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DNA transposons mediate duplications via
transposition-independent and -dependent
mechanisms in metazoans
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Yaqiong Zhang1,2, Xinying Zhang1,3, Jieyu Shen 1,2,3, Danyang Wang3,5, Graham L. Banes 6,7,

Zhihua Zhang3,5, Jianmin Wu 4, Xun Huang 3,8, Hua Chen 3,9,10, Siqin Ge1,3, Chun-Long Chen 11,12✉ &

Yong E. Zhang 1,2,3,10,13✉

Despite long being considered as “junk”, transposable elements (TEs) are now accepted as

catalysts of evolution. One example is Mutator-like elements (MULEs, one type of terminal

inverted repeat DNA TEs, or TIR TEs) capturing sequences as Pack-MULEs in plants. How-

ever, their origination mechanism remains perplexing, and whether TIR TEs mediate dupli-

cation in animals is almost unexplored. Here we identify 370 Pack-TIRs in 100 animal

reference genomes and one Pack-TIR (Ssk-FB4) family in fly populations. We find that single-

copy Pack-TIRs are mostly generated via transposition-independent gap filling, and multicopy

Pack-TIRs are likely generated by transposition after replication fork switching. We show that

a proportion of Pack-TIRs are transcribed and often form chimeras with hosts. We also find

that Ssk-FB4s represent a young protein family, as supported by proteomics and signatures of

positive selection. Thus, TIR TEs catalyze new gene structures and new genes in animals via

both transposition-independent and -dependent mechanisms.
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Transposable elements (TEs), including retrotransposons
and DNA transposons, occupy a significant portion of
eukaryotic genomes1. Although long considered “junk

DNA”2, TEs are now widely accepted as catalysts of genetic
innovations by directly contributing to regulatory or coding
sequences3,4 and mediating sequence changes such as duplica-
tions or deletions5,6. The mechanism responsible for the gen-
eration of duplicates affects their evolutionary trajectories7,8.
Duplicates generated by TEs are more likely to evolve new
structures or functions due to the formation of chimeric tran-
scripts or changes in the regulatory context9–11. Therefore, the
mechanism through which TEs mediate duplications is of broad
interest.

Studies, including ours, have shown that long terminal repeats
(LTRs) and non-LTR retrotransposons, such as L1 or SVA ele-
ments, mediate the retroduplication of host messenger RNAs
(mRNAs) in animals and plants10,12–15. Among DNA transpo-
sons, Helitrons duplicate non-TE sequences in animals and
plants16,17, whereas terminal inverted repeat TE (TIR TE)-
mediated duplications have often been studied in plants but not
in animals18,19. Two anecdotal studies in animals show that P
elements in Drosophila capture sequences via two mechanisms
upon artificial activation of the transposase. First, P elements
together with flanking sequences are subject to transposition
under transduction (also called the end bypass model, Supple-
mentary Fig. 1a) and thereby accidentally use the downstream
sequence as the TIR20. Second, P elements capture sequences
under the gap-filling model21. In this model, double-strand
breaks (DSBs) occur in two scenarios: (1) the internal sites are
broken, possibly induced by secondary structures22,23 (Supple-
mentary Fig. 1b); or (2) complete TEs are excised due to
transposition24 (Supplementary Fig. 1c). During the repair, the
template could switch from the sister strand to adjacent external
sequences (called fillers) in 3D proximity, leading to the capture
of fillers21,25. The whole process in the former scenario (Sup-
plementary Fig. 1b) is transposition-independent.

In contrast, TIR TE-capturing sequences have been extensively
studied in plants, particularly rice: one type of TIR TE called
Mutator-like element (MULE) generates Pack-MULEs (dupli-
cated internal sequences together with flanking MULEs)26–28.
One-third of Pack-MULEs are multicopy due to several rounds of
transposition, as indicated by distinct target site duplications
(TSDs, a hallmark of transposition)26. The internal sequences are
often duplicated in trans and derived from interchromosomal
sequences27,29. Because the source or parental copies are not
linked with MULEs or Pack-MULEs, the origination mechanism
of Pack-MULEs is incompatible with the end bypass model. The
gap-filling model has, therefore, been proposed27, but whether
duplication is associated with transposition remains unknown18.
Functionally, 40% of Pack-MULEs are transcribed28 and possibly
encode small RNAs or contribute to the 5′ untranslated region
(UTR) of host genes29,30. Protein-coding Pack-MULEs are rare,
and only one protease duplicated by a MULE (KI-MULE) has
been characterized. However, KI-MULE is likely not functional
given its repressed expression and heterochromatic location31.

Here, we consider whether Pack-TIRs (non-TE sequences with
flanking TIR TEs) are present in animals, and if so, how they
emerge and whether they are functional. To address these ques-
tions, we focus on young Pack-TIRs, which more likely retain
sequence features indicating their origination mechanism com-
pared with older Pack-TIRs. We identify a conservative dataset
that includes 370 Pack-TIRs in 100 animal reference genomes
and one Pack-TIR (Ssk-FB4, the gene Ssk amplified by one TIR
TE called FB4) family in D. melanogaster populations. Sequence
analyses of these Pack-TIRs suggest that single-copy Pack-TIRs
are mostly generated via a transposition-independent gap-filling

process, whereas the birth of multicopy Pack-TIRs is compatible
with a new model, which we describe as replication Fork Stalling,
Template Switching and Transposition (FoSTeST). Furthermore,
we find that an appreciable proportion of Pack-TIRs are tran-
scribed and often chimeric with neighboring genes, and Ssk-FB4s
may represent one of the youngest functional protein families
supported by unique mass spectrometry (MS) peptides and sig-
natures of positive selection. In summary, TIR TEs generate new
gene structures and new genes in animals via both transposition-
independent and -dependent mechanisms.

Results
Hundreds of young Pack-TIRs were identified in animal
reference genomes and population resequencing data of D.
melanogaster. To generate a comprehensive view of Pack-TIRs
during animal evolution, we targeted both reference genomes and
population resequencing data (“Methods”). We scanned 100
animal genomes available in the UCSC Genome Browser
database32, which consists of 81 vertebrates (including 57 mam-
mals) and 19 invertebrates. We identified 370 young Pack-TIRs
for which both TIR TEs and parental copies of captured
sequences could be unambiguously identified. For population
analyses, we focused on D. melanogaster given the ease of the
experiments and the availability of resequencing data generated
with the D. melanogaster Genetic Reference Panel (DGRP)33, and
we identified one multicopy Pack-TIR family, Ssk-FB4s.

The distribution, copy number, and origination timing of
Pack-TIRs in reference genomes suggest a transposition-
independent birth process. To produce an overview of Pack-
TIRs harbored by the reference genomes, we analyzed their dis-
tribution across species and TE superfamilies. We found that 370
Pack-TIRs were scattered across 55 species with a median num-
ber of 4 (Fig. 1a and Supplementary Data 1). The number of
Pack-TIRs was correlated with that of consensus TIR TEs in each
animal, with approximately two Pack-TIRs per 10,000 TIR TEs
(Fig. 1b, R2= 0.60). Consistent with the literature34, zebrafish,
western clawed frogs, and American alligators were found to be
the top three species, with each including more than 120,000
consensus TIR TEs (Supplementary Data 2). These species
accordingly encode relatively more Pack-TIRs (8, 25, and 38,
respectively). In contrast, probably due to the low content of TIR
TEs in birds and insects (median number of 268 and 36,
respectively), no Pack-TIR was identified within these species. We
found that the distribution of Pack-TIRs across TIR TE super-
families was analogous to the number of Pack-TIRs predicted
based on consensus TIR TEs in each superfamily (Fig. 1c, R2=
0.94). Most (323 or 87.2%) Pack-TIRs were associated with the
top two most common superfamilies, hAT (208) and TcMariner
(115) (Supplementary Data 1), which jointly contributed 81.8% of
the TIR TE content in the 100 species (Supplementary Data 2).
Although MULEs are active in rice, they are rare (median number
of 0) in animals, and no Pack-MULE has been identified in
reference genomes.

Because different TE families could exhibit different extents of
transposition activity, the linear relationship between the number
of Pack-TIRs and consensus TIR TEs appears to suggest a
transposition-independent duplication process. More direct
evidence came from the inactivity of many consensus TEs35,36.
In actuality, the consensus sequences of TEs tend to be short, with
a median length of only 374 base pairs (bp). Moreover, individual
TE copies are different from the consensus by a median
divergence value of 18.3% (Supplementary Data 1). These two
patterns suggest that TEs likely represent degenerate ancient
relics. We thus hypothesized that the majority of Pack-TIRs
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would be single-copy, due to the absence of a DNA TE mediating
replicative transposition. Consistently, we found only four (1.4%)
multicopy Pack-TIRs, including three cases in western clawed
frogs and one in American alligators (Supplementary Data 1). As
exemplified by one frog case, a 291-bp sequence derived from the
5′ untranslated region (UTR) of the CAPSL gene was captured by
hAT-N8_XT and amplified into three different chromosomes
(Fig. 1d). Multiple rounds of transposition were supported by
three distinct TSDs. However, even for frogs, the proportion of
multicopy Pack-TIRs was only 13.0% (3/23, Fig. 1d), which was
markedly lower (Fisher’s exact test, FET P= 0.026) than that of
Pack-MULEs observed in rice (36%, 481/1337)26.

We further tested the hypothesis of a transposition-
independent mechanism by examining the origination time of
Pack-TIRs along the phylogenetic tree of primates. DNA TEs
were transposable in early primate evolution but lost their activity
prior to the last ~37 million years (My)36. Consequently, if
duplication was dependent on transposition, Pack-TIRs should be
ancient and shared across multiple primates. By dating and
merging orthologous Pack-TIRs across 18 primates, we found 97
unique Pack-TIRs scattered at most branches (Fig. 1e and
Supplementary Data 3). As an example, the human genome

harbors 33 Pack-TIRs, including 12 cases directly called by our
pipeline (Fig. 1a) and 21 cases called at orthologous loci in
nonhuman primates but exhibiting slightly lower alignment
quality in humans (not passing the cutoffs, Supplementary Data 3,
4, “Methods”). For these 33 cases, the majority (22 or 66.7%) were
generated when DNA TEs were inactive (Fig. 1e), which
invalidates the transposition-dependent model.

In summary, the linear relationships among the numbers of
Pack-TIRs and consensus TEs, the prevalence of single-copy
Pack-TIRs, and the origination timing of Pack-TIRs in primates
jointly suggest that these were mainly generated via a
transposition-independent mechanism.

The location and sequence features of single-copy Pack-TIRs
indicate a gap-filling process. We further examined the location
and sequence features of Pack-TIRs and found three patterns
supporting the gap-filling model. First, the gap-filling model
predicts a cis duplication bias in which TEs preferentially capture
nearby sequences as fillers21. Consistently, for 281 unique Pack-
TIRs in the reference genomes (after controlling for redundant
ones in primates and multicopy cases, Supplementary Data 1),
TIR TEs capturing sequences from the same chromosome
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(intrachromosomal duplication) were widespread in animals
(59.8%, Fig. 2a). This proportion could be even higher because
different scaffolds possibly belong to the same chromosome in
species with only draft assemblies. The density of these intra-
chromosomal Pack-TIRs was negatively correlated with their
distance to the parental copies (Fig. 2b), which is similar to P
element-induced gap repair21. Furthermore, 160 (56.9%) Pack-
TIRs were situated in the proximity of parental copies (<15
kilobases or kb, Fig. 2a, b), and the distance in the majority of
these cases was less than 5 kb. Such a cis bias applies for both
species currently with active TEs, such as frogs (60.9%), and
species without active DNA TEs, such as humans (66.7%, Fig. 2a).
In contrast, multicopy Pack-TIRs were always located in distal
regions in either frogs (FET P= 0.047, Fig. 2a) or alligators
(Supplementary Fig. 2). Thus, single-copy Pack-TIRs showed a
universal cis bias across species with or without transposition
activity, which strongly suggested that these might result from a
transposition-independent gap-filling process.

Second, template switching in the gap-filling model is expected
to occur under the guidance of microsimilarity (a short, similar
sequence shared by the two templates; also called microhomol-
ogy, which was used hereafter) shared by TEs and fillers25.
Consistently, we found that microhomology (1–36 bp with a
median of 2 bp) was present in at least one breakpoint of 190
(67.6%) Pack-TIRs (Fig. 2c). Such a pattern applies for both intra-

and interchromosomal Pack-TIRs and single-copy or multicopy
Pack-TIRs (Fig. 2d). We took the breakpoints of 33 human Pack-
TIRs as examples to examine whether the microhomology length
could be explained by the random association of TEs and fillers
(“Methods”). Most (84.4%) did not adhere to the chance effect (P
< 0.05, Supplementary Fig. 3), which supports the significance of
microhomology during template switching.

Third, the gap-filling process induced by the fragile site
(Supplementary Fig. 1b) might indicate a longer waiting time
between TE insertion and non-TE sequence capture compared
with that obtained with the process induced by active transposon
excision (Supplementary Fig. 1c). Thus, TIR TEs without
duplications should be present at the orthologous locus of
outgroup species if duplications are specific to the focal species or
lineages. We tested this hypothesis in primates due to their
densely sampled phylogeny (Fig. 1e). The majority (91 out of 97,
or 94%) fit the expected scenario where orthologous TIR TEs
without duplications existed in the outgroup species (Supple-
mentary Data 3). Taking Pack-Tigger1 (a TcMariner element) in
gibbons as an example, all four outgroup primates encode
orthologous Tigger1 (Fig. 2e). The analysis of five other Pack-
TIRs revealed that no orthologous TEs or TSDs (excision relics)
could be detected in related primates (Supplementary Fig. 4a–e).
Because these five cases were from sparsely sampled lineages (e.g.,
tarsier, Fig. 1e), the absence of homologous TEs could be
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indicate positions closer to the terminals. The two-sided Kolmogorov-Smirnov test was used to calculate the P-value.
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explained by the lack of closely related outgroups. The last Pack-
TIR was shared by primates (Supplementary Fig. 4f), which
suggested its ancient origin. Thus, we could not accurately infer
its origination process.

Finally, we analyzed whether DSBs induced by breaks within
TEs (Supplementary Fig. 1b) or by TE excisions via transposition
(Supplementary Fig. 1c) initiated the gap-filling process. We
expected that the abortive gap repair in the latter scenario would
generate larger deletions with breakpoints biased to the terminals
of TEs compared with those obtained in the former scenario. We
found evidence compatible with the former scenario: the
distances between two breakpoints only account for a median
of 4.6% TE sizes (Fig. 2f), and the breakpoints were moderately
but significantly skewed toward the internal region of TEs
compared with the random uniform distribution (Fig. 2g,
“Methods”). The skew is likely due to the enrichment of internal
fragile sites.

Thus, the observations of cis duplication bias, prevalence of
microhomology at breakpoints, post-transposition duplication,
and biased distribution of breakpoints toward internal rather than
terminal TEs support the notion that a transposition-independent
gap-filling process underlies most single-copy Pack-TIRs encoded
by animal reference genomes.

Recurrent transposition generates multicopy Pack-TIRs. We
extended the comparative methodology to four multicopy Pack-
TIRs in frogs and alligators (Fig. 2a and Supplementary Fig. 2).
Contrary to most single-copy Pack-TIRs in primates, we could
not find orthologous TIR TEs for all four Pack-TIRs. Instead, the
syntenic regions do not encode Pack-TIRs together with nearby
flanking regions. Taking Pack-hAT-N8_XT (Fig. 1d) as an
example, all three derived Pack-TIRs or hAT-N8_XT without
duplication were absent in the orthologous loci of the outgroup,
the African clawed frogs (Supplementary Fig. 5), which diverged
from the western clawed frogs 57Mya37. Thus, either the multi-
copy cases do not fit the gap-filling model or the outgroup species
is too divergent to provide sequence information indicating the
origination process of these Pack-TIRs.

We thus analyzed the multicopy polymorphic Ssk-FB4s using
the D. melanogaster reference genome as the outgroup. Similar to
four multicopy Pack-TIRs encoded by frog and alligator reference
genomes (Fig. 2a and Supplementary Fig. 2), Ssk-FB4s show
features of recurrent transposition and long distances between
parent and Pack-TIRs. Specifically, the protein-coding gene Ssk
(Snakeskin, essential for intestinal barrier function)38 encoded in
chromosome 3L (coordinate, 20.2 Mb) was almost completely (5′
upstream together with the genic region except ~200-bp 3′ UTR)
captured by FB4, which was annotated as a TcMariner element in
Repbase (Fig. 3a). In DGRP lines, we found three Ssk-FB4 loci,
including one on chromosome X (coordinate, 2.7 Mb) and two on
chromosome 3R (coordinates, 14.3 Mb and 17.7 Mb, respectively)
(Supplementary Data 5). The locus at chr3R: 17.7 Mb was further
tandemly duplicated. Because DGRP represents a northern
American population, we additionally surveyed the global
diversity lines (GDLs) of D. melanogaster39 and confirmed that
these populations also harbor only these four copies (Supple-
mentary Data 6). All three loci of Ssk-FB4 share the same
chimeric structure but distinct TSDs (TACATATATG at chr3R:
14.3 Mb, AAATTAAAC at chr3R: 17.7 Mb, and CATGTAGCG at
chrX: 2.7 Mb), which suggests recurrent transpositions. Consis-
tently, FB4 is known as a nonautonomous element transposed by
an unknown transposase40,41. Notably, since FB4 has long TSDs
(9 to 10-bp) and TIRs (~700 bp), it more likely belongs to MULE
rather than TcMariner superfamily, which generally have short

TSDs (2-bp TA) and TIRs (<100 bp)5. Thus, Ssk-FB4s represent
Pack-MULEs in Drosophila.

To examine the origination process of Ssk-FB4s, we determined
which might be the first Ssk-FB4 to initially emerge and which FB4
element might be involved. By split-read-based genotyping
(“Methods”), we found that the X-linked copy was present in
relatively more lines (24.2% vs. 6.8–16.5%, Fig. 3b), which suggests
its earlier origin. Consistently, by reconstructing the phylogenetic
tree of the four copies with Ssk as the outgroup, we found that the
X-linked copy was the most similar to the parent, as shown by the
shortest branch length (Fig. 3c). Thus, we inferred that X-linked
Ssk-FB4 is the founding member of the whole multicopy family. If
the aforementioned transposition-independent gap-filling model
works, an FB4 element would be present around chrX: 2.7Mb in
fly populations. However, we did not find FB4 insertion or TSD
(excision relic) in the fly reference genome or populations
including DGRP and GDL, which suggested that FB4 is not
situated in this locus. We, therefore, inferred that Ssk-FB4 did not
fit the gap-filling model. Among the six full-length FB4s present in
the reference genome, we deduced that the one at chr3L: 20.8Mb
likely mediated the emergence of Ssk-FB4 given its highest
sequence similarity relative to Ssk-FB4 (Supplementary Fig. 6)
and the high population frequency (present in five out of six
sampled lines, Supplementary Data 7).

Motivated by the concurrence of replication and
transposition42 and a replicative mechanism shaping structural
variations, i.e., replication Fork Stalling and Template Switching
(FoSTeS)43, we hypothesized that a new model, named replica-
tion Fork Stalling, Template Switching and Transposition
(FoSTeST), drove the recombination of Ssk at chr3L: 20.2 Mb
and FB4 at chr3L: 20.8 Mb and the subsequent shuffling to chrX:
2.7 Mb. We found two lines of evidence supporting this model.
Specifically, the TIR of FB4 is repetitive and associated with
frequent rearrangements44,45. Consistently, we found that all six
FB4s harbor structural variations (e.g., tandem duplications,
Supplementary Data 7). Thus, replication fork stalling and DSBs
occur in these repetitive regions, which leads to frequent template
switching. Furthermore, similar to the cis duplication bias in the
gap-filling model (Fig. 2a, b), Ssk and FB4 (chr3L: 20.8 Mb) are
spatially close due to high-order DNA folding, which is supported
by DNA interaction data (Fig. 3d and Supplementary Table 1,
“Methods”). A 2-bp microhomology (AA) at one breakpoint
further facilitates the switching, although a 45-bp de novo
insertion was situated at the other breakpoint (Supplementary
Fig. 7). A transposon captured this newborn Ssk-FB4 and moved
it to chrX, whereas the 3L-linked FB4 was repaired because Ssk-
FB4 could not be detected in this locus within fly populations.
Subsequently, the X-linked Ssk-FB4 was subjected to further
transpositions.

Taken together, the absences of orthologous TEs without
duplication across multicopy Pack-TIRs in frogs, alligators, and
flies suggest that multicopy Pack-TIRs were likely generated
through the FoSTeST process.

An appreciable proportion of Pack-TIRs are transcribed and
the majority of these are expressed as chimeric RNAs with
flanking sequences. We then inferred whether Pack-TIRs are
potentially functional by analyzing their sequence and expression
features. First, the size of the duplicated regions was small, with a
median size of 224 bp (Fig. 4a), which was similar to that of Pack-
MULEs (305 bp)26. The size of multicopy Pack-TIRs appeared to
be larger, although this difference was not statistically significant
(Fig. 4a). Despite their small size, 13.4% of Pack-TIRs captured
exonic sequences, and this value was 3.2-fold higher than the
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background proportion (FET P < 0.001, Supplementary Fig. 8).
This excess could be underestimated because most animal gen-
omes are likely underannotated. Consistently, we found a stron-
ger pattern (21.2% or 4.5-fold, Fig. 4b) in the human genome,
which was better annotated. Disproportionate exonic duplications
suggest that they are more likely expressed and maintained by
natural selection. By analyzing a transcriptome dataset covering
four tissues, we found a consistent pattern: five out of eight
(62.5%, Fig. 4b) exonic duplications were transcribed, as sup-
ported by at least five unique mapping reads (“Methods”), which
was significantly higher (FET P= 0.036) than intronic and
intergenic duplications (5/18 and 0/7, respectively).

We reconstructed the gene structure of 10 transcribed Pack-
TIRs in humans via targeted de novo transcriptome assembly of
strand-specific reads (“Methods”) and found that the captured
sequences were always cotranscribed with at least one flanking TE
and that the majority (8) were further fused with adjacent genes.
Specifically, two Pack-TIRs with exonic sources and four with

intronic sources serve as part of retained introns (Fig. 4c and
Supplementary Fig. 9a). This pattern is consistent with the
prevalence (75% of genes) of intron retention in mammals, which
regulates transcription and splicing47. A second scenario is 3′
UTR elongation: a coding exon together with part of neighboring
introns of ERP44 was coopted as part of the 3′ UTR of general
transcription factor IIH subunit 5 (GTF2H5, Fig. 4d), and one
intronic region of H2B clustered histone 15 (H2BC15) was
duplicated and coopted as part of its own 3’ UTR. Considering
the essentiality of GTF2H548 and H2BC1549, modification of their
3′ UTRs might have a functional consequence. Note: the
transcription of these eight cases is likely driven by promoters
of host genes because their transcriptional orientation is the same
as that of the host genes in seven cases and their expression
breadth is identical to that of the host genes in six cases (e.g.,
GANQ-MER5A, Fig. 4c). The last two cases are relatively long: a
retrogene ARF650 was almost completely captured into the
MER20 transposon, but this duplication could also reflect a
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recurrent retroposition event (Supplementary Fig. 9b, “Meth-
ods”); the 3′ UTR of SP1 was duplicated with MER20 as a
noncoding RNA (ncRNA, Supplementary Fig. 9c). In both cases,
their expression appears shaped by flanking host regions and/or
MER20 transposons with known promoter activity51.

We extended analogous analyses to model invertebrates,
including worms and flies, and found similar chimerism between
Pack-TIRs and neighboring sequences. For four Pack-TIRs
encoded by the worm reference genome, we analyzed a whole-
body RNA-seq dataset and found that two were expressed as
chimeric 5′ UTR and ncRNA, respectively. The former case is
worth noting: part of the 3′ UTR and the terminal coding exon of
F43E2.6 were copied to the upstream of the nearby essential gene,
i.e., the RNA polymerase II subunit (rpb-4). Short- and long-read
RNA-seq data revealed two isoforms, and Pack-TIRs provided
alternative 5′ UTRs (Fig. 4e). Thus, similar to GTF2H5 and
H2BC15, the gene structure of rpb-4 was changed, which could

have a functional consequence. Note: because this Pack-TIR was
inserted into the upstream region of rpb-4 with the intervening
gene mtch-1 on the antisense strand, its transcription appears
driven by the 5′ flanking transposon.

The polymorphic Ssk-FB4s in flies are expected to be expressed
under the joint regulatory context of Ssk and FB4 (Fig. 3a). To test
this hypothesis, we analyzed RNA-seq data (“Methods”) by taking
advantage of the unique nucleotides of Ssk and individual Ssk-
FB4. We first reconstructed the gene structure of the copy with
the highest frequency, i.e., X-linked Ssk-FB4 (Fig. 3b). We found
numerous reads compatible with the original gene structure of Ssk
and poly(A) tail-containing reads, which indicated a new
transcription termination site 165 bp downstream of Ssk-FB4
(Fig. 4f). Thus, due to loss of the 3’ terminus, X-linked Ssk-FB4
was fused with the adjacent sequence. Analogously, with the
exception of Ssk-FB4 at chr3R: 14.3 Mb, for which we lacked
the corresponding DGRP lines, we identified reads supporting the
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Ssk-like gene structure for Ssk-FB4 at chr3R: 17.7 Mb and a
tandemly duplicated locus (Supplementary Fig. 10). Based on Ssk-
derived regions, we quantified the expression of Ssk and three Ssk-
FB4s across five representative tissues and identified four patterns
(Fig. 4g): (1) Ssk-FB4s are similarly expressed across lines and
across copies (Pearson r2= 0.93, P= 0.023), suggesting analogous
transcriptional control; (2) similar to Ssk52, Ssk-FB4s are
predominantly expressed in the midgut with a median expression
reaching 120, which is higher than 95.0% of genes (Supplemen-
tary Fig. 11); (3) in the midgut, Ssk-FB4s sometimes have an even
higher expression level than Ssk (457.9 vs. 358.8 in line RAL-399);
and (4) Ssk-FB4s are upregulated in the head compared with Ssk
(71.5 vs. 13.9, Wilcoxon rank-sum test P= 0.002, Fig. 4g) possibly
due to the regulatory context of FB4s driving biased expression in
the head. Thus, different from repressed KI-MULE31, Ssk-FB4s
are strongly transcribed.

Overall, the profiling of limited transcriptome diversity across
three species revealed that 30% or more Pack-TIRs are
transcribed as chimeric transcripts. Whether this is generalizable
across all animal Pack-TIRs warrants further analysis.

Ssk-FB4s likely represent a functional protein family evolving
under positive selection. We finally examined whether Ssk-FB4s
can encode proteins. We collected protein bands with molecular
weights in the range of 15–20 kDa (the mass of Ssk or Ssk-FB4 is
~17 kDa) and used a mass spectrometer to search for peptides
(“Methods”). We identified high-quality unique peptides encoded
by three Ssk-FB4 copies in available fly lines (Fig. 5a and Sup-
plementary Fig. 12, and Supplementary Table 2). We quantified
the expression53 of X-linked Ssk-FB4, which exhibited the highest
frequency, and found that its protein level largely mirrors its
transcriptional pattern (Fig. 4g and 5b): (1) Ssk-FB4 is

upregulated in the midgut relative to its expression in the head;
(2) the expression intensity of Ssk-FB4 is 5.5-fold higher than that
of Ssk in the RAL-399 line midgut; and (3) Ssk-FB4 exhibited
higher intensity than Ssk in the head of both the RAL-399 and
RAL-427 lines.

Because translation does not necessarily mean function
affecting fitness54, we analyzed whether Ssk-FB4s were subject
to positive selection by examining the substitution patterns and
frequency distribution. First, because Ssk encodes a membrane
protein38, substitutions at approximately neutral sites, i.e.,
synonymous sites, would evenly accumulate55,56 in intracellular,
transmembrane, and extracellular regions (Supplementary
Fig. 13a). Consistently, there is no enrichment of synonymous
substitutions in three regions of Ssk or Ssk-FB4s (Fig. 5c). In
contrast, substitutions at functional sites, i.e., nonsynonymous
sites, were overrepresented in the transmembrane domains of Ssk
and the extracellular regions of Ssk-FB4s, respectively (Fig. 5c and
Supplementary Fig. 14b, c). Given the even distribution of
synonymous substitutions, these overrepresentations suggest
weaker purifying selection or stronger positive selection in the
corresponding functional regions. Second, polymorphic FB4s
show low allele frequencies, with 65.8% as singletons (Fig. 5d,
“Methods”). This phenomenon suggests that the spread of FB4s is
repressed by negative selection especially considering the
generally deleterious mutagenic nature of TEs57 (Supplementary
Fig. 13b). In comparison, the four Ssk-FB4s have a higher
frequency than FB4s (Fig. 5d). This contrast was confirmed by
independent frequency data of FB4s (Supplementary Fig. 15a).
The increase in the Ssk-FB4 frequency is either because these are
less deleterious than FB4s or because they are subject to positive
selection. We performed a test by searching for the signal of
selective sweep58, where haplotypes harboring focal mutations
would have no time to accumulate many mutations if positive
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selection drives the rapid increase of these haplotypes (Supple-
mentary Fig. 13c). For two high-frequency copies applicable for
this analysis, we indeed found the depletion of linked single
nucleotide polymorphisms (SNPs, Supplementary Fig. 15b, c)
that could not be explained by chance (P < 0.05, Supplementary
Fig. 15d, e).

Ssk mainly exerts its function by forming a protein complex
with Mesh and Tsp2A at smooth septate junctions (sSJs)52,59.
Possibly due to the stoichiometric balance between protein
complex members60, these sSJ proteins appear to be subject to
coregulation and thus maintain a dosage balance. For example, in
response to environmental changes, Ssk and mesh are consistently
up- or downregulated61. Therefore, we analyzed whether Ssk-
FB4s are coregulated with mesh or Tsp2A. We first found that the
expression of mesh or Tsp2A was not upregulated despite the
extra dosage of Ssk-FB4s (Fig. 5e and Supplementary Fig. 16).
Moreover, after co-immunoprecipitation with an antibody
against Mesh, we quantified the protein intensity of Ssk-FB4
and Ssk. Despite the 500% abundance of X-linked Ssk-FB4
relative to that of Ssk in the fly midgut, the former abundance
dropped to 70% of the latter in the immunoprecipitates (Fig. 5f).
Thus, Ssk-FB4s appear to not be involved in the protein complex
of Ssk/Mesh/Tsp2A or only weakly interact with this complex.
Together with the contrastive substitution pattern (Fig. 5c), Ssk-
FB4s and Ssk very likely have different functions.

Therefore, Ssk-FB4s might have rapidly acquired a novel
functional role by modifying extracellular regions under the
action of positive selection.

Discussion
Our study identified hundreds of Pack-TIRs in animals and
provided insights into the mechanism underlying their emergence
and how they drove functional evolution.

Specifically, our results, particularly the findings that the
emergence of Pack-TIRs when DNA TEs were inactive in pri-
mates (Fig. 1e and Supplementary Data 3) and that the dis-
tribution of breakpoints was biased to internal regions (Fig. 2g),
indicate that the transposition-independent gap-filling model
(Supplementary Fig. 1b) underlies the formation of most single-
copy Pack-TIRs. Certainly, the transposition-dependent gap-fill-
ing model (Supplementary Fig. 1c) might also generate a small
proportion of single-copy Pack-TIRs. Their copy numbers did
not increase, possibly due to low activity of the corresponding
TEs or negative selection62. Our analyses also hint toward a new
FoSTeST mechanism generating multicopy Pack-TIRs. The
working model of FoSTeST is as follows (Fig. 6): (1) during DNA

replication, the fork is stalled in TIR TE, and DSB occurs; (2)
spatial proximity facilitates template switching, leading to a chi-
meric Pack-TIR; (3) Pack-TIR is immediately excised by a
transposase and moved to another locus, whereas the broken TIR
TE is repaired using the sister strand; and (4) the transposase
potentially drives further amplification of the Pack-TIR. Although
steps 1 and 2 also occur in the gap-filling process (Supplementary
Fig. 1b), the newborn sequence is only moved in step 3 of
FoSTeST. In both the gap-filling and FoSTeST models, template
switching causes duplications. Similar processes have been widely
reported in human genetics and cancer genomics43,63,64, and
Pack-TIRs could emerge analogously. Because the gap-filling
model has been proven with P element in Drosophila21, a similar
P overexpression system could be used to test the FoSTeST model
in the future.

Whether the gap-filling or FoSTeST model also applies to the
formation of Pack-MULEs in plants is worth exploring, particu-
larly considering that the comparative framework used in this
study is becoming applicable to rice given the recent accumula-
tion of rice genomic data65,66. Compared with animals, the
FoSTeST model is likely more important in plants, where TIR
TEs are more active (e.g., MULEs in rice) and more inter-
chromosomal and multicopy Pack-MULEs exist26,67. Moreover,
similar to Pack-MULEs27, multicopy Pack-TIRs also tend to
capture high GC-content regions, although single-copy Pack-
TIRs do not show this pattern (Supplementary Fig. 17).

With respect to the evolution of new gene structures and new
genes in animals, TIR TEs are underappreciated. It could be
argued that the rate of TIR TE-mediated duplication was low
(Fig. 1a). However, because we used multiple criteria to identify
young cases associated with parental sources and flanking TIR
TEs, our list of Pack-TIRs is highly conservative (“Methods”).
Specifically, our survey identified only 12 Pack-TIRs in humans
(Fig. 1a). However, manual curation showed that we missed 21
cases identified in other primates (Fig. 1e), mainly because
orthologous cases in humans are slightly below the cutoffs (e.g.,
identity cutoff with parental copies). Moreover, when we adopted
relaxed criteria by removing the requirement of the presence of a
parental copy, we identified 199 (including 12 in the original
scan) Pack-TIRs in humans. Third, we required the presence of
TEs on both sides, whereas they rapidly degenerated via sub-
sequent mutations. Taking one multicopy Pack-TIR in frogs as an
example, three out of five copies already lost or gained a TE on
one side despite their young ages, as suggested by the high
identity detected (Supplementary Fig. 18).

Similar to other duplication mechanisms9, TIR TE-mediated
mechanisms, including both the gap-filling and FoSTeST models,
affect the functional trajectories of duplicates. Such a predisposing
effect could be demonstrated at both the mRNA and protein
levels. Specifically, due to the fragmented nature of Pack-TIRs,
they mainly fine-tune the structure of host genes at the insertion
site. Pack-TIRs expand the 5′ modification exerted by Pack-
MULEs29 by adding intron retention and 3′ UTR elongation.
Certainly, Pack-TIRs could be transcribed as antisense transcripts
for the parental genes, which occur in two bidirectional cases
derived from PTPRE and ARF6 in humans (Fig. 4c). Thus, reg-
ulation as small noncoding RNAs due to sense/antisense pairing,
as observed with Pack-MULEs30, could also occur for Pack-TIRs.
Because KI-MULE appears to be unexpressed31, Ssk-FB4s are the
first identified potentially functional coding Pack-TIRs (Fig. 5),
and their evolution appears facilitated by the FoSTeST model.
With increases in the copy number, they likely evolve under the
adaptive radiation model or innovation, amplification, and
divergence (IAD) model7,68. In other words, Ssk exhibits trace-
level beneficial side activity (innovation) but cannot be optimized
due to the antagonistic constraint of its main function. With

1

2
3

4

Fig. 6 Working model of FoSTeST. The model includes four steps: (1)
replication fork stalling; (2) template switching; (3) transposition; and (4)
potential amplification via a new round of transposition.
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amplification to increase the mutational targets, positive selection
specifically targets the side function of the derived copies and
leads to divergence. Consistently, substitutions mainly occur in
transmembrane (improving the main function) and extracellular
(improving the side function) regions of Ssk and Ssk-FB4s,
respectively; and Ssk-FB4s weakly interact with Mesh or Tsp2A.
Furthermore, Ssk does not accumulate any nonsynonymous SNPs
or coding indels but three synonymous SNPs in the DGRP
population. In contrast, Ssk-FB4s harbor an excess of amino acid
changes (10 nonsynonymous SNPs and two in-frame coding
indels vs. five synonymous SNPs, FET P= 0.049; Supplementary
Fig. 14a and 14d).

The side function of Ssk or the major function of Ssk-FB4s is
intriguing. Although Ssk is known to be involved in the intestinal
epithelial barrier, gut homeostasis and immune response59,69,70,
no studies have pinpointed the key residues underlying these
processes; Therefore, we could not infer the function of Ssk-FB4s
based on amino acid differences relative to Ssk. Nonetheless, Ssk-
FB4s are likely involved in similar processes as Ssk given their
similar expressional control. To infer the functionality of Ssk-
FB4s, we analyzed public genome-wide association study
(GWAS) datasets (“Methods”) from flies subjected to microbial
infection and their gut homeostasis or immune response was
challenged. We found that the presence of Ssk-FB4s was always
associated with stronger resistance against viral, bacterial and
fungal infection in all datasets71–73: the comparison reaches
marginal significance in one set with female flies subjected to
bacterial infection (P= 0.06, Supplementary Fig. 19), and sig-
nificance in another two sets with flies subjected to fungal
infection (P= 0.002 and P= 0.02, respectively). Whether and
how they shape these phenotypes warrant further studies.

We noted that studies of new genes mainly focused on fixed
genes74–76. The youngest or most polymorphic new genes have
rarely been studied, with the exception of a few tandemly
duplicated or retroduplicated cases, such as amylase, Sdic or retro-
FGF477–79. In this respect, the Ssk-FB4 family represents the only
reported case mediated by DNA transposons. Despite their young
age, their possible function suggested by proteomic, evolutionary,
and association analyses adds to the expanding picture in which
new genes could rapidly gain functionality80,81.

Finally, our results together with those obtained in prior
studies10,12,14,15 show that both DNA transposons and retro-
transposons catalyze duplications in animals. Despite their dif-
ferent transposition mechanisms and distribution across species,
DNA transposons and retrotransposons share four features. First,
the end bypass model (Supplementary Fig. 1a) can apply to the 3′
transduction mediated by TIR TEs20, Helitrons82, L1s15,83, and
SVAs14. Second, template switching during the gap-filling (Sup-
plementary Fig. 1b, c) or FoSTeST model (Fig. 6) is also com-
monly observed in the duplication process mediated by
Helitrons84, L1s85 and LTR retrotransposons10. Third, duplicates
flanked by TEs could act as pseudo TEs and amplify via further
transpositions, such as the Ssk-FB4 family described here, the
AMAC family mediated by SVA14,86 and the CG17604_r family
mediated by LTR retrotransposon10. Fourth, chimerism between
duplications, flanking TEs or insertion sites is widespread not
only for Pack-TIRs but also for Helitrons16, LTRs10, L1s85,87, and
SVAs14. All of these features confer TEs with a strong capability
of shuffling genetic materials and endorse TEs as a vibrant force
in shaping the evolution of new genes and new gene structures in
animals.

Methods
Identification and analyses of Pack-TIRs in 100 animal reference genomes.
We identified young Pack-TIRs (Supplementary Fig. 20a) with unambiguous
parental copies by modifying a previous method67. Specifically, the UCSC Genome

Browser database hosts 106 animal species (https://genome.ucsc.edu, December
2016), in which TEs have been annotated in 100 genomes. After downloading the
genome sequences and TE annotations for these species, we searched for sequences
flanked by two TIR TEs belonging to the same element where the internal
sequences were longer than 100 bp and shorter than 5,000 bp by following routine
practices67,88. Because Pack-MULEs are short (~300 bp), 5,000 bp is sufficient to
cover most bona fide Pack-TIRs. Taking humans as an example, the largest case is
ARF6 (3,585 bp). We also tried an alternative cutoff of 10,000 bp in humans and
could not find additional Pack-TIRs.

To ensure that one TIR TE element recently captured a sequence with an
unambiguous source, we implemented the following procedures using custom
scripts based on Perl v5.26.2 Programming Language: (1) both flanking TIRs
covered at least 10 bp of the terminals of the consensus TEs; (2) we searched the
internal sequences against the genomes by running BLAT v3589 with the
parameters “minScore= 100, minIdentity= 90”; (3) to ensure that the capture
event was recent and did not include additional deletions or insertions, we required
the ratio of the length between internal sequences and parental copies to be
between 80 and 120%; (4) we required that the top BLAT hit was unique such that
the possible second hit had a lower score; and (5) we manually checked the
candidates on the UCSC Genome Browser to exclude cases containing sequencing
gaps in the parental loci. To ensure bona fide DNA TE-mediated duplication, we
then excluded cases with parental copies harboring TEs in the flanking 100-bp
regions to control for segmental duplications. We also discarded cases with
parental copies encoding multiexonic genes and captured sequences harboring
intronless copies to control for retroduplicates90.

Herein, we followed the routine practice for Pack-MULEs in plants30,67 and
searched Pack-TIRs with parental copies not associated with TIR TEs to control for
segmental duplications. Using such a pipeline, we may miss cases generated by the
end bypass model for which TEs are linked with parental copies.

Our initial search found the multicopy family in Fig. 1d. We further searched all
370 candidate Pack-TIRs by lowering the cutoffs, e.g., incompleteness of TIR
repeats. We then found another three multicopy cases whose members were
slightly dissimilar to the one initially detected with our pipeline (see one example in
Supplementary Fig. 18).

To date Pack-TIRs along the primate phylogenetic tree, we followed our
previous practice91,92 and deduced the orthology of Pack-TIRs based on the UCSC
whole-genome syntenic alignments across primates. We inferred their evolutionary
ages according to maximum parsimony.

We followed a previous method10 to estimate whether microhomology could be
observed by chance for 33 Pack-TIRs in humans. At the 66 breakpoints of these
Pack-TIRs, 32 left- or right-side breakpoints harbored microhomology, whereas the
others were blunt or linked with short de novo insertions and were therefore
excluded in our simulation. For 32 cases, we took the parental copy together with
its 5′ and 3′ flanking regions (half length of the parental copy) as the template
(Supplementary Fig. 3a). We randomly selected 100 fragments from the parental
locus with the same length as the captured sequence of the corresponding Pack-
TIR and randomly selected the switching points in the consensus TIR TEs. We
recorded the size of the microhomology at the breakpoint of interest and counted
the proportion of replicates with equal or longer microhomology as the empirical
P-value. The microhomology length distribution of 100 replicates is depicted as
boxplots in Supplementary Fig. 3b. Taking case #02 as an example, only six
replicates showed equal or longer microhomology than the length of observed
microhomology, and we thus labeled this example as “P= 0.06”.

Regarding the positions of breakpoints, because they can be closer to either the
5′ or 3′ end, we normalized them to the 5’ side. For example, if the relative position
(proportion) of the breakpoints are 0.8–0.9, they would be normalized as “1-
0.9”−“1-0.8”= 0.1-0.2. To test against the null (excision) model via transposition,
we conservatively assumed the breakpoint closer to the terminal as the DSB site
and thus recorded a value of 0.1. We generated 281 (the actual total number of
Pack-TIRs) random samples of breakpoints based on uniform distributions.

Identification and analyses of polymorphic Pack-TIRs in flies. We searched for
polymorphic Pack-TIRs (Supplementary Fig. 20b) based on our PacBio data across
six DGRP lines (RAL-208, -379, -399, -427, -517, and -799). First, we mapped the
long subreads to the reference genome (UCSC dm6) via BLASR v1.3.1.14224493.
We detected structural variations via SMRT-SV v194 and then locally assembled
them as contigs via Canu v1.895. By searching against TEs annotated in Repbase96,
we analyzed whether insertions represented a candidate Pack-TIR, i.e., a fragment
flanked by TIR TEs. We discovered only one case, Ssk-FB4. It should be noted that
FlyBase97 annotated two transcripts for Ssk, and the first intron was alternative. We
used the major isoform according to expression sequence tag data from the UCSC
Genome Browser32. By mapping the Ssk-FB4-containing contigs to the reference
genome, we detected two insertion sites of Ssk-FB4, i.e., chrX: 2,745,191 and chr3R:
17,673,798. We also found that Ssk-FB4 at chr3R: 17.7 Mb was further tandemly
duplicated in the RAL-379 line. The duplicated copy contains a 6-bp deletion
(Supplementary Fig. 14a), which was used in genotyping.

For the genotyping of individual Ssk-FB4 copies across 206 DGRP lines33,98, we
downloaded Illumina resequencing data of DGRP and identified discordantly
mapped read pairs and split reads, for which one read or one fragment was mapped
to Ssk and the other one was mapped to FB4. We took such reads as evidence
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supporting the presence of Ssk-FB4 in a line of interest. Through this process, we
found a third insertion site at chr3R: 14,340,248. We also noticed that Ssk-FB4 was
heterozygous at some sites, where we found reads continuously spanning the
insertion site as well as discordant or split-mapped reads (Supplementary Data 5).
Consistently, heterozygous sites are always situated in known inversions of DGRP
lines98. Analogously, we performed genotyping in 90 GDL lines39 and did not find
any new insertion sites (Supplementary Data 6).

To infer the evolutionary history of Ssk-FB4s, we first curated full-length
sequences of Ssk-FB4. Specifically, our lab maintained 20 DGRP lines with nine
lines containing Ssk-FB4 copies, and four of these lines were sequenced using
PacBio technology. For the remaining five lines, we performed PCR for Ssk-FB4s
using primers detailed in Supplementary Data 8 and then performed Sanger
sequencing. In total, we generated 12 full-length sequences of Ssk-FB4s (GenBank
accession numbers MT433937-MT433948) in these nine lines, which cover all four
Ssk-FB4 copies (Fig. 3c). We then aligned the internal sequences of 12 Ssk-FB4s and
two orthologous Ssk in the reference genomes of D. melanogaster and D. simulans
(UCSC droSim1) via MUSCLE v3.8.3199. We manually polished the multiple
sequence alignment using MEGA v7.0.26100. We used RAxML v8.2.12101 with the
frequently used GTRGAMMA nucleotide substitution model102 to construct a
phylogenetic tree. To determine which of six full-length FB4s mediated the
formation of Ssk-FB4, we performed similar phylogenetic analyses with the TIR
TEs of Ssk-FB4 and FB4s. In addition, the sequencing data shown in
Supplementary Data 8 matched our genotyping results (100% accuracy).

Using the same PacBio data, we examined how six FB4 loci harbored by the
reference genome differed in the DGRP population. The sequences of all these loci
were also submitted to GenBank with the accession numbers MT433949-
MT433961.

Searching signal of positive selection. We deployed three strategies to detect
positive selection acting on Ssk-FB4s. First, we calculated the Ka/Ks ratio (the ratio
between the nonsynonymous and synonymous substitution rates) for Ssk in 12
Drosophila (Supplementary Fig. 14e) using the codeml tool, which is part of the
PAML v4.9h package56. Moreover, with Ssk as the outgroup, we used codeml to
count the number of polymorphic substitutions along each lineage of Ssk-FB4s
(Supplementary Fig. 14d). We further divided the protein encoded by Ssk or Ssk-
FB4 into three functional categories (transmembrane, intracellular and extra-
cellular, Supplementary Fig. 14a) according to a previous study38, and analyzed the
enrichment of synonymous and nonsynonymous changes within each category.

Second, if the spread of Ssk-FB4s was under positive selection, their frequencies
were expected to be higher than that of FB4s. We tested this hypothesis based on
two sets of allele frequency data of TEs103,104 segregated in DGRP. The two
datasets were used in Fig. 5d and Supplementary Fig. 15a, respectively. Note that
because the DGRP data were generated by sequencing hundreds of individuals and
because individuals could differ between each other in terms of genotype, we
simply counted the proportion of lines with FB4s or SSk-FB4s as the frequency.

Third, if Ssk-FB4s rapidly spread under positive selection, selective sweep in
which the linked genetic diversity would be lower could occur58. To test this
hypothesis, we divided DGRP lines into one group harboring Ssk-FB4 and another
group not harboring Ssk-FB4. By implementing vcftools v0.1.12105 with a 1,000-bp
window size and a 500-bp step size, we took advantage of DGRP SNPs and
calculated the nucleotide diversity (π) for 50-kb regions surrounding the insertion
site in the two groups. We found that X-linked and 3R-linked (chr3R: 17.7 Mb)
Ssk-FB4s were associated with a lower π on the left side (10 kb) of the breakpoint
and on the two sides (15 kb on one side, 30 kb in total) of the breakpoints,
respectively. For both loci, we recorded the ratio of π between the two groups as the
observed value. To estimate whether neutral evolution resulted in such a deviation,
we used scripts (R v3.4.4) to randomly sample 1,000 synonymous sites with the
same chromosome, a similar (95%–105% fold) allele frequency and a similar
recombination rate (95%–105% fold) as the two Ssk-FB4 loci and examined
whether a decrease in π across 10 or 30 kb could be observed. We counted the
percentage of replicates as empirical P-values for which the ratio was equal to or
lower than the observed values.

Transcription analyses. To determine the gene structure of Pack-TIRs in humans,
we selected one public high-depth and strand-specific RNA-seq dataset106 and used
the splice-aware mapper STAR v2.4.0k107 to map reads against the human
GRCh38 genome under the guidance of the Ensembl v98 annotation. We selected
STAR because it could differentiate different paralogs108,109. We retained only
uniquely mapped reads with the criteria NH:i:1 in the BAM files110. We con-
servatively required at least five reads to define the expressed Pack-TIRs. We
retrieved reads mapped to the Pack-TIRs and 100-kb flanking regions and per-
formed de novo assembly using Trinity v2.6.5111 with the parameter “--SS_lib_type
RF” because the RNA-seq data are strand-specific. As a result, we should be able to
infer the overall exon/intron structure of transcripts containing Pack-TIRs. We
further aligned the assembled contigs to the genome via BLAT89.

Our analyses in worms yielded results similar to those obtained in humans with
the following exception: (1) worm data are strand-nonspecific112 and the Trinity
parameter was changed accordingly; and (2) to confirm the chimeric structure of
rpb-4, we mapped the long-read (Nanopore) full-length transcriptome113 using
Minimap2 v2.15114.

We used multiple datasets to quantify the expression levels of Ssk, Ssk-FB4s,
mesh, and Tsp2A. First, for both the RNA-seq data of the guts from 38 DGRP lines
and the data of the whole body from 200 DGRP lines115,116, we directly used the
processed data, i.e., FPKM (fragments per kilobase of exon model per million reads
mapped). Because these two datasets did not differentiate Ssk and Ssk-FB4s, we
interpreted the expression value of Ssk as the total expression of Ssk and Ssk-FB4s.
Second, based on our own Illumina RNA-seq data across five tissues in six lines, we
quantified the expression (TPM) in each line using Kallisto v0.44.0108. With the
addition of sequences of Ssk-FB4s and FB4s in the transcriptome, Kallisto
differentiated these paralogs via a mapping-free strategy. In parallel, we performed
STAR-based alignment and loaded the mapping files into Integrative Genomics
Viewer (IGV)117 to visualize the gene structure of Ssk-FB4s.

Analyses of DNA interaction data. To detect the interaction between Ssk and
FB4s, we attempted to analyze public Hi-C datasets in germline and embryogenesis
for which mutations could be passed to offspring. We could only retrieve one
published Hi-C dataset generated in embryogenesis118. We used Trim Galore
v0.5.0 (http://www.bioinformatics.babraham.ac.uk/projects/trim_galore/) to per-
form quality and adapter trimming with the default parameters. We then mapped
reads to the UCSC dm6 reference genome via HiCUP119, removed experimental
artifacts and PCR duplicates, and retained the high-quality mapping reads. We
then extracted Hi-C paired contacts and implemented Juicer v1.8.9120 to generate
the interaction matrix with the normalization parameter “VC” and a 10-kb bin size
as recommended in the literature121,122. We used custom scripts (Python v2.7.15)
to calculate the interaction intensity.

Protein identification, quantification, and co-immunoprecipitation (Co-IP). For
proteomics, each sample including 10 midguts or 10 heads was lysed with the PCT-
MicroPestle in 30 µL of lysis buffer (8 M urea and 0.1 M ammonium bicarbonate)
supplemented with complete mini EDTA-free protease inhibitor (Roche) in a
barocycler (2320EXT, Pressure BioSciences, Inc.)123. The lysis program contained
90 cycles, and each cycle comprised 25 s of high pressure at 45,000 psi and 10 s of
ambient pressure at 30 °C. The protein concentration was determined using the
Pierce BCA protein assay kit. After incubation with SDS-PAGE loading buffer in a
boiling water bath for 10 min, the protein was separated by SDS-PAGE.

The other proteomic procedures followed routine practice. Specifically, for in-
gel digestion, the gels were visualized by Coomassie blue staining. Protein bands
with molecular weights in the range of 15–20 kDa (the mass of Ssk or Ssk-FB4, ~17
kDa) were cut for in-gel digestion with trypsin. The digested samples were
lyophilized and further suspended in MS buffer before subsequent liquid
chromatography tandem mass spectrometry (LC-MS/MS) analysis. The samples
were spiked with 15% iRT peptides (Biognosis) and analyzed using a Q Exactive
HF X Orbitrap mass spectrometer coupled with an EASY-nLC 1200 system. The
peptides were loaded into the trap column for desalination and then washed into
the analytical column (ReproSil-Pur Basic C18, 1.9 μm, 100 μm× 20 cm) for
separation. Solvent A was 0.1% formic acid/2% acetonitrile/98% water, and solvent
B was 0.1% formic acid/98% acetonitrile/2% water. A 30-min (60 min for the RAL-
379 line) gradient from 3 to 35% solvent B at 450 nL/min was used for separation.
The MS was operated in the targeted parallel reaction monitoring (PRM) mode,
which was implemented in Skyline v19.1.0.193. MS scans were implemented for the
mass range of 400–1500m/z at a resolution of 60,000. Targeted ions were
fragmented at a normalized collision energy of 28 for higher-energy collisional
dissociation with an isolation window of 1.6m/z. The MS/MS scans were acquired
at a resolution of 30,000 with a fixed first m/z of 100m/z. The maximum injection
times for full MS and MS/MS scans were 50 and 200 ms, respectively. The
automatic gain control target value was set to 1.0 × 106 and 5 × 104 for full MS and
MS/MS scans, respectively.

PRM-MS raw files were processed in Skyline to generate an extracted ion
chromatogram (XIC) and perform peak integration. The top five most intense
fragment ions were used to quantify the peptide peak area. The sum of all identified
peptide intensities was used as the protein intensity. To perform intensity-based
absolute quantification (iBAQ), protein intensities were further divided by the
number of theoretically observable peptides53.

Co-IP assays were performed using the Pierce Crosslink Magnetic IP/Co-IP kit.
The midguts were lysed in IP lysis buffer, and the debris was removed by
centrifugation at 12,000 × g and 4 °C for 20 min. The antibody against Mesh
(diluted at 1:100) and A/G beads were added to the protein lysates. Afterward, the
lysates were incubated overnight at 4 °C. The immune complex samples were
washed five times with precold IP lysis buffer. All the samples were then boiled in
SDS-PAGE loading buffer and analyzed by SDS-PAGE and in-gel digestion.
Analogous PRM-MS runs were then performed as mentioned above.

GWAS data analyses. Since Ssk-FB4s could be involved in gut homeostasis or
immune response, we performed a literature survey about public GWAS studies
focusing on these traits in DGRP lines and found 13 studies (Supplementary
Data 9). Considering the moderate population frequency of Ssk-FB4s, we focused
on only four datasets with sufficient statistical power (more than 80 lines). These
datasets examined the viability of different DGRP lines upon the infection of the
West Nile virus subtype Kunjin (WNV-Kun)71, the bacterium Pseudomonas

NATURE COMMUNICATIONS | https://doi.org/10.1038/s41467-021-24585-9 ARTICLE

NATURE COMMUNICATIONS |         (2021) 12:4280 | https://doi.org/10.1038/s41467-021-24585-9 |www.nature.com/naturecommunications 11

http://www.bioinformatics.babraham.ac.uk/projects/trim_galore/
www.nature.com/naturecommunications
www.nature.com/naturecommunications


entomophila72 or Pseudomonas aeruginosa Pa1473 and the fungus Metarhizium
anisopliae Ma54973. We divided the DGRP lines into two groups based on the
presence or absence of Ssk-FB4s and compared the viability between these two
groups.

Data availability
All Sanger sequencing data generated in this study are available at the NCBI GenBank
database under the accession codes MT433937-MT433961. The genome sequences and
TE annotations for the 100 species are available at the UCSC Genome Browser database
(https://genome.ucsc.edu).

Code availability
The code produced for this study is available at https://github.com/clamp131/pack-TIR
and archived in Zenodo 124.

Received: 12 September 2020; Accepted: 23 June 2021;

References
1. Wicker, T. et al. A unified classification system for eukaryotic transposable

elements. Nat. Rev. Genet. 8, 973–982 (2007).
2. Makalowski, W. Not junk after all. Science 300, 1246–1247 (2003).
3. Gotea, V. & Makałowski, W. Do transposable elements really contribute to

proteomes? Trends Genet. 22, 260–267 (2006).
4. Chuong, E. B., Elde, N. C. & Feschotte, C. Regulatory activities of transposable

elements: from conflicts to benefits. Nat. Rev. Genet. 18, 71–86 (2017).
5. Feschotte, C. & Pritham, E. J. DNA transposons and the evolution of

eukaryotic genomes. Annu. Rev. Genet. 41, 331–368 (2007).
6. Lisch, D. How important are transposons for plant evolution? Nat. Rev. Genet.

14, 49–61 (2013).
7. Innan, H. & Kondrashov, F. The evolution of gene duplications: classifying

and distinguishing between models. Nat. Rev. Genet. 11, 97–108 (2010).
8. Lynch, M. & Katju, V. The altered evolutionary trajectories of gene duplicates.

Trends Genet. 20, 544–549 (2004).
9. Katju, V. In with the old, in with the new: the promiscuity of the duplication

process engenders diverse pathways for novel gene creation. Int. J. Evolut. Biol.
2012, 341932–341932 (2012).

10. Tan, S. et al. LTR-mediated retroposition as a mechanism of RNA-based
duplication in metazoans. Genome Res. 26, 1663–1675 (2016).

11. Zhao, D., Ferguson, A. A. & Jiang, N. What makes up plant genomes: the
vanishing line between transposable elements and genes. Biochim. Biophys.
Acta. 1859, 366–380 (2016).

12. Kaessmann, H., Vinckenbosch, N. & Long, M. RNA-based gene duplication:
mechanistic and evolutionary insights. Nat. Rev. Genet. 10, 19–31 (2009).

13. Xiao, H., Jiang, N., Schaffner, E., Stockinger, E. J. & van der Knaap, E. A
retrotransposon-mediated gene duplication underlies morphological variation
of tomato fruit. Science 319, 1527–1530 (2008).

14. Xing, J. et al. Emergence of primate genes by retrotransposon-mediated
sequence transduction. Proc. Natl Acad. Sci. USA 103, 17608–17613 (2006).

15. Pickeral, O. K., Makałowski, W., Boguski, M. S. & Boeke, J. D. Frequent
human genomic DNA Transduction driven by LINE-1 retrotransposition.
Genome Res. 10, 411–415 (2000).

16. Thomas, J., Phillips, C. D., Baker, R. J. & Pritham, E. J. Rolling-circle
transposons catalyze genomic innovation in a mammalian lineage. Genome
Biol. Evolution 6, 2595–2610 (2014).

17. Morgante, M. et al. Gene duplication and exon shuffling by helitron-like
transposons generate intraspecies diversity in maize. Nat. Genet. 37, 997–1002
(2005).

18. Cerbin, S. & Jiang, N. Duplication of host genes by transposable elements.
Curr. Opin. Genet. Dev. 49, 63–69 (2018).

19. Catoni, M., Jonesman, T., Cerruti, E. & Paszkowski, J. Mobilization of Pack-
CACTA transposons in Arabidopsis suggests the mechanism of gene shuffling.
Nucleic Acids Res. 47, 1311–1320 (2018).

20. Tsubota, S. I. & Huong, D. V. Capture of flanking DNA by a P element in
Drosophila melanogaster: creation of a transposable element. Proc. Natl Acad.
Sci. USA 88, 693–697 (1991).

21. Gloor, G., Nassif, N., Johnson-Schlitz, D., Preston, C. & Engels, W. Targeted
gene replacement in Drosophila via P element-induced gap repair. Science
253, 1110–1117 (1991).

22. Fiston-Lavier, A.-S., Anxolabehere, D. & Quesneville, H. A model of
segmental duplication formation in Drosophila melanogaster. Genome Res. 17,
1458–1470 (2007).

23. Thomas, J. & Pritham, E.J. Helitrons, the eukaryotic rolling-circle transposable
elements. Microbiol Spectr. https://doi.org/10.1128/microbiolspec.MDNA3-
0049-2014 (2015).

24. Slotkin, R.K., Nuthikattu, S. & Jiang, N. in Plant Genome Diversity Volume 1:
Plant Genomes, their Residents, and their Evolutionary Dynamics (eds.
Wendel, J. F., Greilhuber, J., Dolezel, J. & Leitch, I. J.) 35–58 (Springer Vienna,
2012).

25. Dooner, H. K. & Weil, C. F. Give-and-take: interactions between DNA
transposons and their host plant genomes. Curr. Opin. Genet. Dev. 17,
486–492 (2007).

26. Juretic, N., Hoen, D. R., Huynh, M. L., Harrison, P. M. & Bureau, T. E. The
evolutionary fate of MULE-mediated duplications of host gene fragments in
rice. Genome Res. 15, 1292–1297 (2005).

27. Ferguson, A. A., Zhao, D. & Jiang, N. Selective acquisition and retention of
genomic sequences by pack-mutator-like elements based on guanine-cytosine
content and the breadth of expression. Plant Physiol. 163, 1419–1432 (2013).

28. Zhao, D. et al. The unique epigenetic features of Pack-MULEs and their
impact on chromosomal base composition and expression spectrum. Nucleic
Acids Res. 46, 2380–2397 (2018).

29. Jiang, N., Ferguson, A. A., Slotkin, R. K. & Lisch, D. Pack-Mutator–like
transposable elements (Pack-MULEs) induce directional modification of genes
through biased insertion and DNA acquisition. Proc. Natl Acad. Sci. USA 108,
1537–1542 (2011).

30. Hanada, K. et al. The functional role of Pack-MULEs in rice inferred from
purifying selection and expression profile. Plant Cell 21, 25–38 (2009).

31. Hoen, D. R. et al. Transposon-mediated expansion and diversification of a
family of ULP-like genes. Mol. Biol. Evol. 23, 1254–1268 (2006).

32. Rhead, B. et al. The UCSC genome browser database: update 2010. Nucleic
Acids Res. 38, D613–D619 (2009).

33. Mackay, T. F. C. et al. The Drosophila melanogaster genetic reference panel.
Nature 482, 173–178 (2012).

34. Chalopin, D., Naville, M., Plard, F., Galiana, D. & Volff, J.-N. Comparative
analysis of transposable elements highlights mobilome diversity and evolution
in vertebrates. Genome Biol. Evol. 7, 567–580 (2015).

35. Smit, A., Hubley, R. & Green, P. RepeatMasker Open-3.0. 1996-2010, http://
www.repeatmasker.org (1996).

36. Pace, J. K. I. & Feschotte, C. The evolutionary history of human DNA
transposons: evidence for intense activity in the primate lineage. Genome Res.
17, 422–432 (2007).

37. Hedges, S. B., Dudley, J. & Kumar, S. TimeTree: a public knowledge-base of
divergence times among organisms. Bioinformatics 22, 2971–2972 (2006).

38. Yanagihashi, Y. et al. Snakeskin, a membrane protein associated with smooth
septate junctions, is required for intestinal barrier function in Drosophila. J.
Cell Sci. 125, 1980–1990 (2012).

39. Grenier, J. K. et al. Global diversity lines—a five-continent reference panel of
sequenced Drosophila melanogaster strains. G3 (Bethesda) 5, 593–603 (2015).

40. Nuzhdin, S. V. & Mackay, T. F. The genomic rate of transposable element
movement in Drosophila melanogaster. Mol. Biol. Evol. 12, 180–181 (1995).

41. Badal, M., Xamena, N. & Cabré, O. FB-NOF is a non-autonomous
transposable element, expressed in Drosophila melanogaster and present only
in the melanogaster group. Gene 526, 459–463 (2013).

42. Ros, F. & Kunze, R. Regulation of activator/dissociation transposition by
replication and DNA methylation. Genetics 157, 1723–1733 (2001).

43. Zhang, F., Gu, W., Hurles, M. E. & Lupski, J. R. Copy number variation in
human health, disease, and evolution. Annu. Rev. Genomics Hum. Genet. 10,
451–481 (2009).

44. Potter, S. S. DNA sequence of a foldback transposable element in Drosophila.
Nature 297, 201–204 (1982).

45. Collins, M. & Rubin, G. M. Structure of chromosomal rearrangements
induced by the FB transposable element in Drosophila. Nature 308, 323–327
(1984).

46. Liu, Y., Nie, H., Liu, H. & Lu, F. Poly(A) inclusive RNA isoform sequencing
(PAIso−seq) reveals wide-spread non-adenosine residues within RNA poly
(A) tails. Nat. Commun. 10, 5292 (2019).

47. Braunschweig, U. et al. Widespread intron retention in mammals functionally
tunes transcriptomes. Genome Res. 24, 1774–1786 (2014).

48. Gayarre, J. et al. The NER-related gene GTF2H5 predicts survival in high-
grade serous ovarian cancer patients. J. Gynecol. Oncol. 27, e7 (2016).

49. Liao, Y.-P. et al. Hypomethylation signature of tumor-initiating cells predicts
poor prognosis of ovarian cancer patients. Hum. Mol. Genet. 23, 1894–1906
(2013).

50. Vinckenbosch, N., Dupanloup, I. & Kaessmann, H. Evolutionary fate of
retroposed gene copies in the human genome. Proc. Natl Acad. Sci. USA 103,
3220–3225 (2006).

51. Emera, D. & Wagner, G. P. Transformation of a transposon into a derived
prolactin promoter with function during human pregnancy. Proc. Natl Acad.
Sci. USA 109, 11246–11251 (2012).

ARTICLE NATURE COMMUNICATIONS | https://doi.org/10.1038/s41467-021-24585-9

12 NATURE COMMUNICATIONS |         (2021) 12:4280 | https://doi.org/10.1038/s41467-021-24585-9 | www.nature.com/naturecommunications

https://www.ncbi.nlm.nih.gov/nuccore/MT433937/
https://www.ncbi.nlm.nih.gov/nuccore/MT433937/
https://genome.ucsc.edu
https://github.com/clamp131/pack-TIR
https://github.com/clamp131/pack-TIR
https://doi.org/10.1128/microbiolspec.MDNA3-0049-2014
https://doi.org/10.1128/microbiolspec.MDNA3-0049-2014
http://www.repeatmasker.org
http://www.repeatmasker.org
www.nature.com/naturecommunications


52. Izumi, Y., Yanagihashi, Y. & Furuse, M. A novel protein complex, Mesh–Ssk,
is required for septate junction formation in the Drosophila midgut. J. Cell Sci.
125, 4923–4933 (2012).

53. Khan, Z. et al. Primate transcript and protein expression levels evolve under
compensatory selection pressures. Science 342, 1100–1104 (2013).

54. Xu, J. & Zhang, J. Are Human Translated Pseudogenes Functional? Mol. Biol.
Evolution 33, 755–760 (2015).

55. Graur, D. & Li, W.-H. Fundamentals of Molecular Evolution, 2nd edn.,
(Sinauer Associates, 2000).

56. Yang, Z. PAML 4: phylogenetic analysis by maximum likelihood. Mol. Biol.
Evolution 24, 1586–1591 (2007).

57. Petrov, D. A., Fiston-Lavier, A.-S., Lipatov, M., Lenkov, K. & González, J.
Population genomics of transposable elements in Drosophila melanogaster.
Mol. Biol. Evolution 28, 1633–1644 (2010).

58. Stern, A.J. & Nielsen, R. in Handbook of Statistical Genomics, Vol. 1 (eds.
Balding, D., Moltke, I. & Marioni, J.) 397–420 (2019).

59. Izumi, Y., Furuse, K. & Furuse, M. Septate junctions regulate gut homeostasis
through regulation of stem cell proliferation and enterocyte behavior in
Drosophila. J. Cell Sci. 132, jcs232108 (2019).

60. Birchler, J. A. & Veitia, R. A. Gene balance hypothesis: connecting issues of
dosage sensitivity across biological disciplines. Proc. Natl Acad. Sci. USA 109,
14746–14753 (2012).

61. Jonusaite, S., Donini, A. & Kelly, S. P. Salinity alters snakeskin and mesh
transcript abundance and permeability in midgut and Malpighian tubules of
larval mosquito Aedes aegypti. Comp. Biochem. Physiol. Part A: Mol. Integr.
Physiol. 205, 58–67 (2017).

62. Baucom, R. S. et al. Exceptional diversity, non-random distribution, and rapid
evolution of retroelements in the B73 maize genome. PLOS Genet. 5, e1000732
(2009).

63. Li, Y. et al. Patterns of somatic structural variation in human cancer genomes.
Nature 578, 112–121 (2020).

64. Bayard, Q. et al. Cyclin A2/E1 activation defines a hepatocellular carcinoma
subclass with a rearrangement signature of replication stress. Nature. Nat.
Commun. 9, 5235 (2018).

65. Stein, J. C. et al. Genomes of 13 domesticated and wild rice relatives highlight
genetic conservation, turnover and innovation across the genus Oryza. Nat.
Genet. 50, 285–296 (2018).

66. Wang, W. et al. Genomic variation in 3,010 diverse accessions of Asian
cultivated rice. Nature 557, 43–49 (2018).

67. Jiang, N., Bao, Z., Zhang, X., Eddy, S. R. & Wessler, S. R. Pack-MULE
transposable elements mediate gene evolution in plants. Nature 431, 569–573
(2004).

68. Bergthorsson, U., Andersson, D. I. & Roth, J. R. Ohno’s dilemma: evolution of
new genes under continuous selection. Proc. Natl Acad. Sci. USA 104,
17004–17009 (2007).

69. Chen, H.-J., Li, Q., Nirala, N. K. & Ip, Y. T. The snakeskin-mesh complex of
smooth septate junction restricts yorkie to regulate intestinal homeostasis in
Drosophila. Stem Cell Rep. 14, 828–844 (2020).

70. Salazar, A. M. et al. Intestinal snakeskin limits microbial dysbiosis during
aging and promotes longevity. iScience 9, 229–243 (2018).

71. Ahlers, L. R. H. et al. Insulin potentiates JAK/STAT signaling to broadly
inhibit flavivirus replication in insect vectors. Cell Rep. 29, 1946–1960.e5
(2019).

72. Bou Sleiman, M. S. et al. Genetic, molecular and physiological basis of
variation in Drosophila gut immunocompetence. Nat. Commun. 6, 7829
(2015).

73. Wang, J. B., Lu, H.-L. & St. Leger, R. J. The genetic basis for variation in
resistance to infection in the Drosophila melanogaster genetic reference panel.
PLOS Pathog. 13, e1006260 (2017).

74. Kaessmann, H. Origins, evolution, and phenotypic impact of new genes.
Genome Res. 20, 1313–1326 (2010).

75. Chen, S., Krinsky, B. H. & Long, M. New genes as drivers of phenotypic
evolution. Nat. Rev. Genet. 14, 645–660 (2013).

76. Zhang, Y. E. & Long, M. New genes contribute to genetic and phenotypic
novelties in human evolution. Curr. Opin. Genet. Dev. 29, 90–96 (2014).

77. Perry, G. H. et al. Diet and the evolution of human amylase gene copy number
variation. Nat. Genet. 39, 1256–1260 (2007).

78. Parker, H. G. et al. An expressed Fgf4 retrogene is associated with breed-
defining Chondrodysplasia in domestic dogs. Science 325, 995–998 (2009).

79. Clifton, B.D. et al. Understanding the early evolutionary stages of a tandem
Drosophila melanogaster-specific gene family: a structural and functional
population study. Mol. Biol. Evol. 37, 2584–2600 (2020).

80. Chen, S., Zhang, Y. E. & Long, M. New genes in Drosophila quickly become
essential. Science 330, 1682–1685 (2010).

81. VanKuren, N. W. & Long, M. Gene duplicates resolving sexual conflict
rapidly evolved essential gametogenesis functions. Nat. Ecol. Evol. 2, 705–712
(2018).

82. Grabundzija, I. et al. A Helitron transposon reconstructed from bats reveals a
novel mechanism of genome shuffling in eukaryotes. Nat. Commun. 7, 10716
(2016).

83. Goodier, J. L., Ostertag, E. M. & Kazazian, H. H. Jr Transduction of 3′-
flanking sequences is common in L1 retrotransposition. Hum. Mol. Genet. 9,
653–657 (2000).

84. Kapitonov, V. V. & Jurka, J. Helitrons on a roll: eukaryotic rolling-circle
transposons. Trends Genet. 23, 521–529 (2007).

85. Buzdin, A. et al. The human genome contains many types of chimeric
retrogenes generated through in vivo RNA recombination. Nucleic Acids Res.
31, 4385–4390 (2003).

86. Makałowski, W., Pande, A., Gotea, V. & Makałowska, I. in Evolutionary
Genomics: Statistical and Computational Methods, (ed. Anisimova, M.) Vol 1,
337–359 (Humana Press, Totowa, NJ, 2012).

87. Tan, S., Zhu, Z., Zhu, T., Te, R. & Zhang, Y.E. Chance and necessity: emerging
introns in intronless retrogenes. eLS https://doi.org/10.1002/9780470015902.
a0022886 (2014).

88. Holligan, D., Zhang, X., Jiang, N., Pritham, E. J. & Wessler, S. R. The
transposable element landscape of the model legume Lotus japonicus. Genetics
174, 2215–2228 (2006).

89. Kent, W. J. BLAT—the BLAST-like alignment tool. Genome Res. 12, 656–664
(2002).

90. Zhang, Y. E., Vibranovski, M. D., Krinsky, B. H. & Long, M. A cautionary note
for retrocopy identification: DNA-based duplication of intron-containing
genes significantly contributes to the origination of single exon genes.
Bioinformatics 27, 1749–1753 (2011).

91. Zhang, Y. E., Vibranovski, M. D., Landback, P., Marais, G. A. B. & Long, M.
Chromosomal redistribution of male-biased genes in mammalian evolution
with two bursts of gene gain on the X chromosome. PLoS Biol. 8, e1000494
(2010).

92. Shao, Y. et al. GenTree, an integrated resource for analyzing the evolution and
function of primate-specific coding genes. Genome Res. 29, 682–696 (2019).

93. Chaisson, M. J. & Tesler, G. Mapping single molecule sequencing reads using
basic local alignment with successive refinement (BLASR): application and
theory. BMC Bioinforma. 13, 238 (2012).

94. Huddleston, J. et al. Discovery and genotyping of structural variation from
long-read haploid genome sequence data. Genome Res. 27, 677–685 (2017).

95. Koren, S. et al. Canu: scalable and accurate long-read assembly via adaptive k-
mer weighting and repeat separation. Genome Res. 27, 722–736 (2017).

96. Bao, W., Kojima, K. K. & Kohany, O. Repbase Update, a database of repetitive
elements in eukaryotic genomes. Mobile DNA 6, 11 (2015).

97. Crosby, M. A. et al. FlyBase: genomes by the dozen. Nucleic Acids Res. 35,
D486–D491 (2006).

98. Huang, W. et al. Natural variation in genome architecture among 205
Drosophila melanogaster genetic reference panel lines. Genome Res. 24,
1193–1208 (2014).

99. Edgar, R. C. MUSCLE: multiple sequence alignment with high accuracy and
high throughput. Nucleic Acids Res. 32, 1792–1797 (2004).

100. Kumar, S., Stecher, G. & Tamura, K. MEGA7: molecular evolutionary genetics
analysis version 7.0 for bigger datasets. Mol. Biol. Evol. 33, 1870–1874 (2016).

101. Stamatakis, A. RAxML version 8: a tool for phylogenetic analysis and post-
analysis of large phylogenies. Bioinformatics 30, 1312–1313 (2014).

102. Chen, J. et al. Tracking the origin of two genetic components associated with
transposable element bursts in domesticated rice. Nat. Commun. 10, 641
(2019).

103. Zhuang, J., Wang, J., Theurkauf, W. & Weng, Z. TEMP: a computational
method for analyzing transposable element polymorphism in populations.
Nucleic Acids Res. 42, 6826–6838 (2014).

104. Rahman, R. et al. Unique transposon landscapes are pervasive across
Drosophila melanogaster genomes. Nucleic Acids Res. 43, 10655–10672 (2015).

105. Danecek, P. et al. The variant call format and VCFtools. Bioinformatics 27,
2156–2158 (2011).

106. Ruiz-Orera, J. et al. Origins of de novo genes in human and Chimpanzee. PLoS
Genet. 11, e1005721 (2016).

107. Dobin, A. et al. STAR: ultrafast universal RNA-seq aligner. Bioinformatics 29,
15–21 (2012).

108. Bray, N. L., Pimentel, H., Melsted, P. & Pachter, L. Near-optimal probabilistic
RNA-seq quantification. Nat. Biotechnol. 34, 525–527 (2016).

109. Ma, Y. et al. Genome-wide analysis of pseudogenes reveals HBBP1’s human-
specific essentiality in erythropoiesis and implication in β-thalassemia.
Developmental Cell 56, 478–493.e11 (2021).

110. Li, H. et al. The sequence alignment/map format and SAMtools.
Bioinformatics 25, 2078–2079 (2009).

111. Grabherr, M. G. et al. Full-length transcriptome assembly from RNA-Seq data
without a reference genome. Nat. Biotechnol. 29, 644–652 (2011).

112. Schieber, M. & Chandel Navdeep S. TOR signaling couples oxygen sensing to
lifespan in C. elegans. Cell Rep. 9, 9–15 (2014).

NATURE COMMUNICATIONS | https://doi.org/10.1038/s41467-021-24585-9 ARTICLE

NATURE COMMUNICATIONS |         (2021) 12:4280 | https://doi.org/10.1038/s41467-021-24585-9 |www.nature.com/naturecommunications 13

https://doi.org/10.1002/9780470015902.a0022886
https://doi.org/10.1002/9780470015902.a0022886
www.nature.com/naturecommunications
www.nature.com/naturecommunications


113. Roach, N. P. et al. The full-length transcriptome of C. elegans using direct
RNA sequencing. Genome Res. 30, 299–312 (2020).

114. Li, H. Minimap2: pairwise alignment for nucleotide sequences. Bioinformatics
34, 3094–3100 (2018).

115. Frochaux, M. V. et al. cis-regulatory variation modulates susceptibility to enteric
infection in the Drosophila genetic reference panel. Genome Biol. 21, 6 (2020).

116. Everett, L. J. et al. Gene expression networks in the Drosophila genetic
reference panel. Genome Res. 30, 485–496 (2020).

117. Robinson, J. T. et al. Integrative genomics viewer. Nat. Biotechnol. 29, 24–26
(2011).

118. Stadler, M. R., Haines, J. E. & Eisen, M. B. Convergence of topological domain
boundaries, insulators, and polytene interbands revealed by high-resolution
mapping of chromatin contacts in the early Drosophila melanogaster embryo.
eLife 6, e29550 (2017).

119. Wingett, S. et al. HiCUP: pipeline for mapping and processing Hi-C data.
F1000Research 4, 1310 (2015).

120. Durand, N. C. et al. Juicer provides a one-click system for analyzing loop-
resolution Hi-C experiments. Cell Syst. 3, 95–98 (2016).

121. Schmitt, A. D., Hu, M. & Ren, B. Genome-wide mapping and analysis of
chromosome architecture. Nat. Rev. Mol. Cell Biol. 17, 743–755 (2016).

122. Lajoie, B. R., Dekker, J. & Kaplan, N. The Hitchhiker’s guide to Hi-C analysis:
practical guidelines. Methods 72, 65–75 (2015).

123. Guo, T. et al. Rapid mass spectrometric conversion of tissue biopsy samples
into permanent quantitative digital proteome maps. Nat. Med. 21, 407–413
(2015).

124. Tan, S., Ma, H. & Zhang, Y. E. DNA transposons mediate duplications via
transposition-independent and -dependent mechanisms in metazoans. Zenodo
https://doi.org/10.5281/zenodo.4905489 (2021).

Acknowledgements
We thank Drs. Manyuan Long, Jinfeng Chen, Zongzhao Zhai, Qing Li, Yan Li, Tian
Tang, Michael Stadler, and the Zhang laboratory members for the helpful discussions.
We appreciate the Mesh antibody provided by Drs. Mikio Furuse and Yasushi Izumi.
This research was supported by grants from the National Key R&D Program of China
(2018YFC1406902, 2019YFA0802600), the Chinese Academy of Sciences (ZDBS-LY-
SM005, No. XBZG-ZDSYS-201913), the National Natural Science Foundation of China
(31701092, 31771410, 31970565, 91731302), the Youth Innovation Promotion Associa-
tion of CAS (No. 2018112), and the third round of public welfare development and
reform pilot projects of Beijing Municipal Medical Research Institutes (Beijing Medical
Research Institute, 2019-1). Additionally, the C.L.C. lab is supported by grants from the I.
Curie YPI program, the ATIP-Avenir program from CNRS and Plan Cancer, the Agence
Nationale pour la Recherche (ANR) and the Institut National du Cancer (INCa). G.L.B.
is supported in part by the Office of the Director, National Institutes of Health, under

Award Number P51OD011106. The computing was jointly supported by the HPC
Platform of BIG and that of the Scientific Information Centre of IOZ.

Author contributions
Y.E.Z., S.T. and C.L.C. conceived and designed the study; S.T. and H.M. performed the
computational analyses with help from D.W., Z.Z., and H.C.; J.W. and M.W. performed
the experiments with help from M.X.W., H.Y., Y.Z., J.S, X.Z., S.G., J.M.W., and X.H.; and
Y.E.Z., S.T., C.L.C., H.M., J.W., M.W., and G.L.B. wrote the manuscript.

Competing interests
The authors declare no competing interests.

Additional information
Supplementary information The online version contains supplementary material
available at https://doi.org/10.1038/s41467-021-24585-9.

Correspondence and requests for materials should be addressed to C.-L.C. or Y.E.Z.

Peer review information Nature Communications thanks Wojciech Makalowski and the
other, anonymous, reviewers for their contribution to the peer review of this work. Peer
reviewer reports are available.

Reprints and permission information is available at http://www.nature.com/reprints

Publisher’s note Springer Nature remains neutral with regard to jurisdictional claims in
published maps and institutional affiliations.

Open Access This article is licensed under a Creative Commons
Attribution 4.0 International License, which permits use, sharing,

adaptation, distribution and reproduction in any medium or format, as long as you give
appropriate credit to the original author(s) and the source, provide a link to the Creative
Commons license, and indicate if changes were made. The images or other third party
material in this article are included in the article’s Creative Commons license, unless
indicated otherwise in a credit line to the material. If material is not included in the
article’s Creative Commons license and your intended use is not permitted by statutory
regulation or exceeds the permitted use, you will need to obtain permission directly from
the copyright holder. To view a copy of this license, visit http://creativecommons.org/
licenses/by/4.0/.

© The Author(s) 2021

ARTICLE NATURE COMMUNICATIONS | https://doi.org/10.1038/s41467-021-24585-9

14 NATURE COMMUNICATIONS |         (2021) 12:4280 | https://doi.org/10.1038/s41467-021-24585-9 | www.nature.com/naturecommunications

https://doi.org/10.5281/zenodo.4905489
https://doi.org/10.1038/s41467-021-24585-9
http://www.nature.com/reprints
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
www.nature.com/naturecommunications

	DNA transposons mediate duplications via transposition-independent and -dependent mechanisms in metazoans
	Results
	Hundreds of young Pack-TIRs were identified in animal reference genomes and population resequencing data of D. melanogaster
	The distribution, copy number, and origination timing of Pack-TIRs in reference genomes suggest a transposition-independent birth process
	The location and sequence features of single-copy Pack-TIRs indicate a gap-filling process
	Recurrent transposition generates multicopy Pack-TIRs
	An appreciable proportion of Pack-TIRs are transcribed and the majority of these are expressed as chimeric RNAs with flanking sequences
	Ssk-FB4s likely represent a functional protein family evolving under positive selection

	Discussion
	Methods
	Identification and analyses of Pack-TIRs in 100 animal reference genomes
	Identification and analyses of polymorphic Pack-TIRs in flies
	Searching signal of positive selection
	Transcription analyses
	Analyses of DNA interaction data
	Protein identification, quantification, and co-immunoprecipitation (Co-IP)
	GWAS data analyses

	Data availability
	Code availability
	References
	Acknowledgements
	Author contributions
	Competing interests
	Additional information




