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Pervasive epigenetic effects of Drosophila
euchromatic transposable elements
impact their evolution
Yuh Chwen G Lee1,2*, Gary H Karpen1,2*

1Division of Biological Systems and Engineering, Lawrence Berkeley National
Laboratory, Berkeley, United States; 2Department of Molecular and Cell Biology,
University of California Berkeley, Berkeley, United States

Abstract Transposable elements (TEs) are widespread genomic parasites, and their evolution

has remained a critical question in evolutionary genomics. Here, we study the relatively unexplored

epigenetic impacts of TEs and provide the first genome-wide quantification of such effects in D.

melanogaster and D. simulans. Surprisingly, the spread of repressive epigenetic marks (histone

H3K9me2) to nearby DNA occurs at >50% of euchromatic TEs, and can extend up to 20 kb. This

results in differential epigenetic states of genic alleles and, in turn, selection against TEs.

Interestingly, the lower TE content in D. simulans compared to D. melanogaster correlates with

stronger epigenetic effects of TEs and higher levels of host genetic factors known to promote

epigenetic silencing. Our study demonstrates that the epigenetic effects of euchromatic TEs, and

host genetic factors modulating such effects, play a critical role in the evolution of TEs both within

and between species.

DOI: 10.7554/eLife.25762.001

Introduction
Transposable elements (TEs) are genetic elements that can copy and transpose themselves into new

genomic locations. Even though there are incidental reports of potentially adaptive TEs

(Daborn et al., 2002; Schlenke and Begun, 2004; Aminetzach et al., 2005; González et al., 2008;

Schmidt et al., 2010; Mateo et al., 2014; Hof et al., 2016), they generally lower host fitness

(Mackay, 1989; Pasyukova et al., 2004) and are widely recognized as ‘genomic parasites’. Despite

the deleterious fitness consequences of TEs, they comprise appreciable and highly variable propor-

tions of euchromatic genomes in all eukaryotes surveyed (Biémont, 2010; Elliott and Gregory,

2015; Chalopin et al., 2015). However, fundamental questions remain about the mechanisms that

restrict the selfish increases in TE copy number and contribute to the wide variation of TEs within

and between species.

Theoretical analyses predict that, in an outbreeding and meiotically recombining host population,

copy number of TEs can be contained (i.e. reach an equilibrium) if the increase in copy number

through transposition is counterbalanced by the removal of TEs (Charlesworth and Charlesworth,

1983; Langley et al., 1983). One possible mechanism for the containment of TEs is to regulate the

transposition rate to equal the removal rate. Small RNAs in Drosophila, mammals, and plants are

enriched for TE sequences and regulate the transposition of TEs in host germlines (Girard et al.,

2006; Gunawardane et al., 2007; Brennecke et al., 2007; Aravin et al., 2007; Slotkin et al.,

2009). These small RNAs guide the Ago and/or Piwi subfamilies of Argonaute proteins (reviewed in

[Hutvagner and Simard, 2008]) to TE transcripts with complementary sequences, resulting in post-

transcriptional silencing (reviewed in [Klattenhoff and Theurkauf, 2008; Girard and Hannon, 2008;

Senti and Brennecke, 2010]). In addition, TEs can be transcriptionally silenced through small-RNA
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guided enrichment of repressive epigenetic marks, which include DNA modifications (such as meth-

ylation) and post-translational histone modifications (such as di- and tri-methylation of H3 lysine 9

(H3K9me2/3), [Klenov et al., 2007; Aravin et al., 2008; Sienski et al., 2012; Le Thomas et al.,

2013]). Both post-transcriptional and transcriptional silencing mechanisms reduce the RNA and pro-

tein output from TEs, and accordingly lower TE transposition rate. However, despite the presence of

small-RNA regulation, measured transposition rates of TEs are significantly higher than excision rates

(reviewed in [Charlesworth and Langley, 1989]). Furthermore, euchromatic TE insertions in multiple

outbreeding species have low population frequencies (Charlesworth and Langley, 1989;

Dolgin et al., 2008; Lockton et al., 2008; González et al., 2008; Lockton and Gaut, 2010;

Cridland et al., 2013; Kofler et al., 2015), and a reduction in transposition rate alone is unlikely to

explain such observations.

Alternatively, selection against the deleterious effects of TEs has been theoretically proposed and

empirically supported as a major force that removes TE insertions from host populations and shapes

the population dynamics of TEs (reviewed in [Charlesworth and Langley, 1989; Lee and Langley

2010; Barrón et al., 2014]). It is well-established that TEs can be deleterious through their genetic

effects, such as inserting into and disrupting genes and other functional elements (Cooley et al.,

1988; Finnegan, 1992), acting as ectopic regulatory elements (Feschotte, 2008), and mediating

ectopic recombination that results in detrimental chromosomal rearrangements (Langley et al.,

1988; Montgomery et al., 1991; Petrov et al., 2003; Mieczkowski et al., 2006). On the other

hand, TE insertions can also influence the epigenetic states of adjacent functional sequences, inter-

fering with gene regulation (‘epigenetic effects’; reviewed in [Slotkin and Martienssen, 2007]). A

genome-wide study in A. thaliana first established the associations between DNA methylation of TEs

and lower transcript levels of adjacent genes (Hollister and Gaut, 2009). Later studies identified TEs

eLife digest The DNA inside an organism encodes all the instructions needed for the organism

to develop and work properly. Organisms carefully organize and maintain their DNA (collectively

known as the genome) so that the genetic information remains intact and the cell can understand

the instructions. However, there are some pieces of DNA that are capable of moving around the

genome. For example, pieces known as transposable elements can make new copies of themselves

and jump into new locations in the genome. Most transposons do not appear to have any important

roles, and in fact they are usually harmful to organisms. Despite this, transposons are present in the

genomes of almost all species. The number of transposons in a genome varies greatly between

individuals and species, but it is not clear why this is the case.

Organisms have evolved ways to limit the damage caused by transposons. For example, many

cells package regions of DNA containing transposons into a tightly packed structure known as

heterochromatin. However, this type of DNA packaging sometimes spreads to neighboring sections

of DNA. This is a problem because cells are not usually able to read the information contained

within heterochromatin. This means that transposons can prevent some instructions from being

produced when they should be. Lee and Karpen used fruit flies to investigate to what extent

transposons harm organisms by changing the way DNA is packaged, and whether this influences

how transposons evolve.

The experiments show that that more than half of the transposons in fruit flies cause neighboring

sections of DNA to be packaged into heterochromatin. This can negatively impact up to 20% of

genes in the genome. As a result, transposons that have harmful effects on DNA packaging are

more likely to be lost from the fly population during evolution than transposons that do not have

harmful effects. Fruit fly species containing transposons that tend to package more neighboring

sections of DNA into heterochromatin generally have fewer transposons than genomes containing

less harmful transposons.

The findings of Lee and Karpen provide new insight as to why the numbers of transposons vary

among organisms. The next challenge is to find out whether transposons that alter how DNA is

packaged are also common in primates and other animals.

DOI: 10.7554/eLife.25762.002
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as a major cause for DNA methylation-enriched regions in the A. thaliana genome (Ahmed et al.,

2011; Schmitz et al., 2013; Dubin et al., 2015; Quadrana et al., 2016; Kawakatsu et al., 2016;

Stuart et al., 2016), and several demonstrated that this association results from spreading of DNA

methylation from epigenetically silenced TEs (Ahmed et al., 2011; Quadrana et al., 2016;

Stuart et al., 2016). Associations between TEs and enrichment of repressive epigenetic marks were

also documented in mouse cell lines (Rebollo et al., 2012) and maize (Eichten et al., 2012;

West et al., 2014). However, only (Hollister and Gaut, 2009) explored the influences of these TE-

induced enrichment of repressive epigenetic marks on the evolutionary dynamics of TEs.

In Drosophila, TE-induced enrichment of repressive epigenetic marks at functional elements in

euchromatin was first solidly supported by comparing the epigenetic states of reporter genes in con-

structs with and without adjacent TEs (Sentmanat and Elgin, 2012). The same study also found that

epigenetic effects of TEs depend on small-RNA targeting, and thus on host-directed transcriptional

silencing of TEs. This spreading of repressive epigenetic marks from epigenetically silenced euchro-

matic TEs is reminiscent of the well-studied position-effect variegation (PEV), in which repressive epi-

genetic marks from pericentromeric or subtelomeric heterochromatin spread to juxtaposed

euchromatic genes and cause stochastic gene silencing ([Gowen and Gay, 1934], reviewed in

[Girton and Johansen, 2008; Elgin and Reuter, 2013]). The extent of PEV is influenced by several

genetic factors, including the amount of heterochromatic DNA in a genome (reviewed in

[Girton and Johansen, 2008]) and heterochromatic enzymatic and structural proteins whose hypo-

morphic or null mutations enhance or suppress PEV (known as E(var)s and Su(var)s respectively,

[Elgin and Reuter, 2013; Swenson et al., 2016]). Likewise, the epigenetic effects of TEs on an adja-

cent reporter genes were observed to be contingent on the expression of two Su(var) genes

(Sentmanat and Elgin, 2012).

Previously, we used D. melanogaster modEncode epigenomic data (Nègre et al., 2011) and

demonstrated that histone H3K9me3, a key repressive epigenetic mark, is enriched around euchro-

matic TEs (Lee 2015). Importantly, TEs adjacent to genes that are highly enriched with H3K9me3

are more strongly selected against, supporting an important role for TE’s epigenetic effects in its

own population dynamics (Hollister and Gaut, 2009; Lee and Langley 2010). Yet, several critical

questions remain. For example, our previous study was based on the reference D. melanogaster

strain (Adams et al., 2000), which has been maintained as a laboratory stock for many years, and is

unlikely to be representative of natural populations. More importantly, single-strain analysis pre-

cluded distinguishing whether the enrichment of H3K9me3 at genes was due to TE-induced enrich-

ment of repressive epigenetic marks, or the preferential insertions of TEs into genomic regions

already enriched in repressive marks (Lee 2015).

To test the hypothesis that euchromatic TE insertions nucleate repressive epigenetic marks, here

we exploit natural variation in the presence/absence of individual TE insertions in D. melanogaster

populations. In this species, euchromatic insertions from most TE families segregate at low popula-

tion frequencies (Charlesworth and Langley, 1989; Kofler et al., 2012, 2015; Cridland et al.,

2013). Accordingly, randomly selected, unrelated individuals usually share few TE insertions. This

will provide a direct comparison of epigenetic states at homologous sequences with and without the

presence of TEs, and allow distinguishing the causal relationship between the presence of TEs and

the enrichment of repressive epigenetic marks. Importantly, TEs only comprise 5.4% of the D. mela-

nogaster euchromatic genome (Hoskins et al., 2015), and the epigenetic effects of individual TE

insertions can thus be determined.

In this study, analyses of the epigenomes of two recently established, wild-derived, inbred D. mel-

anogaster strains showed that euchromatic TEs are responsible for the enrichment of repressive epi-

genetic marks in flanking regions. Further, analysis of individual insertions revealed that more than

half of euchromatic TEs are associated with epigenetic effects on flanking sequences, demonstrating

their pervasive impact on the Drosophila genome. Importantly, we found evidence supporting stron-

ger selection against TE insertions with more extensive epigenetic effects. Comparisons between

the closely related D. melanogaster and D. simulans revealed that the epigenetic effects of TEs also

vary between species, and correlate with variation in host genetic factors that regulate epigenetic

silencing. Our results support that the epigenetic effects of euchromatic TEs, and host genetic fac-

tors that modulate these effects, play an important role in the population dynamics of TEs within

and between species.
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Results

Euchromatic TEs exhibit extensive epigenetic effects on adjacent
sequences
In Drosophila, repressive histone modifications H3K9me2/3 (Kouzarides, 2007; Grewal and Elgin,

2007) and their cognate ‘reader’ protein Heterochromatin Protein 1a (HP1a) (Eissenberg and Elgin,

2014) play a dominant role in the initiation and maintenance of repressive chromatin states in het-

erochromatin. Our previous study showed that euchromatic sequences flanking TEs have strong

enrichment for H3K9me3 in the reference D. melanogaster strain (Lee 2015). Using modEncode

ChIP-seq data generated from the Oregon-R strain, we observed that sequences flanking euchro-

matic TEs are also enriched for another key heterochromatic histone modification (H3K9me2) and

HP1a, while depleted for ‘active’ histone modifications H3K4me2 and H3K4me3, which are enriched

at transcribing promoters (Kouzarides, 2007; Kharchenko et al., 2011) (Figure 1). Interestingly,

enrichment for repressive epigenetic marks around TEs is strongest at the embryonic stage and

weaker at later developmental stages, consistent with our previous study of only H3K9me3

(Lee 2015).

To investigate if the enrichment of repressive epigenetic marks is TE-induced or results from the

preferential insertion of TEs into regions already enriched for repressive epigenetic marks, we per-

formed Chromatin Immuno-Precipitation and sequencing (ChIP-seq) on H3K9me2 using two inbred,

Figure 1. Epigenetic states of euchromatic sequences around TEs. Euchromatic sequences around TEs are enriched for (A) repressive epigenetic marks

(H3K9me2, H3K9me3, and HP1a), (B) and depleted for active epigenetic marks (H3K4me2 and H3K4me2) in Oregon-R. Different colors represent

different developmental stages. Plots were generated using LOESS smoothing (span = 10%).

DOI: 10.7554/eLife.25762.003
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wildtype D. melanogaster strains collected in North Carolina, USA (RAL315 and RAL360 from Dro-

sophila Genetic Reference Panel or DGRP [Mackay et al., 2012]). These strains have been fully

sequenced and annotated for the locations of euchromatic TE insertions (Rahman et al., 2015),

allowing direct comparison of the epigenetic status of allelic regions with and without TEs. Our

ChIP-Seq analyses of H3K9me2 distributions (see Materials and methods) in 4–8 hr RAL315 and

RAL360 embryos, which contain fully-formed heterochromatin (Yuan and O’Farrell, 2016), only

included TE insertions annotated with high confidence and unique to either strain (see Materials and

methods). Importantly, we used highly conservative heterochromatin-euchromatin boundaries (0.5

Mb distal from epigenetically defined boundaries [Riddle et al., 2011]). This ensures that only

euchromatic sequences and TEs were included in the analysis, and prevents confounding effects

from pericentromeric or subtelomeric heterochromatin. Because the ChIP-Seq data were generated

using whole animals that contain multiple cell types, combined with the stochastic nature of hetero-

chromatic silencing, H3K9me2 enrichment reflects the average epigenetic states of all cells in the

samples. Accordingly, we analyzed the enrichment of H3K9me2 quantitatively, instead of as binary

states (see Materials and methods).

We compared the epigenetic states of euchromatic sequences around all TE insertions present in

one strain with those of homologous alleles lacking the TE insertions in the other strain. The pres-

ence of TEs correlated with substantially higher H3K9me2 enrichment (Figure 2), which strongly sup-

ports the conclusion that these repressive mark enrichments are due to TE insertions, and not pre-

existing epigenetic states. To quantify the epigenetic effects of individual TEs, we compared

H3K9me2 fold enrichment in strains with and without a TE using non-overlapping 1 kb windows

around each TE insertion (Figure 2—figure supplement 1). A TE was counted as having epigenetic

effects if the H3K9me2 enrichment level was significantly higher in the strain with the TE than the

other strain in the 0–1 kb windows flanking the TE insertion. We also estimated the ‘extent of

H3K9me2 spread’ from the TE insertion (the farthest window in which H3K9me2 enrichment was

consecutively and significantly higher in the strain with the TE) and the ‘% increase in H3K9me2

enrichment’ (the difference in H3K9me2 enrichment between the two strains in 0–1 kb windows; see

Materials and methods and Figure 2—figure supplement 1).

Surprisingly, more than half of the euchromatic TEs (54.2% of 419 TEs analyzed) were associated

with enrichment for H3K9me2 in at least 1 kb of adjacent sequences. The TE-induced spreading of

H3K9me2 in flanking sequence extended for a mean of 4.50 kb (standard deviation 4.59 kb), and an

average of 79.8% increase in H3K9me2 enrichment at the TE insertion site (standard deviation

78.8%, Figure 2—source data 1). These observations revealed that the epigenetic effects of euchro-

matic TEs in D. melanogaster are not only pervasive and extensive, but also highly variable between

TE insertions.

Previous investigations using randomly inserted transgenic constructs in D. melanogaster found

that the epigenetic effects of TEs depend on proximity to pericentromeric or subtelomeric hetero-

chromatin (Sentmanat and Elgin, 2012), and on local repeat density (Huisinga et al., 2016). Our

analysis focused on regions far from these heterochromatic regions, and showed that TEs associated

with H3K9me2 enrichment at flanking sequences are not concentrated around pericentromeric or

subtelomeric heterochromatin (Figure 2—figure supplement 2). Also, local repeat density does not

differ between TEs that are or are not associated with H3K9me2 spreading (Mann-Whitney U test,

p=0.55). Similarly, we observed no correlations between the extent or magnitude of TE’s epigenetic

effects and local repeat density (Spearman rank correlation test, p=0.81 (repeat density vs extent of

H3K9me2 spread), 0.65 (repeat density vs % increase in H3K9me2)). These results demonstrate that

epigenetic influences of TEs are not restricted to specific genomic locations or contexts, and can be

observed across diverse euchromatic regions.

TE families of LTR-type and targeted by piRNAs show stronger
epigenetic effects
While our results demonstrate that euchromatic TEs have widespread epigenetic effects in D. mela-

nogaster, we also found that the epigenetic effects of individual TE insertions vary significantly. In

particular, there is substantial variation in the epigenetic effects of insertions from different TE fami-

lies (Figure 3). Many biological properties differ between TE families, including transposition mecha-

nism (Wicker et al., 2007), genome abundance (Kaminker et al., 2002; Quesneville et al., 2005),

and targeting by small RNAs (Gunawardane et al., 2007; Brennecke et al., 2007,
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Figure 2. Euchromatic sequences around TE insertions are enriched for H3K9me2. Levels of H3K9me2 enrichment were compared between

homologous sequences of two D. melanogaster strains. Left: sequences around TEs in strain RAL315 that are absent in RAL360. Right: sequences

around TEs in strain RAL360 that are absent in RAL315. H3K9me2 fold enrichment was averaged over all euchromatic sequences flanking the analyzed

TEs. Plots were generated using LOESS smoothing (span = 10%). Upper figures show ±50 kb around TE insertions, while lower figures show expanded

views of ±20 kb.

DOI: 10.7554/eLife.25762.004

The following source data and figure supplements are available for figure 2:

Source data 1. Estimates of epigenetic effects for D. melanogaster TE insertions.

DOI: 10.7554/eLife.25762.005

Figure supplement 1. Three indexes describing the epigenetic effects of TE insertions.

DOI: 10.7554/eLife.25762.006

Figure supplement 2. The distribution of TE insertions with epigenetic effects.

DOI: 10.7554/eLife.25762.007

Figure supplement 3. IDR (irreproducible rate) analysis plots (Li et al., 2011) for replicates of D. melanogaster RAL strain ChIP samples.

DOI: 10.7554/eLife.25762.008
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Figure 3. Variation in the epigenetic effects of different TE families. There is substantial variation in the (A) proportion of TEs with epigenetic effects, (B)

mean extent of H3K9me2 spread, and (C) mean % increase in H3K9me2 enrichment of the TE families analyzed. Different colors denote different types

of TEs. The number of observations for each TE family is in parenthesis in (A).

DOI: 10.7554/eLife.25762.009
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2008; Ghildiyal et al., 2008; Czech et al., 2008). We investigated which properties are associated

with stronger epigenetic effects of insertions from a TE family.

Based on transposition mechanisms, there are three major types of TE families: Long Terminal

Repeats (LTR) retrotransposons, non-LTR retroposons, and Terminal Inverted Repeats (TIR) transpo-

sons. An immediately obvious pattern is that LTR-type TE families seem to have the strongest epige-

netic effects. The LTR copia family has the largest proportion of insertions with epigenetic effects,

and LTR roo insertions display both the most extensive average spread of H3K9me2 and the largest

average increase in H3K9me2 enrichment in flanking sequences (Figure 3). Similarly, eight of 11 TE

families in which over half of analyzed insertions showed epigenetic effects are LTR-type, while the

remaining three are TIR-type. The two TE families with >5 kb average spread of H3K9me2 and the

four families that yield >50% mean increase in H3K9me2 enrichment are all LTR-type families. To for-

mally test if LTR-type TE families have stronger epigenetic effects than other types of TE families, we

estimated the proportion of TEs with epigenetic effects, the average extent of H3K9me2 spread,

and average % increase in H3K9me2 enrichment of TE insertions from each TE family and compared

these metrics between LTR-type and other types of TE families. Indeed, LTR-type TE families show a

larger increase in H3K9me2 enrichment compared to other types of TEs (Mann-Whitney U test

p=0.00047, median: 0.547 (LTR) vs 0.352 (others), Figure 4). The other two indexes are not signifi-

cantly different, likely due to the high heterogeneity between LTR-type TE families (Figure 4).

In Drosophila, TEs are targeted by two types of small RNAs: piRNAs in the germline

(Gunawardane et al., 2007; Brennecke et al., 2007) and endo-siRNAs in the soma (Ghildiyal et al.,

2008; Czech et al., 2008). The epigenetic silencing of TEs in the germline and early embryo, which

is maintained through development (Gu and Elgin, 2013), depends on piRNAs (Klenov et al., 2007;

Sentmanat and Elgin, 2012; Le Thomas et al., 2013), while the role of endo-siRNAs in epigenetic

silencing of TEs is currently less clear. Consistently, we observed that TE families targeted by more

piRNAs show more extensive H3K9me2 spreading and enrichment in flanking sequences (Table 1). It

is worth noting that there is no difference in the amount of piRNAs targeting LTR-type TEs com-

pared to other major types of TEs (Mann-Whitney U test, p=0.19 (wK) and 0.39 (w1118)), suggesting

that the observed correlation between the amount of piRNAs and TE’s epigenetic effects was

unlikely solely driven by stronger epigenetic effects of LTR-type TE families. On the other hand, we

Figure 4. Quantitative analysis of the epigenetic effects of different types of TE families. While there are no significant differences in (A) the proportion

of TEs with epigenetic effects and (B) the mean extent of H3K9me2 spread, (C) TE insertions of LTR-type families lead to significantly higher mean %

increase of H3K9me2 enrichment in flanking sequences. Note that each data point represents one TE family. (*** Kruskal-Wallis test p<0.005).

DOI: 10.7554/eLife.25762.010

The following figure supplement is available for figure 4:

Figure supplement 1. Scatter plot for the abundance of a TE family (X-axis) and the proportion of TEs with epigenetic effects (Y-axis).

DOI: 10.7554/eLife.25762.011
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did not find significant associations between the epigenetic effects of TEs and targeting by endo-

siRNAs (Table 1).

It has been observed that insertions of abundant TE families are under stronger purifying selec-

tion than those of less abundant TE families, and several mechanisms were proposed to account for

this copy-number dependency (reviewed in [Barrón et al., 2014]). Because the generation of piRNAs

involves TE transcripts (Gunawardane et al., 2007; Brennecke et al., 2007), it was predicted that

for a given TE family the epigenetic effects of TEs, and the associated strength of selection that influ-

ences the population dynamics of TEs, should also depend on TE copy number (Lee and Langley

2010; Lee 2015). Supporting this prediction, TE families with higher copy numbers in a large sample

of African flies (Kofler et al., 2015) have larger proportions of insertions with epigenetic effects

(Table 1). This strong correlation is not driven by TE families with exceptional abundance (Figure 4—

figure supplement 1), because the removal of those TE families does not qualitatively change the

results (Spearman rank � = 0. 46, p=0.0058). In summary, TE families of LTR-type, targeted by larger

amounts of piRNAs, or of higher abundance display stronger epigenetic effects on adjacent sequen-

ces than other TE families.

TEs with epigenetic effects are more strongly selected against
Given the high density of genes and other functional elements in Drosophila

(modENCODE Consortium et al., 2010), H3K9me2 spreading from TEs to adjacent sequences is

expected to have functional consequences. Accordingly, TE insertions with epigenetic effects should

more likely be selected against and have lower population frequencies than TEs without H3K9me2

spreading.

Population genomic analysis indicated that Zambia is the likely ancestral origin of D. mela-

nogaster, and Zambian populations have limited admixture from non-African genomes (Pool et al.,

2012; Lack et al., 2015). Demographic history should thus have less effect on the analysis of TE

population frequencies in the Zambian population compared to non-ancestral populations. Accord-

ingly, we used genome sequences of a Zambian D. melanogaster population (Lack et al., 2015) to

determine the population frequencies of individual TE insertions in the two DGRP strains analyzed

(RAL315 and RAL360), which were first collected in North America. Consistent with previous

genome-wide observations that most TE insertions have low population frequencies in D. mela-

nogaster (González et al., 2008; Kofler et al., 2012, 2015; Cridland et al., 2013), only 31.5% of TE

insertions present in either of the two DGRP strains analyzed were found in the Zambian population,

and these TEs displayed very low population frequencies (0.54% (first quartile), 0.56% (median),

1.61% (third quartile), Figure 5—figure supplement 1). We categorized TE insertions in the two

DGRP strains according to their presence in the Zambian population (‘high frequency’ – present,

‘low frequency’ – not present). Low frequency TEs were more likely to exhibit spreading of

H3K9me2 (Fisher’s Exact Test, p=0.039, odds ratio = 1.58, Figure 5A), led to more extensive

spreading (Mann-Whitney U test, p=0.011, Figure 5B and Figure 5—figure supplement 2A), and

resulted in a larger increase in H3K9me2 enrichment (Mann-Whitney U test, p=0.014, Figure 5C and

Figure 5—figure supplement 2B). Consistently, by analyzing the population frequencies of

Table 1. Spearman rank correlation tests between properties of TE families and the epigenetic effects of TEs. piRNA amounts were

estimated from two studies (two genotypes: w1118 and wK) and siRNA counts were estimated from two studies (Ghildiyal et al.,

2008; Czech et al., 2008).

prop. TE with epigenetic
effects

mean extent of H3K9me2
spread

mean % of increase in
H3K9me2 enrichment

p-value r p-value r p-value r

piRNA amount (w1118) 5.18E-01 0.121 1.67E-02 0.465 1.13E-02 0.493

piRNA amount (wK) 9.99E-01 0.000 3.41E-03 0.553 7.09E-03 0.521

siRNA counts (Czech et al., 2008) 2.90E-01 0.193 4.99E-01 0.142 1.24E-01 0.316

siRNA counts (Ghildiyal et al., 2008) 6.08E-01 0.108 7.46E-01 �0.075 1.46E-01 0.329

family copy no. 3.61E-03 0.473 6.24E-01 0.095 6.59E-01 0.085

DOI: 10.7554/eLife.25762.012
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individual TE insertions, we observed significant negative correlations between the strength of a

TE’s epigenetic effects and its population frequency (Spearman rank � = �0.15 (extent of H3K9me2

spread) and �0.14 increase in H3K9me2), p<0.005 for both, Figure 5—figure supplement 3).

A potential confounding factor for our observation is that the population frequencies of TE inser-

tions vary between TE families (i.e. insertions from specific TE families tend to have high/low popula-

tion frequencies, [Petrov et al., 2011; Kofler et al., 2012, 2015]). Thus, ‘low’ and ‘high’ frequency

categories of TE insertions could be comprised of insertions from different TE families, whose varia-

tion in population frequencies could be due to factors other than the differential strength of selec-

tion removing TE insertions (Blumenstiel, 2011; Blumenstiel et al., 2014). To address this issue, we

performed multiple regression analyses that jointly consider the impact of TE’s epigenetic effects

and family identity on the population frequencies of TEs (see Materials and methods). Because most

TEs in the two DGRP strains analyzed were not detected in the Zambian population (Figure 5—fig-

ure supplement 1), we treated the frequency of TE insertions (the number of individuals in which a

TE insertion is present in the Zambian population) also as dichotomous variable (‘high frequency’ TE

or not, see Materials and methods). Even accounting for the effect of TE family identity, the regres-

sion coefficients for TE’s epigenetic effects on population frequencies are still negative for all the

regression models analyzed, and are statistically significant for a majority of the models (Table 2),

suggesting that TE family identity is unlikely a major contributor for the negative associations

between TE’s epigenetic effects and population frequencies.

An alternative explanation for the observed negative associations between TE’s epigenetic effects

and population frequencies is that TEs without epigenetic effects tend to occur in regions of low

meiotic recombination. TE insertions in regions with low meiotic recombination are repeatedly

observed to have higher population frequencies than TEs in other genomic regions

(Charlesworth and Lapid, 1989; Charlesworth et al., 1992; Bartolomé and Maside, 2004;

Kofler et al., 2012; Cridland et al., 2013). A lower probability of recombination between TE

Figure 5. TEs with different population frequencies show different strength of epigenetic effects. TEs with low population frequencies are (A) more

likely to show spread of H3K9me2, (B) result in more extensive spread of H3K9me2, and (C) lead to a larger increase in H3K9me2 enrichment. (*Mann-

Whitney U test, p<0.05).

DOI: 10.7554/eLife.25762.013

The following figure supplements are available for figure 5:

Figure supplement 1. Histogram for the population frequencies of analyzed TE insertions in the Zambian population.

DOI: 10.7554/eLife.25762.014

Figure supplement 2. The epigenetic effects of TEs with low and high population frequencies.

DOI: 10.7554/eLife.25762.015

Figure supplement 3. X-Y plot for TE’s epigenetic effects and population frequencies in the Zambian population.

DOI: 10.7554/eLife.25762.016
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insertions at different genomic locations (ectopic exchange [Langley et al., 1988;

Montgomery et al., 1991]) and/or reduced efficacy of selection against TEs due to selective inter-

ference (Hill and Robertson, 1966; Felsenstein, 1974) have been proposed to account for these

observations (reviewed in [Charlesworth and Langley, 1989; Lee and Langley 2010; Barrón et al.,

2014]). However, we observed that recombination rates do not differ between TEs with or without

spreading of H3K9me2 (Mann-Whitney U test, p=0.83). Similarly, neither the extent of H3K9me2

spread nor the increase in H3K9me2 enrichment in flanking sequences was correlated with the local

recombination rate for individual TE insertions (Spearman rank correlation test, p=0.62 (recombina-

tion rate vs extent of H3K9me2 spread) and 0.55 (recombination rate vs % increase in H3K9me2

enrichment)). It is unlikely that variation in recombination rates can account for the observations that

TEs with stronger epigenetic effects have lower population frequencies. Overall, these results

strongly support the proposed selection against the epigenetic effects of TEs.

Epigenetic effects of TEs result in differential epigenetic states of
adjacent coding genes
We hypothesized that selection against TEs with epigenetic effects result from the associated func-

tional consequences, in particular influences on the epigenetic states of adjacent functional ele-

ments. To investigate the predicted epigenetic influence of TEs on adjacent genes, we categorized

euchromatic protein coding genes according to their shortest distance to a TE (0–1 kb, 1–2 kb, 2–5

kb, 5–10 kb, and no TE within 10 kb; see Materials and methods). Within each of the two strains ana-

lyzed, genes in proximity to TEs are more enriched for H3K9me2 (Figure 6—figure supplement 1),

consistent with previous observations (Lee 2015).

To investigate the influence of TEs on the epigenetic states of homologous alleles, we calculated

a z-score that compares the H3K9me2 enrichment of genic alleles with and without TEs located

within 10 kb (see Materials and methods). The absolute value of the z-score reports the magnitude

of differences in H3K9me2 enrichment between homologous alleles in the two strains, and the sign

indicates if the allele with adjacent TEs has higher H3K9me2 enrichment (positive: yes, negative: no).

As expected, genes with adjacent TEs in either strain have significantly higher, positive z-scores com-

pared to genes distant from TEs in both strains (Figure 6A). We further investigated if the differen-

tial epigenetic states between homologous alleles depend on TE-induced epigenetic effects, or only

on the presence of TEs. For all categories of genes within 10 kb from TEs, z-scores are significantly

higher for genes whose neighboring TEs exhibit H3K9me2 spreading (Figure 6B). Consistently, there

are significant positive correlations between the z-scores of genes and the extent of epigenetic

effects from the nearest TEs (vs. the extent of H3K9me2 spread: Spearman rank � = 0.31, p<10�15;

vs. % increase in H3K9me2 enrichment: Spearman rank � = 0.30, p<10�15). It is worth noting that

Table 2. Regression analysis for the associations between TE’s epigenetic effects and population frequencies while accounting for the

influence of TE family identity. Population frequencies of individual TE insertion (response variable) were modeled as either dichoto-

mous variable (‘high frequency’ TE or not) or count (TE count). Because the distribution of TE count is overdispersed, TE count was

modeled as either ‘quasipoission’ or ‘negative binomial’ in regression analyses. The influence of TE family identity was treated as either

fixed or random effect. Also see Table 2—source data 1 for regression coefficients for all TE families.

Extent of spread Magnitude of spread

Response variable Family identity p-value Regression coefficient p-value Regression coefficient

‘high frequency’ TE or not fixed effect 4.72E-01 �0.029 3.37E-01 �0.246

random effect 1.58E-01 �0.049 4.83E-02 �0.409

TE count (quasipoisson) fixed effect 4.00E-03 �0.188 4.73E-03 �1.121

random effect 3.20E-03 �0.136 1.71E-04 �1.400

TE count (negative binomial) fixed effect 5.25E-04 �0.151 2.31E-04 �1.041

random effect 9.19E-05 �0.138 5.49E-05 �0.986

DOI: 10.7554/eLife.25762.017

Source data 1. Regression coefficients for the epigenetic effects of TEs (extent of spread and magnitude of spread) and each TE family.

DOI: 10.7554/eLife.25762.018
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genes whose nearest TEs did not exhibit epigenetic effects have similar z-scores to genes without

TEs within 10 kb (dashed line, Figure 6B). These observations demonstrate that the spread of

repressive epigenetic marks from euchromatic TEs leads to substantial epigenetic differences at

homologous alleles of adjacent coding genes.

TE insertions with stronger enrichment of repressive marks in adjacent functional alleles should

lead to more deleterious functional consequences. We predict these TEs should be under stronger

purifying selection and have lower population frequencies than other TEs. To test this hypothesis,

we further restricted the analysis to genes whose nearest TEs show spreading of H3K9me2. Among

these genes, those whose nearest TEs were absent in the Zambian population (‘low frequency’ TEs,

see above) have significantly higher z-scores than genes adjacent to ‘high frequency’ TEs (Mann-

Whitney U test, p=0.0019, median: 0.95 (genes near low frequency TEs) vs 0.32 (genes near high fre-

quency TEs)). The observed differences are most prominent for genes within 1 kb of TEs

(Figure 6C). Consistently, there is a significant negative correlation between the z-score of a gene

and the population frequency of its nearest TE (Spearman rank � = �0.18, p<10�3).

A potential functional consequence of H3K9me2 enrichment is reduced transcript levels of influ-

enced alleles. To address this possibility, we performed RNA-seq of developmental stage-matched

embryos. Within either strain, there are indeed significant negative correlations between H3K9me2

enrichment and transcript levels for genes within 10 kb of TEs (Spearman rank � = �0.35 (RAL315)

and �0.33 (RAL360), p<10�16 for both). To compare the differential epigenetic states and transcript

levels between homologous alleles, we calculated fold changes in expression and z-scores for

H3K9me2 enrichment level using RAL 360 allele as reference (Figure 7A). Note this is different from

the z-score used above, which uses the allele without TE as reference. We found an excess number

of genes that support the influence of TE’s epigenetic effects on gene expression (higher H3K9me2

enrichment and lower expression of alleles with adjacent TEs, shaded green area in Figure 7A) for

genes with TEs within 10 kb when compared to other genes in the genome (Figure 7B, upper 2 � 2

Tables). Restricting the analysis to TEs with epigenetic effects produced an even larger proportion

of genes whose TE-neighboring alleles have higher H3K9me2 enrichment and lower expression

Figure 6. The epigenetic effects of TEs on adjacent protein coding genes. (A) Alleles with adjacent TEs have higher H3K9me2 enrichment compared to

homologous alleles in the strain that lacks adjacent TEs, as indicated by positive z-scores (see text), and the strength of the effect decreases with

distance from TEs. (B) Genes adjacent to TEs with epigenetic effects show stronger differential enrichment for H3K9me2 than genes adjacent to TEs

without epigenetic effects. (C) Genes adjacent to low frequency TEs with epigenetic effects, which likely experienced stronger selection against them,

show stronger differential enrichment of H3K9me2 than genes adjacent to high frequency TEs with epigenetic effects (Mann-Whitney U test, *p<0.05,

**p<0.01, ***p<0.001).

DOI: 10.7554/eLife.25762.019

The following figure supplement is available for figure 6:

Figure supplement 1. H3K9me2 enrichments at genes decreases with distance from TEs in both RAL315 (left) and RAL360 (right).

DOI: 10.7554/eLife.25762.020
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(Figure 7B, bottom 2 � 2 Tables). Intriguingly, the excess number of genes supporting TE-induced

epigenetic effects on expression was mainly observed for one of the two strains analyzed (RAL360).

Furthermore, while we found a weak, but significant, negative correlation between z-scores for

H3K9me2 enrichment and fold changes in expression for genes without TEs (Spearman rank

� = �0.035, p=0.0084), there are no such correlations observed for genes with TEs within 10 kb

(Spearman rank test p=0. 57 (RAL315) and 0.16 (RAL360)). In fact, there are multiple genes whose

alleles associated with TEs have higher enrichment of H3K9me2, but also higher expression (e.g.

arrows in Figure 7A). These observations suggest that the influence of TE-induced epigenetic states

on gene expression may be more complex (see Discussion).

Figure 7. Differential H3K9me2 enrichment and RNA transcript levels of protein coding genes with and without adjacent TE insertions. (A) The z-score

for H3K9me2 enrichment (X-axis) and log2 expression fold change (Y-axis) were plotted for euchromatic protein coding genes without TEs within 10 kb

(‘neither’) and for genes with adjacent TEs in either strain. It is worth noting that both H3K9me2 z-score and log2 expression fold change used RAL360

as reference. Shaded green areas are genes displaying the expected negative influence of TE’s epigenetic effects on gene expression (i.e. alleles

adjacent to TEs have higher H3K9me2 enrichment and lower RNA transcript levels), while shaded orange areas are all other cases of epigenetic states

and transcript levels. For each sub-plot, the numbers of genes (blue, pink, or gray dots) in each quarter are shown in black, and the numbers of genes

whose nearest TEs with epigenetic effects (blue dots) are shown in blue. (B) Left: 2 � 2 contingency table for comparing the number of genes

supporting the influence of TE’s epigenetic effects on gene expression (shaded green) and the number of other genes (shaded orange), against those

for genes without TEs within 10 kb (‘neither’). Middle and right: 2 � 2 contingency tables for testing if there is an excess number of genes with TEs in

RAL315 (middle) and in RAL360 (right) supporting the influence of TE-induced epigenetic effects on gene expression.

DOI: 10.7554/eLife.25762.021
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Stronger epigenetic effects of TEs in D. simulans compared to D.
melanogaster
D. simulans diverged from D. melanogaster only four million years ago (Obbard et al., 2012), yet is

widely observed to harbor fewer TE insertions compared to D. melanogaster (Dowsett and Young,

1982; Vieira et al., 1999; Vieira and Biémont, 2004; Kofler et al., 2015). We hypothesized that

variation in the epigenetic effects of TEs, and thus strength of selection against them, contributes to

this between-species difference in TE content. To test this hypothesis, we performed H3K9me2

ChIP-seq on 4–8 hr embryos from the D. simulans reference strain. Similar to D. melanogaster, we

observed strong H3K9me2 enrichment in sequences flanking TEs (Figure 8A), and genes adjacent to

TEs have higher H3K9me2 enrichment than genes distant from TEs (Figure 8—figure supplement

1). Furthermore, genes adjacent to TEs with epigenetic effects (see below) have higher H3K9me2

enrichment than genes adjacent to TEs without epigenetic effects (Figure 8—figure supplement 1).

For genes within 10 kb of TEs, there is also a strong negative correlation between H3K9me2 enrich-

ment and transcript levels (Spearman rank � = �0.45, p<10�16), supporting a functional conse-

quence of H3K9me2 enrichment in D. simulans.

To compare the epigenetic effects of TEs in D. melanogaster and D. simulans, the H3K9me2

enrichment at sequences flanking TEs were estimated relative to the median fold enrichment level at

sequences 20–40 kb away from TEs in both species (see Materials and methods). Current TE annota-

tions are D. melanogaster-centric and it is likely that our analysis missed TE families and/or variants

that are D. simulans-specific. Accordingly, we restricted comparisons to TE families that have at least

two insertions in both species. While there are no significant between-species differences in the

extent of H3K9me2 spread (paired MWU test, p=0.67), TE families in D. simulans display a larger

proportion of TEs with epigenetic effects (paired MWU test, p=0.013), and a larger increase in rela-

tive H3K9me2 fold enrichment (paired MWU test, p=0.035; Figure 8B). It is worth noting that only

high confidence TE calls were included in the analysis, and only 14 families had at least two copies in

both species. The roo family has the highest proportion of TEs with epigenetic effects in both spe-

cies (94.4% and 86.5% in D. melanogaster and D. simulans, respectively), while the 1360 family has

the largest differences between the two species (14.3% and 77.8% in D. melanogaster and D. simu-

lans, respectively). These results demonstrate that TEs in D. simulans exhibit stronger epigenetic

effects on flanking sequences compared to D. melanogaster.

Variation in genetic modifiers of PEV correlates with differences in the
epigenetic effects of TEs between species
The extent of heterochromatin-mediated gene silencing (e.g. PEV) depends on several genetic modi-

fiers, in particular the amount of heterochromatic DNA in a genome (reviewed in [Girton and Johan-

sen, 2008]), and the dosage of several Su(var) and E(var) genes, whose wildtype proteins enhance

and weaken PEV respectively (Elgin and Reuter, 2013; Swenson et al., 2016). The prevailing model

is that altering the ratio of heterochromatin targets (heterochromatic DNAs) and regulators (Su(var)

and E(var) proteins) influences heterochromatin nucleation and spreading (Locke et al., 1988). For

example, lower amounts of heterochromatic DNA result in increased levels of heterochromatic Su

(var) proteins in other regions, and accordingly enhance PEV. Because both PEV and the epigenetic

effects of TEs are mediated through spreading of the same repressive epigenetic marks (H3K9me2/

3 and HP1a), the epigenetic effects of TEs may depend on similar PEV modifiers. Indeed, a limited

survey using reporter constructs demonstrated that the epigenetic effects of TEs depend on the

expression of HP1a (Su(var)205) and Su(var)3–9, which binds and catalytically generates H3K9me2/3

marks, respectively (Sentmanat and Elgin, 2012). We thus predicted that variation in the epigenetic

effects of TEs within and between species, and accordingly genomic abundance of TE insertions,

could be due to differences in the amounts of heterochromatic DNA and/or modifier proteins.

We investigated the hypothesis that stronger epigenetic effects of TEs in D. simulans are associ-

ated with lower amounts of heterochromatic DNA or altered expression of Su(var)s/E(var)s. In Dro-

sophila, heterochromatic DNA consists of simple repeats and degenerate TEs (Hoskins et al., 2007,

2015). We first identified short repeats (12-mers) that are enriched in heterochromatic regions by

performing K-mer analysis of H3K9me2 ChIP-Seq data (see above), and then quantified the amount

of identified H3K9me2-enriched 12-mers in these two species using published genomic sequencing

data ((Kofler et al., 2015), see Materials and methods). Consistent with previous quantitation of
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Figure 8. D. simulans TEs show stronger epigenetic effects than D. melanogaster TEs. (A) Enrichment of H3K9me2 is also observed at sequences

adjacent to euchromatic TEs in D. simulans. (B) Compared to insertions of the same TE family in D. melanogaster, insertions in D. simulans are more

likely to show epigenetic effects (proportion of TE spread) and a larger increase in relative H3K9me2 fold enrichment in adjacent sequences. FE: fold

enrichment, D. mel: D. melanogaster, D. sim: D. simulans.

DOI: 10.7554/eLife.25762.022

The following source data and figure supplements are available for figure 8:

Source data 1. Estimates of epigenetic effects for D. simulans TEs.

DOI: 10.7554/eLife.25762.023

Figure supplement 1. H3K9me2 enrichment at genes adjacent to TEs in D. simulans.

DOI: 10.7554/eLife.25762.024

Figure supplement 2. IDR plots for replicates of D. simulans ChIP samples.

DOI: 10.7554/eLife.25762.025
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simple repeat content using orthogonal approaches (melting curves [Lohe and Brutlag, 1987] or

flow cytometry [Bosco et al., 2007]), we observed lower amounts of H3K9me2-enriched simple

repeats in D. simulans compared to D. melanogaster (Figure 9A, ANOVA p-value=0.00013 (species)

and <10�6 (library preparation method)).

To test if the expression of Su(var)s and E(var)s varies between the two species, we estimated

z-scores for between-species differences in expression rank (high expression – low

rank), using D. simulans as reference (i.e. positive z-socre: higher expression in D. simulans; negative

z-score: higher expression in D. melanogaster). Compared to other genes in the genome, 40 known

Su(var)s, as a group, have higher expression in D. simulans than in D. melanogaster (Kolmogorov–

Smirnov test, p<10�6, Figure 9B; also see Figure 9—figure supplement 1 and Figure 9—source

Figure 9. Variation in genetic modifiers of PEV in D. melanogaster and D. simulans. (A) D. simulans has higher normalized amounts of H3K9me2-

enriched 12-mers than D. melanogaster. Raw amounts of H3K9me2-enriched 12-mers were normalized with sequencing coverage in each sample

before comparisons (see Materials and methods). Different library preparation methods (see [Kofler et al., 2015]) are denoted with dots of different

colors. (B) Compared to genome-wide distributions (shaded gray), known Su(var) genes as a group (orange, 40 genes in total) have higher expression in

D. simulans than in D. melanogaster. Positive z-score represents lower expression rank (i.e. higher expression) in D. simulans than in D. melanogaster.

Dashed vertical lines represent the top and bottom 5% of transcript level differences genome-wide. (C) Z-score for differences in transcript levels of ten

known dosage-dependent E(var) genes (green), Su(var) genes (orange), and histone methyltransferase genes (also Su(var)s) between D. melanogaster

and D. simulans are denoted as vertical lines and compared to genome-wide distributions (shaded gray). Dashed vertical lines indicate top and bottom

5% of transcript level differences genome-wide.

DOI: 10.7554/eLife.25762.026

The following source data and figure supplement are available for figure 9:

Source data 1. Gene expression level of Su(var) and E(var) genes in D. melanogaster and D. simulans.

DOI: 10.7554/eLife.25762.027

Figure supplement 1. Differences in transcript levels of Su(var) and E(var) genes between D. melanogaster and D. simulans.

DOI: 10.7554/eLife.25762.028
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data 1 for individual genes included in the analysis). The small number of known E(var)s (five) pre-

cluded us from drawing any solid conclusions (Figure 9—figure supplement 1). Several Su(var)s/E

(var)s are known to have dosage-dependent effects on heterochromatin silencing (Elgin and Reuter,

2013; Swenson et al., 2016). Among these dosage-dependent Su(var)s/E(var)s, Su(var)3–9 showed

significantly higher expression in D. simulans than in D. melanogaster (Figure 9C). Overall, we found

that D. simulans has lower amounts of H3K9me2-enriched simple repeats and higher expression of

Su(var)s compared to D. melanogaster, both of which could account for the stronger epigenetic

effects of TEs observed in D. simulans.

Discussion
Despite the presence of TEs in virtually all eukaryotic genomes surveyed, there is wide variation in

euchromatic TE content among species, demonstrated by significant differences in copy number

(Clark et al., 2007; Biémont, 2010; Chalopin et al., 2015), frequency spectra (Lockton and Gaut,

2010; Agren et al., 2014; Kofler et al., 2015), predominant types of TEs (Vieira and Biémont,

2004; Chalopin et al., 2015; Kofler et al., 2015), and species-specific TE families (Daniels et al.,

1990; Lohe et al., 1995; Mills et al., 2006). Understanding the causes for such variation is critical

for evaluating the impacts of various evolutionary forces on the population dynamics of TEs. Selec-

tion against the deleterious effects of TEs has been theoretically proposed (Charlesworth and Char-

lesworth, 1983) and empirically supported (reviewed in [Charlesworth and Langley, 1989; Lee and

Langley 2010; Barrón et al., 2014]) as a dominant force restricting the selfish increase of TEs, and

shaping variation of TEs within and between species. Differences in effective population size

([Lynch and Conery, 2003; Lockton et al., 2008], but see [Charlesworth and Barton, 2004;

Groth and Blumenstiel, 2017]), mating systems (Charlesworth and Charlesworth, 1995;

Wright and Schoen, 1999; Dolgin et al., 2008; Agren et al., 2014), and modes of reproduction

(e.g. asexual vs sexual, [Arkhipova and Meselson, 2000]), were suggested to influence the efficacy

of selection against TEs, and thus result in divergence in euchromatic TE content between species.

In addition, differential exposure to opportunities for horizontal transfer might also contribute to var-

iation in TE profiles (Clark et al., 2007; Groth and Blumenstiel, 2017).

In this study, we analyzed the epigenetic influence of TEs and investigated the role of such effects

in the population dynamics of TEs. By comparing the epigenome of two D. melanogaster strains

with divergent TE insertion positions, we conclude that the enrichment of repressive epigenetic

marks around euchromatic TEs is due to the presence of TEs, instead of the preferential insertions of

TEs into genomic regions already enriched for repressive epigenetic marks. Surprisingly, quantifica-

tion of the epigenetic effects of individual TE insertions in D. melanogaster revealed that more than

half of the euchromatic TEs analyzed are associated with at least 1 kb spread of repressive epige-

netic marks, with an average spread of 4.5 kb from TEs that display epigenetic effects. In contrast,

repressive DNA methylation from epigenetically silenced TEs in A. thaliana predominantly spreads

only a few hundred base pairs (Quadrana et al., 2016; Stuart et al., 2016). Since ~20% of the

euchromatic genes are within 5 kb from at least one TE insertion in the reference D. melanogaster

strain (Kaminker et al., 2002; Quesneville et al., 2005; Hoskins et al., 2015), these estimates sug-

gest that the epigenetic influence of TEs on functional sequences is extensive in D. melanogaster.

Indeed, we observed strong positive associations between the presence of TEs with epigenetic

effects and the enrichment of repressive epigenetic marks in adjacent genic alleles, when compared

to homologous alleles lacking a neighboring TE insertion. This concurs with observations in Arabi-

dopsis that TEs contribute significantly to genic DMRs (differential methylated regions) between

genomes (Schmitz et al., 2013; Quadrana et al., 2016; Stuart et al., 2016). In addition, we found

substantial variation in the epigenetic effects among TE families, which could be due to differences

in TE types, targeting by piRNAs, and/or the abundance of TE families.

It was proposed that heterochromatin assembly depends on the concentration of essential het-

erochromatic enzymatic and structural proteins, whose concentration is highest in heterochromatin

and decreases with increasing distance (‘mass action model’, [Locke et al., 1988]). This model can

explain the spread of repressive epigenetic marks from pericentromeric or subtelomeric heterochro-

matin to juxtaposed euchromatic genes in PEV (reviewed in [Girton and Johansen, 2008; Elgin and

Reuter, 2013]), and likely the enrichment of repressive epigenetic marks at sequences adjacent to

euchromatic TEs. Consistent with predictions of this model, previous (Lee 2015) and current

Lee and Karpen. eLife 2017;6:e25762. DOI: 10.7554/eLife.25762 17 of 31

Research article Genomics and Evolutionary Biology

http://dx.doi.org/10.7554/eLife.25762


analyses both found that H3K9me2/3 enrichment decays with distance from TEs. The enrichment of

repressive epigenetic marks could also result from TE-induced formation of de novo piRNA-generat-

ing loci that include TE-flanking sequences (Shpiz et al., 2014). piRNAs from these piRNA-generat-

ing loci would accordingly initiate epigenetic silencing of TE-flanking euchromatic sequences.

TE-induced reduction in expression of neighboring genes has been demonstrated in Drosophila

(Cridland et al., 2015; Lee 2015), and the spreading of repressive epigenetic marks from TEs is a

plausible mechanism for such observations. We observed an excess of TE-flanking alleles with higher

H3K9me2 enrichment and lower transcript levels than homologous alleles lacking nearby TE inser-

tions. However, there are apparent exceptions to this pattern, such as alleles adjacent to TEs having

higher enrichment of H3K9me2 but also higher expression levels than homologous alleles lacking

neighboring TEs (e.g. arrows in Figure 7A). In addition to the epigenetic effects of TEs, cis-regula-

tory sequences contained within TEs could interfere with gene regulation, leading to increased as

well as reduced gene expression (Naito et al., 2009; Batut et al., 2013). In fact, recent studies that

jointly analyzed mobilomes and transcriptomes in A. thaliana populations found that TE insertions

result in equal frequencies of increased and decreased expression of flanking genes

(Quadrana et al., 2016; Stuart et al., 2016). Besides, SNPs and copy number variants (CNVs) in reg-

ulatory sequences are also identified as significant contributors to differential expression between

homologous alleles (Massouras et al., 2012). The observed variation in transcripts level is thus the

joint consequence of TE’s epigenetic effects and other genetic factors. Importantly, there are known

exceptions to the association between higher enrichment of heterochromatic marks and lower gene

expression. In fact, enrichment of repressive epigenetic marks and heterochromatin proteins is sur-

prisingly high for active genes normally located in the pericentromeric heterochromatin, and is

required for the proper expression of these genes (Wakimoto and Hearn, 1990; Hearn et al.,

1991; Yasuhara and Wakimoto, 2008; Riddle et al., 2011). For some of these genes, the associa-

tion with a local heterochromatin environment was even observed for homologs located in euchro-

matic regions of other Drosophila species (Caizzi et al., 2016).

Importantly, our quantifications of the epigenetic effects of TEs and the associated functional con-

sequences on gene expression are likely underestimates of the real effects in natural populations.

Screens for genetic mutations repeatedly report an inverse correlation between the dominance of a

deleterious allele and its fitness effect (reviewed in [Simmons and Crow, 1977; Wilkie, 1994;

Osada et al., 2009]). If similar trends apply to the deleterious epigenetic effects of TEs, establish-

ment of the wild-derived inbred Drosophila strains used here would have removed the majority of

TEs with lethal or sub-lethal epigenetic effects (i.e. substantial functional consequences). The small

sample size used here (two strains) precluded detecting the subtle functional consequences of TE-

induced epigenetic effects that are expected to be prevalent in inbred strains. Future larger scale

epigenomic and transcriptomic profiling of multiple, diverse population samples would be necessary

to further investigate the functional consequence of TE’s epigenetic effects. It is also worth noting

that not every gene included in the analysis is expressed at the embryonic stage studied (4–8 hr

embryo). In fact, we observed a deficiency in the number of genes that both have adjacent TEs and

are expressed in 4–8 hr embryos (using data from modEncode (Graveley et al., 2011); Fisher’s Exact

Test, p=0.00017, odds ratio = 0.73). This deficiency is even stronger when only considering TEs with

epigenetic effects (Fisher’s Exact Test, p<10�5, odds ratio = 0.58). Epigenetic marks established at

embryonic stages are expected to influence both somatic and germline cells, and were experimen-

tally demonstrated to have a long lasting functional effect through development (Gu and Elgin,

2013). Accordingly, our observations are consistent with selection preferentially removing TEs that

result in spreading of repressive epigenetic marks to adjacent genes expressed in embryonic stages.

Compared to neutral TE insertions that confer no fitness effects, TEs exerting deleterious fitness

effects are more strongly selected against and should appear rare in populations (reviewed in

[Charlesworth and Langley, 1989; Lee and Langley 2010; Barrón et al., 2014]). Consistent with

the prediction that the epigenetic effects of TEs have deleterious fitness consequences, we found

that TE insertions with stronger epigenetic effects have lower population frequencies, demonstrating

the importance of such effects in the population dynamics of TEs. In addition, theoretical work sug-

gests that stable equilibrium of TE copy number in an outbreeding, meiotically recombining popula-

tion requires synergistic epistasis of the deleterious effects of TEs; specifically host fitness must

decrease faster than linear with respect to increases in TE copy number (Charlesworth and Charles-

worth, 1983). However, despite being critical to explaining the population dynamics of TEs,
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synergistic epistasis has only been empirically supported for deleterious effects mediated by ectopic

recombination between nonhomologous TE insertions (Langley et al., 1988; Petrov et al., 2003,

2011), one of the many proposed deleterious genetic mechanisms for TEs (reviewed in [Lee and

Langley 2010]). Because piRNAs are generated through feed-forward cycles that involve TE tran-

scripts (Gunawardane et al., 2007; Brennecke et al., 2007), we previously predicted that the dele-

terious epigenetic effects of TEs would confer the theoretically required synergistic epistasis for

stable containment of TEs (Lee and Langley 2010; Lee 2015). The observed association between

the abundance of a TE family and the propensity of its members to influence the epigenetic states

of adjacent sequences supports this prediction, and further extends possible evolutionary mecha-

nisms for stable containment of TE copy number in host populations.

An especially interesting observation is the stronger epigenetic effects of TEs in D. simulans com-

pared to D. melanogaster. TE insertions in D. simulans are more likely to show spreading of

H3K9me2 and result in larger increase in H3K9me2 enrichment compared to those of the same TE

family in D. melanogaster. All else being equal, the stronger epigenetic effects should lead to stron-

ger selection removing TE insertions in D. simulans. If the rate of TE proliferation is also similar in

these two species, this could account for the lower genomic TE content (Clark et al., 2007) and

fewer TE insertions (Dowsett and Young, 1982; Vieira et al., 1999; Vieira and Biémont, 2004;

Kofler et al., 2015) in D. simulans compared to D. melanogaster. Our observations complement

previous comparisons of A. thaliana and A. lyrata, which revealed negative associations between

genomic TE content and the effectiveness of siRNA targeting (Hollister et al., 2011). Overall, these

results strongly support the conclusion that variation in the epigenetic effects of TEs contributes to

the divergent TE content observed between even closely related species and significantly impacts

TE evolution.

Finally, we attempted to gain insights into the molecular mechanisms that could account for the

between-species differences in the epigenetic effects of TEs. We observed lower amounts of hetero-

chromatic DNA and higher expression of Su(var) genes in D. simulans, both of which are known to

generate more extensive spread of repressive epigenetic marks from constitutive heterochromatin in

D. melanogaster. The amount of heterochromatic DNA was among the first identified dosage-

dependent PEV modifiers ([Dimitri and Pisano, 1989], reviewed in [Girton and Johansen, 2008]).

Similarly, Su(var) genes were identified through mutants that suppress PEV, demonstrating that the

wild type genes play positive roles in heterochromatin establishment and/or maintenance (reviewed

in [Girton and Johansen, 2008; Elgin and Reuter, 2013]). In particular, Su(var)3–9, which encodes

the H3K9 methyltransferase, displays significantly higher expression in D. simulans than in D. mela-

nogaster, and its between-species difference in expression level ranks in the top 0.75% genome-

wide (see Results). H3K9 methylation is critical for suppression of TE expression and transposition

(Penke et al., 2016), and Su(var)3–9 mutations reduce the epigenetic effects of TEs on adjacent

reporter genes (Sentmanat and Elgin, 2012). Furthermore, Su(var) 3–9 is a haploid suppressor and

triploid enhancer of PEV (Schotta et al., 2002), suggesting that changes in transcript levels of Su

(var)3–9 would result in quantitative differences in the epigenetic effects of TEs. Assuming that the

epigenetic effects of TEs depend on the amount of heterochromatic DNA and the expression of Su

(var) genes in D. melanogaster and D. simulans similarly, variation in these two genetic PEV modifiers

provides a viable explanation for the observed differences in the epigenetic effects of TEs and more

broadly divergent TE profiles between these two species.

Our observations support the hypothesis that the host genetic environment contributes to the

extent of deleterious epigenetic effects of TEs and influences the population dynamics of TEs, point-

ing towards a rarely addressed mechanism for the widely observed variation of TEs. Furthermore,

PEV is long known to be temperature sensitive (Gowen and Gay, 1933), and several abiotic factors

influence heterochromatin function (Seong et al., 2012; Silver-Morse and Li, 2013). Thus, different

environmental conditions present in diverse habitats could also contribute to variation in the epige-

netic effects of TEs and the widely divergent TE profiles within and between species.

The observed significant variation in genetic PEV modifiers between D. melanogaster and D. sim-

ulans raises questions about its evolutionary causes. It is worth noting that the deleterious epigenetic

effects of TEs are considered as a side effect of host-directed epigenetic silencing of TEs

(Hollister and Gaut, 2009; Lee 2015), and direct positive selection for stronger epigenetic effects

of TEs would be unlikely to explain the between-species differences in genetic PEV modifiers. Ele-

vated transcript levels of Su(var) genes might have been selected for to silence burst expansions of
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specific TE families or other types of repetitive sequences. Alternatively, Su(var) genes are highly

pleiotropic (reviewed in [Girton and Johansen, 2008; Eissenberg and Reuter, 2009; Elgin and Reu-

ter, 2013]), and selection might have acted instead on their essential chromosomal functions, with

varying influence on the epigenetic consequences of TEs as a secondary effect. Similarly, changes in

the amounts of heterochromatic DNA could have resulted from selfish expansion of repetitive

sequences (Charlesworth et al., 1994) and/or global changes in chromatin landscapes due to karyo-

type turnover (Kaiser and Bachtrog, 2010; Vicoso and Bachtrog, 2013). Our findings suggest that

the evolution of TEs may be more tightly associated with the evolution of other cellular, chromo-

somal, and/or genetic processes than previously appreciated.

Materials and methods

Drosophila strains
Drosophila strains used in this study are D. melanogaster RAL315 (Bloomington Drosophila stock

center (BDSC) #25181), RAL360 (BDSC #25186), and D. simulans w501 (Drosophila species stock

center). Previous analysis showed that these two D. melanogaster inbred wildtype strains have low

residual heterozygosity (Lack et al., 2015). Flies were cultured on standard medium at 25�C, 12 hr

light/12 hr dark cycles.

ChiP-Seq and RNA-Seq experiments
Before collecting embryos, mated flies were allowed to lay eggs on fresh apple juice agar plates for

one hour. Embryos were then collected on fresh apple juice agar plates for 4 hr and aged for 4 hr

(to enrich for 4–8 hr embryos). All fly rearing and embryo collections were performed at 25�C. Chro-

matin isolation and immunoprecipitation were performed following the modEncode protocol (http://

www.modencode.org/). The antibody used for H3K9me2 (abcam 1220) was validated by modEn-

code and showed high consistency between lots (Egelhofer et al., 2011). For each strain, there

were at least two replicates and each IP replicate had a matching input. ChIP-Seq libraries were pre-

pared with NuGen Ovation Ultralow Library Systems V2 (San Carlos, CA) and sequenced on Illumina

Hi-Seq with 100 bp, paired-end reads. RNAs were extracted from embryos that were collected using

the same procedures using the RNeasy Plus kit (Qiagen). There were two replicates for each strain.

RNA-Seq libraries were prepared using Illumina TruSeq and sequenced on Illumina Hi-Seq with 100

bp, paired-end reads.

TE calls
We used highly conservative euchromatin-heterochromatin boundaries: 0.5 Mb distal from those

reported previously for D. melanogaster (Riddle et al., 2011). For D. simulans, we used boundaries

that are 0.5 Mb distal from the sharp transition in H3K9me2 enrichment, based on our ChIP-Seq

data. For all the analyses reported, we excluded TEs, genes, and sequences in heterochromatic

regions. For D. melanogaster strains, we used TE insertions reported with strong confidence (cover-

age ratio greater than or equal to 3; [Rahman et al., 2015]). TEs that are shared between two RAL

strains, in shared H3K9me2 peaks in euchromatin (called by MACS2 and present in both strains, see

below), and/or in exons were also excluded. TEs in the D. simulans genome were annotated accord-

ing to (Chiu et al., 2013), using blastn (Camacho et al., 2009). In brief, we used the blast hit with

smallest e-value and excluded a putative insertion when the blast hit had the same smallest e-value

for more than one TE family. We required a putative TE call to have at least 100 bp, at least 80%

identity to canonical TEs, and merged TE calls of the same family and within 500 bp. TEs of different

families but were within 2 kb were called as putative TE clusters and excluded from the analysis. In

both species, we excluded INE-1 TEs, most which are relicts of a TE family that experienced an

ancient burst of transposition events and are now mostly fixed in populations (Kapitonov and Jurka,

2003; Singh and Petrov, 2004). Our study included 255 TEs for the Oregon-R strain, 419 TEs for

RAL strains, and 349 TEs for the D. simulans strain.

ChIP-Seq data analysis
Raw reads were processed with trim-galore (‘Babraham Bioinformatics - Trim Galore!”) to remove

adaptors and low quality sequences. Processed reads were mapped to release six reference D.

Lee and Karpen. eLife 2017;6:e25762. DOI: 10.7554/eLife.25762 20 of 31

Research article Genomics and Evolutionary Biology

http://www.modencode.org/
http://www.modencode.org/
https://www.bioinformatics.babraham.ac.uk/projects/trim_galore/
http://dx.doi.org/10.7554/eLife.25762


melanogaster genome (Hoskins et al., 2015) or release two reference D. simulans genome

(Hu et al. 2013), using bwa mem with default parameters (v 0.7.5) (Li and Durbin, 2009). Reads

with mapping quality score lower than 30 were filtered using samtools (Li, 2011) and excluded from

further analysis. We used Macs2 with a liberal significance threshold (p=0.2) to generate peak calls

for IDR (irreproducible rate) analysis (Li et al., 2011), which evaluates the reproducibility of ChIP rep-

licates. Replicates for our samples had low IDRs (Figure 2—figure supplement 3 and Figure 8—fig-

ure supplement 2), and were combined to generate a single H3K9me2 fold enrichment track

(between IP and matching input) for each sample. Our analyses were based these fold-enrichment

tracks.

The baseline H3K9me2 enrichment level is slightly different between the two D. melanogaster

strains, potentially due to technical and/or biological reasons. As the enrichment of repressive epige-

netic marks is generally confined to 10 kb from TEs (Lee 2015), we used the H3K9me2 enrichment

levels 20–40 kb upstream and downstream of each TE insertion to normalize the background levels

between the two strains. For each annotated TE insertion, we divided its flanking 20 kb upstream

and 20 kb downstream sequences into 20 nonoverlapping 1 kb windows respectively (Figure 2—fig-

ure supplement 1). We then used Mann-Whitney U test to assess if H3K9me2 enrichment in the ith

upstream and downstream windows differs significantly between the two strains. The most distant

windows considered are 20 kb from TE insertions. The ‘extent of H3K9me2 spread’ is the farthest

windows in which the H3K9me2 enrichment is consecutively and significantly higher in the strain with

TE. When the farthest windows are different between the left and right sides of a TE insertion, we

used the window closer to TE for the ‘extent of H3K9me2 spread’ (to be conservative). The ‘%

increase of H3K9me2’ is the difference of median H3K9me2 enrichment between the two strains in

the 0–1 kb windows immediately next to TEs (with TE strain minus without TE strain), divided by the

enrichment level for the strain without TE.

For D. simulans TEs, we calculated relative fold enrichment with respect to the median H3K9me2

fold enrichment at flanking 20–40 kb upstream or downstream sequences, whichever had a higher

median (to be conservative). D. melanogaster data were also analyzed using this method to allow

between-species comparisons. We again used Mann-Whitney U test to assess if the relative

H3K9me2 enrichment in a window is significantly higher than one, the background level of relative

fold enrichment. Here, the ‘extent of spread’ is the farthest window in which the relative fold enrich-

ment is consecutively and significantly higher than one. The ‘increase in fold enrichment’ is the

median relative fold enrichment in the 0–1 kb window immediately next to TE, minus one. To evalu-

ate the performance of this method, we compared D. melanogaster results using this method to

those based on normalization between strains. We found significant correlations between the two

approaches for indexes of TE’s epigenetic effects (Spearman rank � = 0.63 (extent of H3K9me2

spread) and 0.68 (increase in H3K9me2 enrichment), p<10�16 for both). The calls for the presence of

epigenetic effects (extent of spread at least 1 kb) were consistent between the two methods for

73.3% of TEs. Among TEs with inconsistent results, 67.8% (18.1% of all TEs) were called as ‘no epi-

genetic effect’ by the single-genome method but ‘with epigenetic effect’ by the method that incor-

porate both strains, suggesting that the single-genome method is overall more conservative in

estimating the epigenetic effects of TEs. For 80% of the TEs, the estimated extents of spread were

either the same or differ within 2 kb between the two methods.

We estimated the percentage of sites annotated as simple repeats in a 10 kb window around

each TE insertion (based on the repeat-masked release 6 D. melanogaster genome from https://

genome.ucsc.edu/). Recombination rate estimates for TE insertions were interpolated from

(Comeron et al., 2012), which reported average recombination rate of D. melanogaster in 1 Mb

window. For TE-family level analysis, we only considered TE families with at least two observations.

Abundance of each TE family is based on (Kofler et al., 2015). Ovarian piRNA sequences for two

wildtype strains (w1118 and wK) were from (Brennecke et al., 2008; Kelleher et al., 2012), and the

normalized count estimates of each TE family were from (Kelleher and Barbash, 2013). We used

two endo-siRNA datasets: (1) the reported counts of endo-siRNA (excluded pre-microRNAs) in adult

heads for each TE family (Ghildiyal et al., 2008), and (2) endo-siRNAs generated by Ago2 pull-down

libraries from ovaries (Czech and Hannon, 2011). The raw endo-siRNA sequences were processed

with trim-galore, mapped with bwa aln to all annotated TEs in D. melanogaster reference genome,

and counted for each TE family. For both piRNAs (from [Kelleher and Barbash, 2013]) and siRNAs,

those that mapped to more than one TE families were excluded from the analysis.
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For gene-based analysis, we calculated average fold enrichment over gene bodies for each repli-

cate and used quantile-normalization. We calculated a z-score for each gene (mean H3K9me2 enrich-

ment of allele with nearby TE – mean H3K9me2 enrichment of allele lacking nearby TE)/(mean

standard deviation of both strains). Our analysis excluded genes with ambiguous TE presence/

absence status (such as a gene with TE within 2 kb in one strain but with TE within 5 kb in the other

strain). We used D. melanogaster annotation 6.07 and D. simulans annotation 2.01.

ChIP-Seq data from Oregon-R were downloaded from the modEncode website (http://www.mod-

encode.org/) and analyzed with the same procedures.

RNA-seq analysis
Raw reads were processed with trim-galore, followed by mapping to release six reference D. mela-

nogaster genome (Hoskins et al., 2015) or release two reference D. simulans genome (Hu et al.

2013) using TopHat with default parameters (Trapnell et al., 2009). We used htseq-count

(Anders et al., 2015) to count the number of reads mapping to exons and used DESeq2

(Love et al., 2014) to normalize and estimate expressional fold change between the two D. mela-

nogaster strains. Estimates of transcript abundance were highly correlated between biological repli-

cates (Pearson’s r = 0.98 (RAL315), 0.97 (RAL360), and 0.88 (D. simulans), p<10�16 for all). We only

analyzed genes annotated as expressed in 4–8 hr embryos by the modEncode developmental time

course study (Graveley et al., 2011). Indeed, genes annotated as no or extremely low expression in

4–8 hr embryos in the modEncode study have much fewer mapped reads than other genes in our

RNA-seq data (median for RPKM, RAL315: 0.058 (not expressed) vs 13.16 (other genes), RAL360:

0.031 (not expressed) vs 12.70 (other genes), Mann-Whitney U test, p<10�16 for both). To investi-

gate the functional consequence of TE-induced enrichment of repressive epigenetic marks, we cate-

gorized protein-coding genes according to their epigenetic states (RAL 315 or RAL360 higher?) and

RNA transcript levels (RAL 315 or RAL360 higher?) in the two strains. The proportion of genes with

predicted TE-induced epigenetic states and RNA transcript levels (higher H3K9me2 enrichment and

lower expression for alleles adjacent to TEs) for genes with TEs in 10 kb were compared to other

genes in the genome using Fisher’s Exact Test (also see Figure 7).

To compare expression levels between the two species, we used RPKM (reads per kilobase per

million reads) and ranked genes from highest (small rank) to lowest (large rank) expression in each

library. Z-score was calculated as (mean rank of D. melanogaster – mean rank of D. simulans)/mean

standard deviation. A negative z-score represents higher expression in D. melanogaster while a posi-

tive z-score represents higher expression in D. simulans.

TE population frequency analysis
Raw reads from Drosophila Population Genomic Project (DPGP) 3 (Lack et al., 2015) were mapped

to release six D. melanogaster reference genome using bwa mem with default parameters. Reads

mapping within 500 bp upstream or downstream of TE insertion sites were parsed out using sam-

tools. Parsed reads were assembled using phrap (Ewing and Green, 1998) following parameters in

(Cridland et al., 2013). Assembled contigs were aligned against repeat-masked release six D. mela-

nogaster genome using blastn. If one of the contigs spanned over at least 50 bp on both sides of a

TE insertion site, the TE was called absent in the analyzed genome. If no contigs spanned the TE

insertion site, contigs were aligned against canonical TE sequences and sequences of all TEs in the

reference D. melanogaster genome using blastn. When there were blast hits to TE sequences, a TE

was called present if there was a contig aligning at least 30 bp left or right of the TE insertion site

without spanning the insertion site. All other scenarios were called as missing data. For population

frequency analysis, we only included TEs that have at least 100 alleles (out of 197 alleles) called in

DPGP3 genomes.

A large proportion of the analyzed TE insertions (68.5%) has zero population frequencies in the

Zambian population (Figure 5—figure supplement 1). Accordingly, in some analyses, we also cate-

gorized TEs into those that are present in the Zambian population (‘high frequency’ TEs) and those

that are absent (‘low frequency’ TEs). To account for the influence of TE family identity on TE’s popu-

lation frequencies, we performed regression analysis using generalized linear model and generalized

mixed linear model. Population frequencies of TE insertions (response variable) were treated as

either dichotomous variable (‘high frequency’ TE or not) or count (the number of individuals in which
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a TE insertion is present). Because the distribution of TE count is overdispersed (i.e. the variance is

greater than the mean), we modeled the TE count as having either ‘quasipoission’ or ‘negative bino-

mial’ distribution. The influence of TE family identity was modeled as either fixed effect (generalized

linear model) or random effect (generalized mixed linear model). The two indexes for the epigenetic

effects of TEs (‘extent of H3K9me2 spread’ and ‘% increase in H3K9me2 enrichment’) were analyzed

separately. Regression models used were:

logit p ~ TE0s epigenetic effects ðeither }extent of H3K9me2 spread} or

}% increase in H3K9me2 enrichment}Þþ family

TE count ~ TE0s epigenetic effectsþ family

where logit p is the log odds of whether a TE is observed in the Zambia population (‘high frequency’

TEs). We used MASS (Venables and Ripley, 2002) for negative binomial regression and lme4

(Bates et al., 2015) for generalized mixed linear models in R.

Heterochromatic repeat content
Identifying heterochromatic repeats
To identify repeats enriched in heterochromatic regions, we used KMC2 (Deorowicz et al., 2015) to

quantify the number of 12-mers in IP and Input libraries from the H3K9me2 ChIP-seq experiments.

To normalize between sequencing libraries, we divided the counts of 12-mers by the number of

reads that mapped uniquely to the reference genome with at least 30 mapping quality score. The

idea is to have a measure of the abundance of repetitive sequence relative to the single-copy

regions of the genome. To find 12-mers enriched with H3K9me2, we divided the normalized counts

from IP libraries by the normalized counts in corresponding Input libraries, and considered 12-mers

with at least 1.5 fold enrichment with H3K9me2 as enriched in heterochromatic regions.

Quantifying the amount of heterochromatic repeats
We used pooled-genome sequencing of D. melanogaster and D. simulans data from (Kofler et al.,

2015) to quantify the amount of heterochromatic repeats in these two species. It is worth noting

that in (Kofler et al., 2015), libraries of these two species were prepared and sequenced in pairs,

which minimized technical variations. We used KMC2 with the same parameters to count the number

of H3K9me2 enriched 12-mers in each library. To account for the different completeness of refer-

ence genomes for D. melanogaster and D. simulans, and the variation in sequencing coverage

between samples, we counted the number of reads mapped uniquely and with at least 30 mapping

quality score to Flybase annotated orthologous exonic regions. Numbers of H3K9me2 enriched 12-

mers were then normalized with sequencing coverage in these orthologous exonic regions. Results

Table 3. Comparisons of H3K9me2 enriched 12-mers between D. melanogaster and D. simulans using different normalization and

thresholds. Raw counts of H3K9me2 enriched 12-mers were normalized by read coverage of either the orthologous exonic regions or

all orthologous genomic regions. ‘Fold enrichment threshold’ is the threshold for a 12-mer to be considered as H3K9me2 enriched in

the ChIP-Seq data. ‘% of 12-mers’ is the proportion of H3K9me2 enriched 12-mers among all 12-mers.

ANOVA p-value

normalization fold enrichment threshold % of total 12-mers Species library preparation method

exon reads 1.5 20.21% 1.29E-04 1.43E-07

exon reads 2 12.89% 8.62E-05 1.28E-07

exon reads 3 6.41% 1.01E-02 1.55E-07

all reads 1.5 20.21% 2.07E-09 2.40E-05

all reads 2 12.89% 5.14E-11 1.70E-05

all reads 3 6.41% 1.60E-03 1.20E-02

DOI: 10.7554/eLife.25762.029
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using different fold enrichment thresholds to identify H3K9me2 enriched 12-mers or using different

normalization metrics gave consistent results (Table 3).
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Agren JÅ, Wang W, Koenig D, Neuffer B, Weigel D, Wright SI. 2014. Mating system shifts and transposable
element evolution in the plant genus Capsella. BMC Genomics 15:602. doi: 10.1186/1471-2164-15-602,
PMID: 25030755

Ahmed I, Sarazin A, Bowler C, Colot V, Quesneville H. 2011. Genome-wide evidence for local DNA methylation
spreading from small RNA-targeted sequences in Arabidopsis. Nucleic Acids Research 39:6919–6931. doi: 10.
1093/nar/gkr324, PMID: 21586580

Aminetzach YT, Macpherson JM, Petrov DA. 2005. Pesticide resistance via transposition-mediated adaptive
gene truncation in Drosophila. Science 309:764–767. doi: 10.1126/science.1112699, PMID: 16051794

Anders S, Pyl PT, Huber W. 2015. HTSeq–a Python framework to work with high-throughput sequencing data.
Bioinformatics 31:166–169. doi: 10.1093/bioinformatics/btu638, PMID: 25260700

Aravin AA, Sachidanandam R, Bourc’his D, Schaefer C, Pezic D, Toth KF, Bestor T, Hannon GJ. 2008. A piRNA
pathway primed by individual transposons is linked to de novo DNA methylation in mice. Molecular Cell 31:
785–799. doi: 10.1016/j.molcel.2008.09.003, PMID: 18922463

Aravin AA, Sachidanandam R, Girard A, Fejes-Toth K, Hannon GJ. 2007. Developmentally regulated piRNA
clusters implicate MILI in transposon control. Science 316:744–747. doi: 10.1126/science.1142612,
PMID: 17446352

Arkhipova I, Meselson M. 2000. Transposable elements in sexual and ancient asexual taxa. PNAS 97:14473–
14477. doi: 10.1073/pnas.97.26.14473, PMID: 11121049
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González J, Lenkov K, Lipatov M, Macpherson JM, Petrov DA. 2008. High rate of recent transposable element-
induced adaptation in Drosophila Melanogaster. PLoS Biology 6:e251. doi: 10.1371/journal.pbio.0060251,
PMID: 18942889

Gowen JW, Gay EH. 1933. Effect of temperature on eversporting eye color in Drosophila Melanogaster. Science
77:312. doi: 10.1126/science.77.1995.312, PMID: 17820329

Gowen JW, Gay EH. 1934. Chromosome Constitution and Behavior in Eversporting and Mottling in Drosophila
Melanogaster. Genetics 19:189–208. PMID: 17246719

Graveley BR, Brooks AN, Carlson JW, Duff MO, Landolin JM, Yang L, Artieri CG, van Baren MJ, Boley N, Booth
BW, Brown JB, Cherbas L, Davis CA, Dobin A, Li R, Lin W, Malone JH, Mattiuzzo NR, Miller D, Sturgill D, et al.
2011. The developmental transcriptome of Drosophila Melanogaster. Nature 471:473–479. doi: 10.1038/
nature09715, PMID: 21179090

Grewal SI, Elgin SC. 2007. Transcription and RNA interference in the formation of heterochromatin. Nature 447:
399–406. doi: 10.1038/nature05914, PMID: 17522672

Groth SB, Blumenstiel JP. 2017. Horizontal transfer can drive a Greater Transposable element load in large
populations. Journal of Heredity 108:36–44. doi: 10.1093/jhered/esw050, PMID: 27558983

Gu T, Elgin SC. 2013. Maternal depletion of Piwi, a component of the RNAi system, impacts heterochromatin
formation in Drosophila. PLoS Genetics 9:e1003780. doi: 10.1371/journal.pgen.1003780, PMID: 24068954

Gunawardane LS, Saito K, Nishida KM, Miyoshi K, Kawamura Y, Nagami T, Siomi H, Siomi MC. 2007. A slicer-
mediated mechanism for repeat-associated siRNA 5’ end formation in Drosophila. Science 315:1587–1590.
doi: 10.1126/science.1140494, PMID: 17322028

Hearn MG, Hedrick A, Grigliatti TA, Wakimoto BT. 1991. The effect of modifiers of position-effect variegation on
the variegation of heterochromatic genes of Drosophila Melanogaster. Genetics 128:785–797. PMID: 1916244

Hill WG, Robertson A. 1966. The effect of linkage on limits to artificial selection. Genetical Research 8:269–294.
doi: 10.1017/S0016672300010156, PMID: 5980116

Hollister JD, Gaut BS. 2009. Epigenetic silencing of transposable elements: a trade-off between reduced
transposition and deleterious effects on neighboring gene expression. Genome Research 19:1419–1428.
doi: 10.1101/gr.091678.109, PMID: 19478138

Hollister JD, Smith LM, Guo YL, Ott F, Weigel D, Gaut BS. 2011. Transposable elements and small RNAs
contribute to gene expression divergence between Arabidopsis thaliana and Arabidopsis lyrata. PNAS 108:
2322–2327. doi: 10.1073/pnas.1018222108, PMID: 21252301

Hoskins RA, Carlson JW, Kennedy C, Acevedo D, Evans-Holm M, Frise E, Wan KH, Park S, Mendez-Lago M,
Rossi F, Villasante A, Dimitri P, Karpen GH, Celniker SE. 2007. Sequence finishing and mapping of Drosophila
Melanogaster heterochromatin. Science 316:1625–1628. doi: 10.1126/science.1139816, PMID: 17569867

Hoskins RA, Carlson JW, Wan KH, Park S, Mendez I, Galle SE, Booth BW, Pfeiffer BD, George RA, Svirskas R,
Krzywinski M, Schein J, Accardo MC, Damia E, Messina G, Méndez-Lago M, de Pablos B, Demakova OV,
Andreyeva EN, Boldyreva LV, et al. 2015. The Release 6 reference sequence of the Drosophila Melanogaster
genome. Genome Research 25:445–458. doi: 10.1101/gr.185579.114, PMID: 25589440

Hu TT, Eisen MB, Thornton KR, Andolfatto P. 2013. A second-generation assembly of the Drosophila simulans
genome provides new insights into patterns of lineage-specific divergence. Genome Research 23:89–98.
doi: 10.1101/gr.141689.112, PMID: 22936249

Huisinga KL, Riddle NC, Leung W, Shimonovich S, McDaniel S, Figueroa-Clarevega A, Elgin SC. 2016. Targeting
of P-Element Reporters to Heterochromatic domains by transposable element 1360 in Drosophila
Melanogaster. Genetics 202:565–582. doi: 10.1534/genetics.115.183228, PMID: 26680659

Lee and Karpen. eLife 2017;6:e25762. DOI: 10.7554/eLife.25762 27 of 31

Research article Genomics and Evolutionary Biology

http://dx.doi.org/10.1016/s1937-6448(08)01801-7
http://dx.doi.org/10.1101/cshperspect.a017780
http://www.ncbi.nlm.nih.gov/pubmed/23906716
http://dx.doi.org/10.1186/s12862-015-0339-8
http://www.ncbi.nlm.nih.gov/pubmed/25896861
http://dx.doi.org/10.1101/gr.8.3.186
http://www.ncbi.nlm.nih.gov/pubmed/9521922
http://www.ncbi.nlm.nih.gov/pubmed/4448362
http://dx.doi.org/10.1038/nrg2337
http://www.ncbi.nlm.nih.gov/pubmed/18368054
http://dx.doi.org/10.1016/S0959-437X(05)80108-X
http://dx.doi.org/10.1016/S0959-437X(05)80108-X
http://www.ncbi.nlm.nih.gov/pubmed/1335807
http://dx.doi.org/10.1126/science.1157396
http://www.ncbi.nlm.nih.gov/pubmed/18403677
http://dx.doi.org/10.1016/j.tcb.2008.01.004
http://www.ncbi.nlm.nih.gov/pubmed/18282709
http://dx.doi.org/10.1038/nature04917
http://www.ncbi.nlm.nih.gov/pubmed/16751776
http://dx.doi.org/10.1016/S0065-2660(07)00001-6
http://www.ncbi.nlm.nih.gov/pubmed/18282501
http://dx.doi.org/10.1371/journal.pbio.0060251
http://www.ncbi.nlm.nih.gov/pubmed/18942889
http://dx.doi.org/10.1126/science.77.1995.312
http://www.ncbi.nlm.nih.gov/pubmed/17820329
http://www.ncbi.nlm.nih.gov/pubmed/17246719
http://dx.doi.org/10.1038/nature09715
http://dx.doi.org/10.1038/nature09715
http://www.ncbi.nlm.nih.gov/pubmed/21179090
http://dx.doi.org/10.1038/nature05914
http://www.ncbi.nlm.nih.gov/pubmed/17522672
http://dx.doi.org/10.1093/jhered/esw050
http://www.ncbi.nlm.nih.gov/pubmed/27558983
http://dx.doi.org/10.1371/journal.pgen.1003780
http://www.ncbi.nlm.nih.gov/pubmed/24068954
http://dx.doi.org/10.1126/science.1140494
http://www.ncbi.nlm.nih.gov/pubmed/17322028
http://www.ncbi.nlm.nih.gov/pubmed/1916244
http://dx.doi.org/10.1017/S0016672300010156
http://www.ncbi.nlm.nih.gov/pubmed/5980116
http://dx.doi.org/10.1101/gr.091678.109
http://www.ncbi.nlm.nih.gov/pubmed/19478138
http://dx.doi.org/10.1073/pnas.1018222108
http://www.ncbi.nlm.nih.gov/pubmed/21252301
http://dx.doi.org/10.1126/science.1139816
http://www.ncbi.nlm.nih.gov/pubmed/17569867
http://dx.doi.org/10.1101/gr.185579.114
http://www.ncbi.nlm.nih.gov/pubmed/25589440
http://dx.doi.org/10.1101/gr.141689.112
http://www.ncbi.nlm.nih.gov/pubmed/22936249
http://dx.doi.org/10.1534/genetics.115.183228
http://www.ncbi.nlm.nih.gov/pubmed/26680659
http://dx.doi.org/10.7554/eLife.25762


Hutvagner G, Simard MJ. 2008. Argonaute proteins: key players in RNA silencing. Nature Reviews Molecular
Cell Biology 9:22–32. doi: 10.1038/nrm2321, PMID: 18073770

Kaiser VB, Bachtrog D. 2010. Evolution of sex chromosomes in insects. Annual Review of Genetics 44:91–112.
doi: 10.1146/annurev-genet-102209-163600, PMID: 21047257

Kaminker JS, Bergman CM, Kronmiller B, Carlson J, Svirskas R, Patel S, Frise E, Wheeler DA, Lewis SE, Rubin
GM, Ashburner M, Celniker SE. 2002. The transposable elements of the Drosophila melanogaster euchromatin:
a genomics perspective. Genome Biology 3:research0084.1–research0084.2. doi: 10.1186/gb-2002-3-12-
research0084, PMID: 12537573

Kapitonov VV, Jurka J. 2003. Molecular paleontology of transposable elements in the Drosophila Melanogaster
genome. PNAS 100:6569–6574. doi: 10.1073/pnas.0732024100, PMID: 12743378

Kawakatsu T, Huang SS, Jupe F, Sasaki E, Schmitz RJ, Urich MA, Castanon R, Nery JR, Barragan C, He Y, Chen H,
Dubin M, Lee CR, Wang C, Bemm F, Becker C, O’Neil R, O’Malley RC, Quarless DX, Schork NJ, et al. 2016.
Epigenomic diversity in a global collection of Arabidopsis thaliana Accessions. Cell 166:492–505. doi: 10.1016/j.
cell.2016.06.044, PMID: 27419873

Kelleher ES, Barbash DA. 2013. Analysis of piRNA-mediated silencing of active TEs in Drosophila Melanogaster
suggests limits on the evolution of host genome defense. Molecular Biology and Evolution 30:1816–1829.
doi: 10.1093/molbev/mst081, PMID: 23625890

Kelleher ES, Edelman NB, Barbash DA. 2012. Drosophila interspecific hybrids phenocopy piRNA-pathway
mutants. PLoS Biology 10:e1001428. doi: 10.1371/journal.pbio.1001428, PMID: 23189033

Kharchenko PV, Alekseyenko AA, Schwartz YB, Minoda A, Riddle NC, Ernst J, Sabo PJ, Larschan E, Gorchakov
AA, Gu T, Linder-Basso D, Plachetka A, Shanower G, Tolstorukov MY, Luquette LJ, Xi R, Jung YL, Park RW,
Bishop EP, Canfield TK, et al. 2011. Comprehensive analysis of the chromatin landscape in Drosophila
Melanogaster. Nature 471:480–485. doi: 10.1038/nature09725, PMID: 21179089

Klattenhoff C, Theurkauf W. 2008. Biogenesis and germline functions of piRNAs. Development 135:3–9. doi: 10.
1242/dev.006486, PMID: 18032451

Klenov MS, Lavrov SA, Stolyarenko AD, Ryazansky SS, Aravin AA, Tuschl T, Gvozdev VA. 2007. Repeat-
associated siRNAs cause chromatin silencing of retrotransposons in the Drosophila Melanogaster germline.
Nucleic Acids Research 35:5430–5438. doi: 10.1093/nar/gkm576, PMID: 17702759

Kofler R, Betancourt AJ, Schlötterer C. 2012. Sequencing of pooled DNA samples (Pool-Seq) uncovers complex
dynamics of transposable element insertions in Drosophila Melanogaster. PLoS Genetics 8:e1002487. doi: 10.
1371/journal.pgen.1002487, PMID: 22291611

Kofler R, Nolte V, Schlötterer C. 2015. Tempo and Mode of transposable element activity in Drosophila. PLOS
Genetics 11:e1005406. doi: 10.1371/journal.pgen.1005406, PMID: 26186437

Kouzarides T. 2007. Chromatin modifications and their function. Cell 128:693–705. doi: 10.1016/j.cell.2007.02.
005, PMID: 17320507

Lack JB, Cardeno CM, Crepeau MW, Taylor W, Corbett-Detig RB, Stevens KA, Langley CH, Pool JE. 2015. The
Drosophila genome nexus: a population genomic resource of 623 Drosophila Melanogaster genomes, including
197 from a single ancestral range population. Genetics 199:1229–1241. doi: 10.1534/genetics.115.174664,
PMID: 25631317

Langley CH, Brookfield JF, Kaplan N. 1983. Transposable elements in mendelian populations. I. A theory.
Genetics 104:457–471. PMID: 17246142

Langley CH, Montgomery E, Hudson R, Kaplan N, Charlesworth B. 1988. On the role of unequal exchange in the
containment of transposable element copy number. Genetical Research 52:223–235. doi: 10.1017/
S0016672300027695, PMID: 2854088

Le Thomas A, Rogers AK, Webster A, Marinov GK, Liao SE, Perkins EM, Hur JK, Aravin AA, Tóth KF. 2013. Piwi
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