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ABSTRACT Mobile elements—plasmids and phages—are important components of

microbial function and evolution via traits that they encode and their capacity to

shuttle genetic material between species. We here report the unusually rich array of

mobile elements within the genome of Arsenophonus nasoniae, the son-killer symbi-

ont of the parasitic wasp Nasonia vitripennis. This microbe’s genome has the highest

prophage complement reported to date, with over 50 genomic regions that repre-

sent either intact or degraded phage material. Moreover, the genome is predicted to

include 17 extrachromosomal genetic elements, which carry many genes predicted

to be important at the microbe-host interface, derived from a diverse assemblage of

insect-associated gammaproteobacteria. In our system, this diversity was previously

masked by repetitive mobile elements that broke the assembly derived from short

reads. These findings suggest that other complex bacterial genomes will be revealed

in the era of long-read sequencing.

IMPORTANCE The biology of many bacteria is critically dependent on genes carried

on plasmid and phage mobile elements. These elements shuttle between microbial

species, thus providing an important source of biological innovation across taxa. It

has recently been recognized that mobile elements are also important in symbiotic

bacteria, which form long-lasting interactions with their host. In this study, we report

a bacterial symbiont genome that carries a highly complex array of these elements.

Arsenophonus nasoniae is the son-killer microbe of the parasitic wasp Nasonia vitrip-

ennis and exists with the wasp throughout its life cycle. We completed its genome

with the aid of recently developed long-read technology. This assembly contained

over 50 chromosomal regions of phage origin and 17 extrachromosomal elements

within the genome, encoding many important traits at the host-microbe interface.

Thus, the biology of this symbiont is enabled by a complex array of mobile ele-

ments.

KEYWORDS bacteriophage evolution, endosymbionts, genomics, plasmids

Phages and plasmids play important roles in the ecology and evolution of bacteria

(1). Both types of elements have the capacity to promote the lateral transfer of

traits. Temperate phages commonly carry genes that encode phenotypes of benefit to

bacterial survival, including key determinants of the ability to thrive in association with

hosts (2–4). Plasmids are also key determinants of phenotype, most importantly acting

as shuttles for antibiotic resistance (5). Plasmids also carry a range of traits important for

association with hosts. For instance, both essential amino acid synthesis in the aphid
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symbiont Buchnera and the reproductive parasitic phenotype of male-killing Spiro-

plasma in Drosophila melanogaster are encoded on plasmids (6–7).

Recent advances in long-read sequencing technologies (read lengths of �20 kb)

allow closure of prophage-rich bacterial genomes whose repetitive nature prevented

them from being completed with previous technologies. Our own attempts to com-

plete the genome of Arsenophonus nasoniae, the male-killing endosymbiont of Nasonia

and other chalcid wasps (8), represents an instructive case study. This wasp species

parasitizes filth fly (calliphorid) pupae. Arsenophonus nasoniae passes from a female into

the fly pupa on wasp oviposition, from where it infects larvae through feeding,

ultimately establishing as an extracellular infection in the wasp ovipositor (9). The

microbe kills male hosts as embryos and may also exhibit pathological relationship in

diapausing (overwintering) wasp larvae.

Our first attempt to sequence this genome used standard and paired-end libraries

with 454 sequencing, resulting in a fragmented assembly with 665 contigs (143

scaffolds and 261 sequencing gaps) (10). We have since used Illumina, PacBio, and,

lately, Oxford Nanopore reads to produce an improved reference genome assembly for

A. nasoniae (strain FIN). Hybrid assembly using PacBio (15- to 20-kb-size-selected library,

�4-kb median read length, �12� coverage) and Nanopore long reads (�10-kb median

read length, 252-kb maximum read length, 9,631 reads of �20 kb, �169� coverage)

with subsequent Illumina polishing resulted in a closed circular genome (for details of

strain isolation and sequencing methods, see https://doi.org/10.6084/m9.figshare

.11842425).

This closed genome revealed a 3.9-Mb main chromosome with abundant phage-

derived chromosomal islands (Fig. 1). PHASTER (11) estimates the presence of 27

phage-derived regions, of which 18 are classed as complete and may represent intact

prophage, 3 are classed as unsure, and 6 are classed as incomplete and probable relics.

The sizes of these chromosomal phage-derived regions range between 4.3 and 101.7

kbp (Fig. 1; see also https://doi.org/10.6084/m9.figshare.11845134). This density of

phage-derived elements (6.9/Mb) is almost double that of Lactococcus lactis subsp.

cremoris MG1363, the most prophage-rich genome recorded in previous systematic

analyses (12). Of the 27 phage-derived elements inferred in the assembly, 26 are

confirmed through individual reads that cover both flanking regions. All were con-

firmed through tiled long reads with unique overlapping sequences (Fig. 1).

Phage-derived elements classed as potentially complete prophage by PHASTER were

examined in more detail (https://doi.org/10.6084/m9.figshare.11845182). Flanking attach-

ment sites were observed in all cases. However, these putative prophage elements

varied in their ranges of core phage functions identified through homology. Two of 18

putative prophage elements lacked genes predicted to function in lysis, 4 lacked

predicted packaging genes, and 3 lacked structural genes. From these data, we

conclude either (i) that some of these elements are not autonomous (excision would

require complementation by other phage-derived elements) or (ii) that the missing

components are novel and within the unannotated portion of the putative prophage

element.

Synteny mapping using Sibelia (13) shows that the phage-derived regions within the A.

nasoniae main chromosome are not identical but do share many repetitive elements

(Fig. 1). This mosaicism of repetitive sequences breaks the assembly when the read length

is insufficient to fully span the repetitive region(s) in any given phage-derived region, and

these elements are the primary cause of assembly breakage in previous sequencing efforts,

with break points commonly occurring in phage-derived regions.

The assembly also predicted a complex complement of extrachromosomal DNA,

with at least 17 extrachromosomal DNA elements (15 circular, 1 linear, 1 unclear)

(Fig. 2). Patterns of coverage (https://doi.org/10.6084/m9.figshare.11845263), combina-

tions of long-read pairs that overlap and form a circle, and the presence of open

reading frames (ORFs) predicted to function in plasmid maintenance (retention systems

and/or replication initiation proteins) support their status as plasmids (https://doi.org/

10.6084/m9.figshare.11845197 and https://doi.org/10.6084/m9.figshare.11845305). The
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predicted plasmid diversity exceeds the 11 recorded in Marinovum algicola, which the

authors considered “unprecedented for proteobacteria” (14). Outside of the proteobac-

teria, a similar number of extrachromosomal elements (up to 21) was found in Borrelia

burgdorferi (15). This parasitic spirochete, like A. nasoniae (7), has two different host

species in its life cycle (15). There are 1,426 predicted genes on the plasmids, of which

320 code for accessory genes and 419 are annotated as hypothetical (https://doi.org/

10.6084/m9.figshare.11857836). ORFs present are predicted to encode diverse func-

tions, including the capacity to induce apoptosis in host cells, toxin elements and

FIG 1 Prophage-rich content of A. nasoniae strain FIN’13’s main chromosome. Inwards, the first circle represents the complete and closed chromosome

generated from the hybrid assembly of the Nanopore, PacBio, and Illumina data. The different colors depict intact (green), questionable (blue), and incomplete

(red) phage elements, as estimated by PHASTER, while black bars represent the seven rRNA operons. The second circle depicts the transposable elements

identified in the A. nasoniae genome. The third circle shows uniquely mapped long Nanopore reads spanning the prophage regions. Only the top five largest

reads spanning each region are shown. The fourth circle shows the corresponding assembly using only the Illumina data. The innermost circle represents

patterns of GC skew. Colored ribbons in the interior connect the different synteny blocks (�5 kb). The scale is in kilobase pairs.

Hypercomplex Genome of a Reproductive Manipulator ®

March/April 2020 Volume 11 Issue 2 e02590-19 mbio.asm.org 3

https://doi.org/10.6084/m9.figshare.11857836
https://doi.org/10.6084/m9.figshare.11857836
https://mbio.asm.org


transporters, type III secreted effectors that manipulate eukaryotic cell physiology, and

proteins that allow microbes to adhere to and invade eukaryotic cells.

The extrachromosomal DNA is predicted to harbor 28 further phage-derived ele-

ments (PHASTER, 11 complete, 5 unsure, and 12 incomplete). Four of the extrachro-

mosomal elements consisted entirely of circularized prophage DNA (https://doi.org/10

.6084/m9.figshare.11845305) and were classified as plasmids on the basis of their

Rep-encoding genes or addiction systems. Synteny mapping indicates that extrachro-

mosomal elements share many repetitive elements with each other, and these regions

are primarily of phage origin (Fig. 2). In contrast, only one 5-kb window from the

FIG 2 Plasmid maps of A. nasoniae in linearized form. Predicted intact, questionable, and incomplete prophage elements are shown in green, blue, and red,

respectively. Colored ribbons connect the different synteny blocks (�5 kb). The assignation O indicates that the element is predicted to be circular. The scale

is in kilobase pairs.
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extrachromosomal genome compartment was observed to show sequence similarity to

the main chromosome (with a threshold of 90% of the nucleotide sequence) (https://

doi.org/10.6084/m9.figshare.11857794).

Arsenophonus nasoniae represents the most-prophage-rich genome documented to

date. With 55 predicted phage-derived regions in total, 27% of the main chromosome

and 43% of the total genome are phage derived. Phage-derived regions on the main

chromosome are predicted to encode 1,490 protein sequences. Of the genes, around

250 are not associated with core phage functions, and an additional 491 genes were

annotated as encoding hypothetical proteins that lack domains recognized by

Pfam. ORFs present are predicted to encode diverse functions, including the

capacity to induce apoptosis in host cells, toxin elements and transporters, type III

secreted effectors that manipulate eukaryotic cell physiology, and proteins that

allow microbes to adhere to and invade eukaryotic cells (https://doi.org/10.6084/m9

.figshare.11857836). However, they do not contain ORFs of obvious eukaryotic origin, as

typified in the eukaryote association modules of Wolbachia phage (16).

The ORFs present in phage-derived regions highlight the potentially rich capacity for

phages to drive lateral transfer of important genes between bacterial lineages. Previous

work indicated shared phage-derived elements between Arsenophonus spp. and the

aphid symbiont Hamiltonella defensa (17). We examined likely sources of the phage-

derived elements of Arsenophonus nasoniae using Krona charts, examining the closest

allied matches to ORFs within phage-derived regions (https://doi.org/10.6084/m9

.figshare.11857860). Of the genes in A. nasoniae phage-derived regions, the best

matches were in the genus Arsenophonus, other closely related genera, and other

insect-associated gammaproteobacteria. In contrast, with regard to the genes not

present within the predicted phage-derived regions, the best matches were most

commonly to genes in the Arsenophonus symbiont from Nilaparvata lugens.

We complemented this approach with phylogenetic analysis of three prophage-

encoded proteins: portal protein, lysozyme, and capsid protein (https://doi.org/10

.6084/m9.figshare.11857869). Predicted capsid proteins and predicted phage portal

proteins from A. nasoniae prophage-derived elements were most closely related to the

respective gene in prophage elements from Xenorhabdus, Proteus, Providencia, and

Morganella, genera closely related to Arsenophonus. In contrast, predicted lysozyme

proteins from A. nasoniae prophage-derived regions had a distinct pattern, with most

closely related genes being from other Arsenophonus strains, and this cluster then allied

to ones derived from prophages in the aphid symbiont Regiella insecticola.

Overall, there is no consistent pattern supporting direct lateral transfer of an intact

phage element from any currently sampled taxon. Rather, the elements observed are

chimeric, predominantly with nearest matches from closely allied genera, but with

some components deriving from more distantly related insect-associated gammapro-

teobacteria. Past work examining phage transfer in Wolbachia has emphasized the

importance of coinfection as an arena for transfer (18). As a gammaproteobacterium

that exists both as an endosymbiont and external to hosts, Arsenophonus likely en-

counters a broad range of microbes, and this establishes opportunities for lateral

transfer. Arsenophonus nasoniae, for instance, exists alongside both Proteus and Provi-

dencia within the Nasonia gut (19).

Phage transfers have occurred despite the presence of a type I CRISPR-Cas system

in the A. nasoniae genome. The main chromosome of A. nasoniae carries a CRISPR-Cas

system most similar in organization to that found in Yersinia pseudotuberculosis (type

I-F) (https://doi.org/10.6084/m9.figshare.11857887). A notable difference is that in A.

nasoniae, the cas2-cas3 fusion gene, a typical characteristic of the type I-F CRISPR-Cas

system (20), is interrupted by a degenerated insertion element of the IS91 family and

by a small gene predicted to encode a hypothetical protein. Diverse spacer elements

are found adjacent to the CRISPR-Cas cluster. Eight of the 11 spacers show homology

to either prophage or plasmid sequences found in the A. nasoniae genome; the other

three are of unknown origin and potentially evidence elements that were historically

present. It is possible that the CRISPR system suppresses prophage reactivation in A.
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nasoniae, as observed in other systems (21). It is currently unclear if the intact prophage

elements retain the capacity to establish a lytic cycle.

This genome was challenging to assemble because of its structural complexity. It is

notable that many of the reported closed bacterial chromosomes with high predicted

prophage content were obtained using methods developed prior to next-generation

sequencing (NGS), in which cosmid- or fosmid-based scaffolding processes are em-

ployed (https://doi.org/10.6084/m9.figshare.11857893). These long-range scaffolding

tools make assemblies relatively robust for long repetitive elements, such as prophages.

Conversely, closed bacterial chromosomes completed using short-read sequencing

methods tend not to contain large numbers of phage-derived elements. Short-read

sequencing methods may have thus led to an underrepresentation of closed bacterial

genomes with complex architectures. Because the causes of assembly failure (repetitive

elements like phages [22]) are biologically important, these broken assemblies obscure

important properties. A full understanding of the role of prophages in the genome

evolution of bacteria will require more widespread application of long-read sequenc-

ing. Without this approach, we will continue to underestimate the complexity and

diversity of host-associated microbes.

Data availability. Raw sequences have been submitted to the NCBI SRA under

accession numbers SRR8797496, SRR8797497, and SRR8797498 for PacBio, Illumina,

and Nanopore data, respectively. Data can be found under BioProject number

PRJNA529362. Supplementary material may be downloaded from https://doi.org/10

.6084/m9.figshare.c.4853367.v1.

ACKNOWLEDGMENTS

We thank Esa Lehikoinen, for collecting and providing spent birds’ nests, from which

Nasonia and the A. nasoniae isolates were obtained. We also thank Steve Paterson for

commenting on the manuscript and Seth Bordenstein and an anonymous reviewer for

constructive critiques.

Genome sequencing was provided in part by MicrobesNG (http://www

.microbesng.uk), which is supported by the BBSRC (grant BB/L024209/1). This project

has received funding from the European Union’s Horizon 2020 research and innovation

program under Marie Skłodowska-Curie grant agreements 704382 and 708232 (to C.L.F.

and P.N.-J., respectively), as well as funding from the NERC (grant NE/101067X/1 to

G.D.D.H., M.A.B., and K.C.K.).

This project was conceived by G.D.D.H., M.A.B., A.C.D., and K.C.K. Microbial isolation,

culture, DNA isolation, and sequencing were performed by C.L.F., S.S., P.N.-J., and K.C.K.

Genome assembly and analysis were performed by C.L.F., S.S., A.C.D., and G.D.D.H. The

paper was written by C.L.F., S.S., and G.D.D.H., with comments from P.N.-J., M.A.B., K.C.K.,

and A.C.D. All authors approved the final draft of the manuscript and can confirm that

there are no potential conflicts of interest arising from this paper.

REFERENCES

1. Hall JPJ, Brockhurst MA, Harrison E. 2017. Sampling the mobile gene

pool: innovation via horizontal gene transfer in bacteria. Philos Trans R

Soc Lond B Biol Sci 372:20160424. https://doi.org/10.1098/rstb.2016

.0424.

2. Davies EV, Winstanley C, Fothergill JL, James CE. 2016. The role of

temperate bacteriophages in bacterial infection. FEMS Microbiol Lett

363:fnw015. https://doi.org/10.1093/femsle/fnw015.

3. LePage DP, Metcalf JA, Bordenstein SR, On J, Perlmutter JI, Shropshire

JD, Layton EM, Funkhouser-Jones LJ, Beckmann JF, Bordenstein SR. 2017.

Prophage WO genes recapitulate and enhance Wolbachia-induced cy-

toplasmic incompatibility. Nature 543:243–247. https://doi.org/10.1038/

nature21391.

4. Weldon SR, Strand MR, Oliver KM. 2013. Phage loss and the breakdown

of a defensive symbiosis in aphids. Proc Biol Sci 280:20122103. https://

doi.org/10.1098/rspb.2012.2103.

5. San Millan A. 2018. Evolution of plasmid-mediated antibiotic resistance

in the clinical context. Trends Microbiol 26:978–985. https://doi.org/10

.1016/j.tim.2018.06.007.

6. Harumoto T, Lemaitre B. 2018. Male-killing toxin in a bacterial symbiont

of Drosophila. Nature 557:252–255. https://doi.org/10.1038/s41586-018

-0086-2.

7. Wernegreen JJ, Moran NA. 2001. Vertical transmission of biosynthetic

plasmids in aphid endosymbionts (Buchnera). J Bacteriol 183:785–790.

https://doi.org/10.1128/JB.183.2.785-790.2001.

8. Gherna RL, Werren JH, Weisburg W, Cote R, Woese CR, Mandelco L,

Brenner DJ. 1991. Arsenophonus nasoniae gen. nov., sp. nov., the caus-

ative agent of the son-killer trait in the parasitic wasp Nasonia vitripen-

nis. Int J Syst Evol Microbiol 41:563–565. https://doi.org/10.1099/

00207713-41-4-563.

9. Nadal�Jimenez P, Griffin JS, Davies L, Frost CL, Marcello M, Hurst G. 2019.

Genetic manipulation allows in vivo tracking of the life cycle of the

son-killer symbiont, Arsenophonus nasoniae, and reveals patterns of

Frost et al. ®

March/April 2020 Volume 11 Issue 2 e02590-19 mbio.asm.org 6

https://doi.org/10.6084/m9.figshare.11857893
https://www.ncbi.nlm.nih.gov/sra/SRR8797496
https://www.ncbi.nlm.nih.gov/sra/SRR8797497
https://www.ncbi.nlm.nih.gov/sra/SRR8797498
https://www.ncbi.nlm.nih.gov/bioproject/?term=PRJNA529362
https://doi.org/10.6084/m9.figshare.c.4853367.v1
https://doi.org/10.6084/m9.figshare.c.4853367.v1
http://www.microbesng.uk
http://www.microbesng.uk
https://doi.org/10.1098/rstb.2016.0424
https://doi.org/10.1098/rstb.2016.0424
https://doi.org/10.1093/femsle/fnw015
https://doi.org/10.1038/nature21391
https://doi.org/10.1038/nature21391
https://doi.org/10.1098/rspb.2012.2103
https://doi.org/10.1098/rspb.2012.2103
https://doi.org/10.1016/j.tim.2018.06.007
https://doi.org/10.1016/j.tim.2018.06.007
https://doi.org/10.1038/s41586-018-0086-2
https://doi.org/10.1038/s41586-018-0086-2
https://doi.org/10.1128/JB.183.2.785-790.2001
https://doi.org/10.1099/00207713-41-4-563
https://doi.org/10.1099/00207713-41-4-563
https://mbio.asm.org


host invasion, tropism and pathology. Environ Microbiol 21:3172–3182.

https://doi.org/10.1111/1462-2920.14724.

10. Darby AC, Choi J-H, Wilkes T, Hughes MA, Werren JH, Hurst GDD,

Colbourne JK. 2010. Characteristics of the genome of Arsenophonus

nasoniae, son-killer bacterium of the wasp Nasonia. Insect Mol Biol

19:75–89. https://doi.org/10.1111/j.1365-2583.2009.00950.x.

11. Arndt D, Grant JR, Marcu A, Sajed T, Pon A, Liang Y, Wishart DS. 2016.

PHASTER: a better, faster version of the PHAST phage search tool.

Nucleic Acids Res 44:W16–W21. https://doi.org/10.1093/nar/gkw387.

12. Touchon M, Bernheim A, Rocha EP. 2016. Genetic and life-history traits

associated with the distribution of prophages in bacteria. ISME J 10:

2744–2754. https://doi.org/10.1038/ismej.2016.47.

13. Minkin I, Patel A, Kolmogorov M, Vyahhi N, Pham S. 2013. Sibelia: a

scalable and comprehensive synteny block generation tool for closely

related microbial genomes, p 215–229. In Darling A, Stoye J (ed), Algo-

rithms in bioinformatics. Springer, Berlin, Germany.

14. Frank O, Göker M, Pradella S, Petersen J. 2015. Ocean’s twelve: flagellar

and biofilm chromids in the multipartite genome of Marinovum algicola

DG898 exemplify functional compartmentalization. Environ Microbiol

17:4019–4034. https://doi.org/10.1111/1462-2920.12947.

15. Casjens SR, Mongodin EF, Qiu W-G, Luft BJ, Schutzer SE, Gilcrease EB,

Huang WM, Vujadinovic M, Aron JK, Vargas LC, Freeman S, Radune D,

Weidman JF, Dimitrov GI, Khouri HM, Sosa JE, Halpin RA, Dunn JJ, Fraser

CM. 2012. Genome stability of Lyme disease spirochetes: comparative

genomics of Borrelia burgdorferi plasmids. PLoS One 7:e33280. https://

doi.org/10.1371/journal.pone.0033280.

16. Bordenstein SR, Bordenstein SR. 2016. Eukaryotic association module in

phage WO genomes from Wolbachia. Nat Commun 7:e13155. https://

doi.org/10.1038/ncomms13155.

17. Duron O. 2014. Arsenophonus insect symbionts are commonly in-

fected with APSE, a bacteriophage involved in protective symbiosis.

FEMS Microbiol Ecol 90:184–194. https://doi.org/10.1111/1574-6941

.12381.

18. Kent BN, Salichos L, Gibbons JG, Rokas A, Newton IL, Clark ME, Borden-

stein SR. 2011. Complete bacteriophage transfer in a bacterial endosym-

biont (Wolbachia) determined by targeted genome capture. Genome

Biol Evol 3:209–218. https://doi.org/10.1093/gbe/evr007.

19. Brucker RM, Bordenstein SR. 2013. The hologenomic basis of speciation:

gut bacteria cause hybrid lethality in the genus Nasonia. Science 341:

667–669. https://doi.org/10.1126/science.1240659.

20. Koonin EV, Makarova KS, Zhang F. 2017. Diversity, classification and

evolution of CRISPR-Cas systems. Curr Opin Microbiol 37:67–78. https://

doi.org/10.1016/j.mib.2017.05.008.

21. Edgar R, Qimron U. 2010. The Escherichia coli CRISPR system protects

from � lysogenization, lysogens, and prophage induction. J Bacteriol

192:6291–6294. https://doi.org/10.1128/JB.00644-10.

22. Schmid M, Frei D, Patrignani A, Schlapbach R, Frey JE, Remus-

Emsermann MNP, Ahrens CH. 2018. Pushing the limits of de novo

genome assembly for complex prokaryotic genomes harboring very

long, near identical repeats. Nucleic Acids Res 46:8953–8965. https://doi

.org/10.1093/nar/gky726.

Hypercomplex Genome of a Reproductive Manipulator ®

March/April 2020 Volume 11 Issue 2 e02590-19 mbio.asm.org 7

https://doi.org/10.1111/1462-2920.14724
https://doi.org/10.1111/j.1365-2583.2009.00950.x
https://doi.org/10.1093/nar/gkw387
https://doi.org/10.1038/ismej.2016.47
https://doi.org/10.1111/1462-2920.12947
https://doi.org/10.1371/journal.pone.0033280
https://doi.org/10.1371/journal.pone.0033280
https://doi.org/10.1038/ncomms13155
https://doi.org/10.1038/ncomms13155
https://doi.org/10.1111/1574-6941.12381
https://doi.org/10.1111/1574-6941.12381
https://doi.org/10.1093/gbe/evr007
https://doi.org/10.1126/science.1240659
https://doi.org/10.1016/j.mib.2017.05.008
https://doi.org/10.1016/j.mib.2017.05.008
https://doi.org/10.1128/JB.00644-10
https://doi.org/10.1093/nar/gky726
https://doi.org/10.1093/nar/gky726
https://mbio.asm.org

	Data availability. 
	ACKNOWLEDGMENTS
	REFERENCES

