3712. 

100. Pulliam, J.R.; Epstein, J.H.; Dushoff, J.; Rahman, S.A.; Bunning, M.; Jamaluddin, A.A.;  

Hyatt, A.D.; Field, H.E.; Dobson, A.P.; Daszak, P. Agricultural intensification, priming for 

persistence and the emergence of Nipah virus: A lethal bat-borne zoonosis. J. R. Soc. Interface 

2012, 9, 89–101. 

101. Rahman, S.A.; Hassan, L.; Epstein, J.H.; Mamat, Z.C.; Yatim, A.M.; Hassan, S.S.; Field, H.E.; 

Hughes, T.; Westrum, J.; Naim, M.S.; et al. Risk factors for Nipah virus infection among 

pteropid bats, Peninsular Malaysia. Emerg. Infect. Dis. 2013, 19, 51–60. 

102. Thomas, D.W. Annual migration of three species of West African fruit bats (Chiroptera: 

Pteropodidae). Can. J. Zool. 1983, 61, 2266–2272. 

103. Mutere, F.A. Breeding cycles in tropical bats in Uganda. J. Anim. Ecol. 1968, 37, 8–9. 

104. Hayman, D.T.S.; McCrea, R.; Restif, O.; Suu-Ire, R.; Fooks, A.R.; Wood, J.L.N.;  

Cunningham, A.A.; Rowcliffe, J.M. Demography of straw-colored fruit bats in Ghana.  

J. Mammal. 2012, 93, 1393–1404. 

105. Mondul, A.M.; Krebs, J.W.; Childs, J.E. Trends in national surveillance for rabies among bats in 

the United States (1993–2000). J. Am. Vet. Med. Assoc. 2003, 222, 633–639. 

106. Drexler, J.F.; Corman, V.M.; Wegner, T.; Tateno, A.F.; Zerbinati, R.M.; Gloza-Rausch, F.; 

Seebens, A.; Muller, M.A.; Drosten, C. Amplification of emerging viruses in a bat colony. 

Emerg. Infect. Dis 2011, 17, 449–456. 

107. Patyk, K.; Turmelle, A.; Blanton, J.D.; Rupprecht, C.E. Trends in national surveillance data for 

bat rabies in the United States: 2001–2009. Vector Borne Zoonotic Dis. 2012, 12, 666–673. 

108. Anderson, R.M.; May, R.M. Population biology of infectious diseases: Part I. Nature 1979, 280, 

361–367. 

109. Porter, T.A.; Wilkinson, G.S. Birth synchrony in greater spear-nosed bats (Phyllostomus 

hastatus). J. Zool. 2001, 253, 383–390. 

110. Heideman, P.D.; Deoraj, P.; Bronson, F.H. Seasonal Reproduction of a Tropical Bat,  

Anoura-Geoffroyi, in Relation to Photoperiod. J. Reprod. Fertil. 1992, 96, 765–773. 

111. Fleming, T.H.; Hooper, E.T.; Wilson, D.E. Three Central American bat communities: Structure, 

reproductive cycles and movement patterns. Ecology 1972, 53, 555–569. 

112. Racey, P.A.; Entwistle, A.C. Life-History and Reproductive Strategies of Bats; Academic Press: 

London, UK, 2000, pp. 363–414.  

113. Peel, A.J.; Pulliam, J.R.C.; Luis, A.D.; Plowright, R.K.; O’Shea, T.J.; Hayman, D.T.S.;  

Wood, J.L.N.; Webb, C.T.; Restif, O. The effect of seasonal birth pulses on pathogen persistence 

in wild mammal populations. 2014, submitted for publication. 

114. Wacharapluesadee, S.; Boongird, K.; Wanghongsa, S.; Ratanasetyuth, N.; Supavonwong, P.; 

Saengsen, D.; Gongal, G.N.; Hemachudha, T. A longitudinal study of the prevalence of Nipah 

virus in Pteropus lylei bats in Thailand: Evidence for seasonal preference in disease transmission. 

Vector Borne Zoonotic Dis. 2010, 10, 183–190. 



Viruses 2014, 6 1786 

 

 

115. Peel, A.J.; Sargan, D.R.; Baker, K.S.; Hayman, D.T.; Barr, J.A.; Crameri, G.; Suu-Ire, R.; 

Broder, C.C.; Lembo, T.; Wang, L.F.; et al. Continent-wide panmixia of an African fruit bat 

facilitates transmission of potentially zoonotic viruses. Nat. Commun. 2013, 4, 2770. 

116. Ksiazek, T.G.; Rollin, P.E.; Williams, A.J.; Bressler, D.S.; Martin, M.L.; Swanepoel, R.;  

Burt, F.J.; Leman, P.A.; Khan, A.S.; Rowe, A.K.; et al. Clinical virology of Ebola hemorrhagic 

fever (EHF): Virus, virus antigen, and IgG and IgM antibody findings among EHF patients in 

Kikwit, Democratic Republic of the Congo, 1995. J. Infect. Dis. 1999, 179(Suppl. 1),  

S177–S187. 

117. Chen, J.P.; Rossiter, S.J.; Flanders, J.R.; Sun, Y.H.; Hua, P.Y.; Miller-Butterworth, C.; Liu, X.S.; 

Rajan, K.E.; Zhang, S.Y. Contrasting Genetic Structure in Two Co-Distributed Species of Old 

World Fruit Bat. PLoS One 2010, 5, e13903. 

118. Olival, K.J. Population Genetic Structure and Phylogeography of Southeast Asian Flying Foxes: 

Implications for Conservation and Disease Ecology; Columbia University: New York, NY, 

USA, 2008. 

119. Olival, K.J.; Dick, C.W.; Simmons, N.B.; Morales, J.C.; Melnick, D.J.; Dittmar, K.;  

Perkins, S.L.; Daszak, P.; Desalle, R. Lack of population genetic structure and host specificity  

in the bat fly, Cyclopodia horsfieldi, across species of Pteropus bats in Southeast Asia.  

Parasit Vectors 2013, 6, 231. 

120. Jones, K.E.; Patel, N.G.; Levy, M.A.; Storeygard, A.; Balk, D.; Gittleman, J.L.; Daszak, P. 

Global trends in emerging infectious diseases. Nature 2008, 451, 990–993. 

121. Anthony, S.J.; Epstein, J.H.; Murray, K.A.; Navarrete-Macias, I.; Zambrana-Torrelio, C.M.; 

Solovyov, A.; Ojeda-Flores, R.; Arrigo, N.C.; Islam, A.; Ali Khan, S.; et al. A strategy to 

estimate unknown viral diversity in mammals. MBio 2013, 4, doi:10.1098/rspb.2012.2753. 

122. Levinson, J.; Bogich, T.L.; Olival, K.J.; Epstein, J.H.; Johnson, C.K.; Karesh, W.; Daszak, P. 

Targeting surveillance for zoonotic virus discovery. Emerg. Infect. Dis. 2013, 19, 743–747. 

123. Turmelle, A.S.; Olival, K.J. Correlates of viral richness in bats (Order Chiroptera). Ecohealth 

2009, 6, 522–539. 

124. Luis, A.D.; Hayman, D.T.S.; O’Shea, T.J.; Cryan, P.M.; Gilbert, A.T.; Pulliam, J.R.C.;  

Mills, J.N.; Timonin, M.E.; Willis, C.K.R.; Cunningham, A.A.; et al. A comparison of bats and 

rodents as reservoirs of zoonotic viruses: Are bats special? Proc. R. Soc. B-Biol. Sci. 2013, 280, 

doi:10.1098/rspb.2012.2753. 

125. Newman, S.H.; Field, H.E.; Jong, C.E.D.; Epstein, J.H. Investigating the Role of Bats in 

Emerging Zoonoses: Balancing Ecology, Conservcation and Public Health Interests; Food and 

Agriculture Organisation of the United Nations: Rome, Italy, 2011; Volume 12. 

126. Smith, C.S.; De Jong, C.; Field, H. Sampling small quantities of blood from microbats.  

Acta Chiropterol. 2010, 12, 255–258. 

127. Baker, M.L.; Schountz, T.; Wang, L.F. Antiviral Immune Responses of Bats: A Review. 

Zoonoses Public Health 2013, 60, 104–116. 

128. Bossart, K.N.; McEachern, J.A.; Hickey, A.C.; Choudhry, V.; Dimitrov, D.S.; Eaton, B.T.; 

Wang, L.F. Neutralization assays for differential henipavirus serology using Bio-Plex protein 

array systems. J. Virol. Methods 2007, 142, 29–40. 



Viruses 2014, 6 1787 

 

 

129. Wright, E.; Hayman, D.T.; Vaughan, A.; Temperton, N.J.; Wood, J.L.; Cunningham, A.A.;  

Suu-Ire, R.; Weiss, R.A.; Fooks, A.R. Virus neutralising activity of African fruit bat (Eidolon 

helvum) sera against emerging lyssaviruses. Virology 2010, 408, 183–189. 

130. Baker, K.S.; Suu-Ire, R.; Barr, J.; Hayman, D.T.; Broder, C.C.; Horton, D.L.; Durrant, C.; 

Murcia, P.R.; Cunningham, A.A.; Wood, J.L. Viral antibody dynamics in a chiropteran host.  

J. Anim. Ecol. 2013, doi:10.1111/1365-2656.12153. 

131. Peel, A.J.; McKinley, T.J.; Baker, K.S.; Barr, J.A.; Crameri, G.; Hayman, D.T.; Feng, Y.R.; 

Broder, C.C.; Wang, L.F.; Cunningham, A.A.; et al. Use of cross-reactive serological assays for 

detecting novel pathogens in wildlife: Assessing an appropriate cutoff for henipavirus assays in 

African bats. J. Virol. Methods 2013, 193, 295–303. 

132. Zhang, G.; Cowled, C.; Shi, Z.; Huang, Z.; Bishop-Lilly, K.A.; Fang, X.; Wynne, J.W.;  

Xiong, Z.; Baker, M.L.; Zhao, W.; et al. Comparative analysis of bat genomes provides insight 

into the evolution of flight and immunity. Science 2013, 339, 456–460. 

133. Katzourakis, A.; Gifford, R.J. Endogenous Viral Elements in Animal Genomes. PLoS Genet. 

2010, 6, e1001191. 

134. Belyi, V.A.; Levine, A.J.; Skalka, A.M. Unexpected Inheritance: Multiple Integrations of 

Ancient Bornavirus and Ebolavirus/Marburgvirus Sequences in Vertebrate Genomes.  

PLoS Pathog. 2010, 6, e1001030. 

135. Timen, A.; Koopmans, M.P.; Vossen, A.C.; van Doornum, G.J.; Gunther, S.; van den Berkmortel, F.; 

Verduin, K.M.; Dittrich, S.; Emmerich, P.; Osterhaus, A.D.; et al. Response to imported case of 

Marburg hemorrhagic fever, the Netherland. Emerg. Infect. Dis. 2009, 15, 1171–1175. 

136. W.H.O. Marburg haemorrhagic fever, Uganda. Wkly Epidemiol. Rec. 2007, 82, 297–298. 

137. W.H.O. Case of Marburg Haemorrhagic Fever Imported into the Netherlands from Uganda. 

Available online: http://www.who.int/csr/don/2008_07_10/en/ (accessed on 15 March 2014). 

138. Sohayati, A.R.; Hassan, L.; Sharifah, S.H.; Lazarus, K.; Zaini, C.M.; Epstein, J.H.;  

Shamsyul Naim, N.; Field, H.E.; Arshad, S.S.; Abdul Aziz, J.; et al. Evidence for Nipah virus 

recrudescence and serological patterns of captive Pteropus vampyrus. Epidemiol. Infect. 2011, 

139, 1570–1579. 

139. Jahrling, P.B.; Geisbert, T.W.; Jaax, N.K.; Hanes, M.A.; Ksiazek, T.G.; Peters, C.J. Experimental 

infection of cynomolgus macaques with Ebola-Reston filoviruses from the 1989–1990 U.S. 

epizootic. Arch. Virol. Suppl. 1996, 11, 115–134. 

140. Jahrling, P.B.; Geisbert, J.B.; Swearengen, J.R.; Larsen, T.; Geisbert, T.W. Ebola hemorrhagic 

fever: Evaluation of passive immunotherapy in nonhuman primates. J. Infect. Dis. 2007, 

196(Suppl. 2), S400–S403. 

141. Williamson, M.M.; Hooper, P.T.; Selleck, P.W.; Gleeson, L.J.; Daniels, P.W.; Westbury, H.A.; 

Murray, P.K. Transmission studies of Hendra virus (equine morbillivirus) in fruit bats, horses 

and cats. Aust. Vet. J. 1998, 76, 813–818. 

142. Middleton, D.J.; Westbury, H.A.; Morrissy, C.J.; van der Heide, B.M.; Russell, G.M.;  

Braun, M.A.; Hyatt, A.D. Experimental Nipah virus infection in pigs and cats. J. Comp. Pathol. 

2002, 126, 124–136. 



Viruses 2014, 6 1788 

 

 

143. Marsh, G.A.; Haining, J.; Robinson, R.; Foord, A.; Yamada, M.; Barr, J.A.; Payne, J.; White, J.; 

Yu, M.; Bingham, J.; et al. Ebola Reston Virus Infection of Pigs: Clinical Significance and 

Transmission Potential. J. Infect. Dis. 2011, 204, S804–S809. 

144. Kobinger, G.P.; Leung, A.; Neufeld, J.; Richardson, J.S.; Falzarano, D.; Smith, G.; Tierney, K.; 

Patel, A.; Weingartl, H.M. Replication, pathogenicity, shedding, and transmission of Zaire 

ebolavirus in pigs. J. Infect. Dis. 2011, 204, 200–208. 

145. Weingartl, H.M.; Embury-Hyatt, C.; Nfon, C.; Leung, A.; Smith, G.; Kobinger, G. Transmission 

of Ebola virus from pigs to non-human primates. Sci. Rep. 2012, 2, doi:10.1038/srep00811. 

146. Becquart, P.; Wauquier, N.; Mahlakoiv, T.; Nkoghe, D.; Padilla, C.; Souris, M.; Ollomo, B.; 

Gonzalez, J.P.; de Lamballerie, X.; Kazanji, M.; et al. High Prevalence of Both Humoral and 

Cellular Immunity to Zaire ebolavirus among Rural Populations in Gabon. PLoS One 2010,  

5, e9126. 

147. Chua, K.B.; Koh, C.L.; Hooi, P.S.; Wee, K.F.; Khong, J.H.; Chua, B.H.; Chan, Y.P.; Lim, M.E.; 

Lam, S.K. Isolation of Nipah virus from Malaysian Island flying-foxes. Microbes Infect./Inst. 

Pasteur 2002, 4, 145–151. 

148. Gonzalez, J.P.; Pourrut, X.; Leroy, E. Ebolavirus and other filoviruses. Curr. Top. Microbiol. 

Immunol. 2007, 315, 363–387. 

149. Fogarty, R.; Halpin, K.; Hyatt, A.D.; Daszak, P.; Mungall, B.A. Henipavirus susceptibility to 

environmental variables. Virus Res. 2008, 132, 140–144. 

150. Lekone, P.E.; Finkenstadt, B.F. Statistical inference in a stochastic epidemic SEIR model with 

control intervention: Ebola as a case study. Biometrics 2006, 62, 1170–1177. 

151. Legrand, J.; Grais, R.F.; Boelle, P.Y.; Valleron, A.J.; Flahault, A. Understanding the dynamics of 

Ebola epidemics. Epidemiol. Infect. 2007, 135, 610–621. 

152. Chowell, G.; Hengartner, N.W.; Castillo-Chavez, C.; Fenimore, P.W.; Hyman, J.M. The basic 

reproductive number of Ebola and the effects of public health measures: The cases of Congo and 

Uganda. J. Theor. Biol. 2004, 229, 119–126. 

© 2014 by the authors; licensee MDPI, Basel, Switzerland. This article is an open access article 

distributed under the terms and conditions of the Creative Commons Attribution license 

(http://creativecommons.org/licenses/by/3.0/). 



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /CMYK
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e9ad88d2891cf76845370524d53705237300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc9ad854c18cea76845370524d5370523786557406300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV (Za stvaranje Adobe PDF dokumenata najpogodnijih za visokokvalitetni ispis prije tiskanja koristite ove postavke.  Stvoreni PDF dokumenti mogu se otvoriti Acrobat i Adobe Reader 5.0 i kasnijim verzijama.)
    /HUN <>
    /ITA <>
    /JPN <FEFF9ad854c18cea306a30d730ea30d730ec30b951fa529b7528002000410064006f0062006500200050004400460020658766f8306e4f5c6210306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103055308c305f0020005000440046002030d530a130a430eb306f3001004100630072006f0062006100740020304a30883073002000410064006f00620065002000520065006100640065007200200035002e003000204ee5964d3067958b304f30533068304c3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020ace0d488c9c80020c2dcd5d80020c778c1c4c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die zijn geoptimaliseerd voor prepress-afdrukken van hoge kwaliteit. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents best suited for high-quality prepress printing.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /ConvertToCMYK
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


