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Abstract
To better understand the structure and variability of the 45S rDNA cistron and its evolutionary dynamics in grasshoppers, we
performed a detailed analysis combining classical and molecular cytogenetic data with whole-genome sequencing in Abracris
flavolienata, which shows extraordinary variability in the chromosomal distribution for this element. We found astonishing
variability in the number and size of rDNA clusters at intra- and inter-population levels. Interestingly, FISH using distinct parts
of 45S rDNA cistron (18S rDNA, 28S rDNA, and ITS1) as probes revealed a distinct number of clusters, suggesting independent
mobility and amplification of the 45S rDNA components. This hypothesis is consistent with the higher genomic coverage of
almost the entire cistron of 45S rDNA observed in A. flavolineata compared to other grasshoppers, besides coverage variability
along the 45S rDNA cistron in the species. In addition, these differences in coverage for distinct components of the 45S rDNA
cistron indicate emergence of pseudogenes evidenced by existence of truncated sequences, demonstrating the rDNA dynamics in
the species. Although the chromosomal distribution of 18S rDNAwas highly variable, the chromosomes 1, 3, 6, and 9 harbored
rDNA clusters in all individuals with the occurrence of NOR activity in pair 9, suggesting ancestry or selective pressures to
prevent pseudogenization of rDNA sequences in this chromosome pair. Additionally, small NORs and cryptic rDNA loci were
observed. Finally, there was no evidence of enrichment and association of transposable elements, at least, inside or nearby rDNA
cistron. These findings broaden our knowledge of rDNA dynamics, revealing an independent movement and amplification of
segments of 45S rDNA cistron, which in A. flavolineata could be attributed to ectopic recombination.
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Introduction

The 45S rDNA (major rDNA) is a primarily head-to-tail
tandemly repeated genomic element that is arranged at one
or multiple sites, variable in size, which can be located in
one or several chromosomes. The rDNA cistron consists of
three genes for 18S, 5.8S, and 28S rRNAs, separated by in-
ternal transcribed spacers (ITS1 and ITS2) besides external
transcribed spacers and intergenic spacer (Nei and Rooney
2005; Eickbush and Eickbush 2007). Usually, eukaryotes
have hundreds to millions of major rDNA copies, which rep-
resent one of the most abundant repetitive DNAs. These cop-
ies are required for a massive number of ribosomes during a
period of fast growth (Eickbush and Eickbush 2007). The
copies are clustered in the nucleolar organizer regions
(NORs) that generate nucleoli as a result of 45S rDNA tran-
scription during ribosome synthesis.

From the chromosomal point of view, the 45S rDNA is the
most widely studied element in eukaryotes by means of fluo-
rescence in situ hybridization (FISH) using distinct parts of the
cistron as probes, mostly 18S and 28S/26S. Variability be-
tween species in the number and location of rDNA loci is well
documented (Garcia et al. 2012; Sochorová et al. 2018). To a
lesser extent, intraspecific polymorphisms were also ob-
served, for example, in fish (Castro et al. 2001; Mantovani
et al. 2005), grasshoppers (Cabrero et al. 2003; Veltsos et al.
2009), amphibians (Bi et al. 2009; Schmid et al. 2017), and
plants (Shishido et al. 2000; Pedrosa-Harand et al. 2006).
Chromosomal rearrangements, like translocations and fu-
sions, could be responsible for rDNA movement in distinct
chromosomes, causing part of the extensive variability docu-
mented. Moreover, the variability of the number and position
of major rDNA loci could be caused by transposition mediat-
ed by transposable elements (TEs) and ectopic recombination
(Schubert 1984; Shishido et al. 2000; Cai et al. 2006; Datson
and Murray 2006; Schubert and Wobus 1985; Reed and
Phillips 2000; Raskina et al. 2004; Schmid et al. 2017). The
dispersion of rDNA sites could also be favored by the reinser-
tion of circular intermediates (Reed and Phillips 2000;
Gornung 2013).

In grasshoppers as in other eukaryotes, the 45S rDNA is the
most frequently mapped repetitive DNA on chromosomes,
revealing extensive variability, especially in Acrididae
(Cabrero and Camacho 2008; Veltsos et al. 2009; Bueno
et al. 2013). Recently, a particularly high number of rDNA
clusters and high intraspecific variability were observed in the
grasshopper Abracris flavolineata (Bueno et al. 2013), in in-
dividuals from the Rio Claro/SP (São Paulo), Brazil, popula-
tion. Using FISH with the 18S rDNA probe, five to nine chro-
mosomes carrying rDNA clusters were observed per haploid
genome. The 18S rDNA clusters were variable in size and
showed heteromorphisms (monosomicity), i.e., the presence
restricted to only one chromosome of a homologous pair. The

high variation of rDNA in A. flavolineata is puzzling, and this
species could be a good model for understanding the chromo-
somal evolution of 45S rDNA at the intraspecific level.
Therefore, we performed a detailed analysis of the 45S
rDNA cistron in A. flavolineata, in a interdisciplinar frame-
work using data of classical and molecular cytogenetics as
well as next-generation sequencing data. Our study revealed
an intriguing dynamics of the 45S rDNA in A. flavolineata,
including rDNA amplification and independent movement of
cistron components (genes and spacers) with conserved func-
tionality in a specific chromosome.

Materials and methods

Animal sampling and chromosomal analysis

A total of 48 A. flavolineata adult males were used in this
study. They were collected in five regions of Brazil: Rio
Claro/SP (São Paulo), 22°24′45″ S, 47°31′28″W, 10 individ-
uals; Colina/SP, 20°70′ S, 48°52′ W, six individuals; Murici/
AL (Alagoas), 9°13′ S, 35°50′ W, four individuals; Cabo/PE
(Pernambuco), 8°17′15″ S, 35°2′7″ W, nine individuals; and
Sta. Bárbara do Pará/PA (Pará), 1°13′27″ S, 48°17′38″ W, 10
individuals, and also in Posadas/Missiones, Argentina, 27°25′
S, 55°56′ W, nine individuals (Supplementary Material 1).
The animals were anesthetized and testis follicles were dis-
sected and fixed in modified Carnoy’s solution (3:1, 100%
ethanol/glacial acetic acid) for meiotic chromosomes
obtaining. Mitotic chromosomes were obtained from embryo
neuroblasts using standard procedures described elsewhere
(Webb et al. 1978). Whole animals were stored in 100% eth-
anol for DNA extraction.

Slides were prepared by maceration of testis or embryo in
a drop of 50% acetic acid followed by spreading on a hot
plate at 40–45 °C. For conventional analyses, chromosome
preparations were stained with 5% Giemsa. Selected un-
stained slides were used for FISH. Silver nitrate staining
was done according to the protocol described by Rufas
et al. (1987).

Genome sequencing and computational analysis

DNA of male individuals of A. flavolineata (one without B
chromosome, 0B and one with one B chromosome, +1B) was
extracted from the saltatorial legs using the Qiagen DNeasy
kit (Qiagen Inc., CA, USA) following the manufacturer’s pro-
tocol. The extracted DNAwas sonicated to obtain fragments
of ~ 500 bp and used to prepare paired-end libraries as recom-
mended by Illumina (Illumina Inc., San Diego, CA, USA).
The libraries were sequenced with Illumina MiSeq yielding
paired-end reads up to 300 nt. Quality trimming of the reads
was performed using the Trimmomatic software (Bolger et al.
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2014) with minimum quality of Q20 and minimum length of
150 nt. The A. flavolineata 45S rDNA partial sequence was
assembled with MITObim (Hahn et al. 2013) using a random
selection of 1 million read pairs, 500,000 pairs from each
library. As a reference, we used a partial rDNA sequence of
a Gomphocerinae species obtained by Mallatt and Giribet
(2006) with the accession number AY859546.

In order to compare the genomic coverage in the 45S
rDNA cluster of A. flavolineata, we used gDNA paired-end
Illumina HiSeq2000 sequencing (2 × 101-nt reads) from other
four species: two Acrididae species, Locusta migratoria
(SRR2911427, Ruiz-Ruano et al. 2016) and Parascopas
sanguineus, one Pamphagidae species Eumigus monticola
(SRR3000673, Ruiz-Ruano et al. 2017), and one
Py rgomorph id ae spec i e s Pyrgomorpha con i ca
(SRR3953136, Ruiz-Ruano et al. 2018). For these four spe-
cies, we also performed quality trimming using the
Trimmomatic software and assembled a partial 45S rDNA
sequence as described above, using the previously assembled
45S rDNA sequence of A. flavolineata as a reference.

We estimated the coverage along the 45S rDNA cluster
separately in the six Illumina libraries performing a previous
selection of homologous reads to the 45S rDNA of its own
species using the BLAT aligner (Kent 2002) integrated into a
custom script (https://github.com/fjruizruano/ngs-protocols/
blob/master/mapping_blat_gs_saver.py). The selected reads
were mapped using Bowtie2 (Langmead and Salzberg 2012)
with default options, and the coverage was obtained by each
position with the software pysamstats (https://github.com/
alimanfoo/pysamstats). We compared coverage values
between species estimating the genome proportion as the
coverage in number of mapped reads divided by the library
size.

In addition, we tried to identify external elements associat-
ed with the rDNA of A. flavolineata that could be responsible
for rDNA mobility. For this purpose, we used the previously
selected reads using BLAT and joined the read paired using
the Bfastq-join^ software of the FASTX-Toolkit suit (Gordon
and Hannon 2010) with default options. Then, we used the
45S rDNA sequence of A. flavolineata to mask homologous
nucleotides using RepeatMasker (Smit et al. 2017). The
masked reads were assembled with CAP3 (Huang and
Madan 1999), and the resulting contigs were used for com-
parisons with TEs deposited in Repbase and NCBI, and a
database for A. flavolineata genome generated by
RepeatExplorer software containing 53 satDNA families and
TEs (Milani et al. in preparation). Finally, we estimated the
abundance of these contigs in the reads homologous to the
rDNA and the complete library using RepeatMasker (Smit
et al. 2017). The database for satDNAs and TEs from
A. flavolineata genome was also used for an internal
BLAST using as query distinct parts of 45S rDNA cistron
(18S, ITS1, 5.8S, ITS2, 28S) to check similarity.

Probes and FISH experiments

We determined the chromosomal location along the 45S
rDNA in A. flavolineata using a set of probes covering
different regions of the element. Firstly, we amplified by
PCR a region of the 18S rDNA gene using A. flavolineata
genomic DNA with the combination of primers described
by Cabral-de-Mello et al . (2010), Sca18S_F and
Sca18S_R. This PCR product was used as a probe in
FISH experiments in all populations and all 48 individuals
studied. It largely corresponds to the region of low genome
coverage in comparison to other regions of 45S rDNA
revealed by genomic analysis (see BResults^; Fig. 1).
FISH using another probe containing a small part of 18S,
ITS1+5.8S+ITS2, and a small part of 28S (named ITS1–2
probe) was performed in one individual of each population.
Unlike the first probe for the 18S rDNA, this probe corre-
sponds to a region with high coverage for 45S rDNA indi-
cated by genomic analysis (see BResults^; Fig. 1). The
probe was obtained using the primers 18S 5′ GCTTTTGT
ACACACCGCCCGTCGC and ITS4 5′ ATATGCTT
AAATTCAGCGGG. Additionally, we performed FISH in
one individual of Rio Claro/SP using two probes composed
separately of the ITS1 and 28S rDNA cistron regions that
showed high coverage according to genomic data com-
pared to 18S rDNA probe (see BResults^; Fig. 1). For the
latter FISH experiments, the same individual (one embryo)
was used and these probes were each combined with the
18S rDNA probe. The primers for these two regions were
designed using the consensus 45S rDNA cistron assembled
from the A. flavolineata genome and the Primer3 software
(Untergasser et al. 2012), Af_28S_F 5′ CTGGCACT
GTGAGGTGACAT and Af_28S_R 5 ′ TTAATCCC
ACGGATGGTAGC, and Af_ITS1_F 5′ CTAGCTGT
ACGGCAGCAATG and Af_ITS1_R 5′ GCCCCTGT
TCCAGTTACAAA. The PCR fragments were sequenced
using the Macrogen service to check the amplification of
the desired sequences.

The probes were labeled with digoxigenin-11-dUTP and
biotin-14-dATP by PCR and nick translation, respectively.
FISH was done following the Pinkel et al. (1986) protocol
with modifications proposed by Cabral-de-Mello et al.
(2010). The probes were detected using anti-digoxigenin-
Rhodamine (Roche) or streptavidin-Alexa Fluor 488
(Invitrogen). After FISH, preparations were counterstained
with 4′,6-diamidino-2-phenylindole (DAPI) and mounted in
VECTASHIELD (Vector, Burlingame, CA, USA).
Chromosomes and signals were observed using an
Olympus microscope BX61 equipped with fluorescence
lamp and appropriate filters. Photographs were recorded
with a DP70 cooled digital camera. Images were merged
and optimized for brightness and contrast with Adobe
Photoshop CS6.
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Results

rDNA cistron and associated sequences
in A. flavolineata genome

The genomic analysis of 45S rRNA cistron of Abracris
flavolineata and other four grasshopper species revealed
a high variation of coverage (Fig. 1). Eumigus
monticola, P. sanguineus, P. conica, and L. migratoria
revealed similar coverage along the entire cistron, with
a higher copy number for L. migratoria. However, the
number of copies in A. flavolineata was higher than in
other species, and the copy number varied along the
whole cistron. The lowest coverage was found around
the position 1000 nt of the 18S rRNA gene, with a
similar number of copies observed in the other species
(Fig. 1).

The assembly of masked reads to get the elements
associated with the rDNA cistron yielded 60 contigs,
but we could only annotate 16 of them. Five contigs
were homologous with transposable element R2, two
contigs with R1, Helitron and Polinton, and one contig
with LINE/I, LOA, RTE, Mariner, and the IGS of the
45S rDNA. A higher proportion of reads homologous
with 45S rDNA was similar to the IGS, i.e., 2.02%,
and the next in abundance was an unannotated contig
with about 0.15% (Supplementary Material 2) .
Comparison of distinct parts of 45S rDNA cistron
(18S, ITS1, 5.8S, ITS2, and 28S) with the database
for satDNAs and TEs from A. flavolineata did not re-
veal any coincidence.

Chromosomal location of rDNA clusters

The karyotypes of all individuals studied were the same to
previous analysis (Cella and Ferreira 1991; Bueno et al.
2013). Physical mapping by FISH with the 18S rDNA probe
performed in 48 individuals from the six populations analyzed
revealed extensive variation in four aspects: (i) the number of
chromosome pairs carrying rDNA clusters, (ii) the specific
chromosomes carrying rDNA, (iii) the size of these clusters
that were classified as large (L) and small (S) (Supplementary
Material 3), and (iv) heteromorphism (monosomicity) in the
presence/absence of rDNA in one homolog of some chromo-
some pairs (Figs. 2 and 3; Supplementary Material 4).
Although the rDNA clusters were invariably located near the
pericentromeric regions, in most cases, they were stretched to
short arms, forming large blocks (Fig. 2; Supplementary
Material 3). The number of rDNA-carrying chromosome pairs
ranged from 6 (observed in individuals from Cabo/PE) to 11
(Colina/SP), with frequent occurrence of 8 or 9 (mean = 8.35,
SE = 0.16). Significant differences were found among the six
populations analyzed, with Colina/SP population showing the
highest average number (10), followed by Murici/AL (9), Rio
Claro (8.3), Posadas/Missiones and Sta. Bárbara (8.3), and
Cabo/PE (7.4) (Supplementary Material 4).

The autosomes 1, 3, 6, and 9, in order of decreasing size,
carried rDNA in all individuals and populations, whereas au-
tosomes 7 and 11 rarely showed hybridization signals of the
18S rDNA probe, specifically only in 20.8% and 4.2% of
cases, respectively (Fig. 3; Supplementary Material 4). The
remaining chromosomes carried rDNA at intermediate fre-
quencies: X chromosome (91.7%), autosome 2 (75%),

Fig. 1 Genomic coverage for 45S rDNA cistron in five grasshopper
species, Abracris flavolineata, Locusta migratoria, Pyrgomorpha
conica, Parascopas sanguineus, and Eumigus monticola. Note the
higher coverage for A. flavolineata and the variable coverage along 45S

rDNA in this species that are in contrast to other species. The coverage for
ITS1 and ITS2 is shown only for A. flavolineata. Primers used for
amplification of distinct regions of the 45S rDNA cistron from
A. flavolineata are also indicated
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autosome 10 (64.6%), autosome 4 (62.5%), and autosomes 5
and 8 (58.3%). The size of the rDNA clusters also showed
variation, with autosomes 1 and 9 always showing large clus-
ters, whereas autosomes 3 and 6 showing large or small clus-
ters. Chromosomes 2, 10, and 11 showed large signals or
absence of clusters; chromosome 8 presented small signal or
absence of cluster; large or small signals or absence of clusters
were observed in chromosomes 4, 5, 7, and X. These patterns
varied depending on the population (Fig. 3; Supplementary
Material 4).

Remarkably, when FISH experiments were performed
using the probe containing ITS1+5.8S+ITS2 and part of
18S and 28S rDNA regions (ITS1–2 probe), we found
additional FISH signals in the pericentromeric regions of
chromosomes which failed to hybridize with the 18S
rDNA probe (Supplementary Material 5). For instance,
Supplementary Material 5 shows the presence of rDNA
sites on 10 chromosomes in the Cabo/PE population, in-
cluding the presence of additional terminal sites on four
autosome bivalents and interstitial ones on two autosome
bivalents and the X univalent. This greatly contrasts with
the finding of only pericentromeric sites on a maximum of
nine bivalents when the 18S rDNA probe was used (see
Fig. 2; Supplementary Material 4). These additional

pericentromeric, interstitial, and/or terminal rDNA sites
were also observed in the five remaining populations
when the ITS1–2 probe was used (Supplementary
Material 5). No signals using this probe (ITS1–2) were
observed in the B chromosome of individuals from Rio
Claro/SP population (Supplementary Material 5), similar
to data obtained using only the low genome coverage
region of 18S rDNA gene (Bueno et al. 2013).

FISH with ITS1 and 28S rDNA probes also revealed
distinct chromosomal distribution in comparison with the
18S rDNA probe. Pericentromeric regions of all chromo-
somes, in some cases also adjacent regions of short arms,
were labeled with both probes, and additional terminal
signals were observed in most chromosomes. The X chro-
mo some s howed on e i n t e r s t i t i a l s i g n a l . Th e
pericentromeric signals partially overlapped with 18S
rDNA signals (Fig. 4).

Nucleolar organizer regions

The analysis of one individual from each population, ran-
domly selected, using silver nitrate impregnation revealed
active NORs in the chromosome 9 for all individuals. The
chromosome 10 also often exhibited silver nitrate

Fig. 2 Examples of chromosomal distribution of 18S rDNA in meiotic
chromosomes (metaphase I) of Abracris flavolineata revealed by FISH in
six different populations (a–f). One individual per population is shown;

autosome bivalents are arranged in decreasing order of size, and the
centromeres are oriented up and down. Note the variability in the
number of rDNA clusters, their size, and location. Bar = 5 μm
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impregnation, except for the individual from the popula-
tion of Sta. Bárbara do Pará/PA. In contrast, chromosomes
1, 8, and 11 did not show silver nitrate impregnation
(Fig. 5). Besides large NORs in some chromosomes, sites
with faint silver nitrate staining were observed, indicating
the occurrence of small NORs (Fig. 5). Cryptic loci that
were stained by silver nitrate but without FISH signals for
18S rDNA were observed in chromosomes 4, 5, and 10 in
one individual from Cabo/PE (Fig. 5a) and chromosome
10 in individuals from Murici/AL (Fig. 5c) and Posadas/
Misiones, Argentina (Fig. 5d).

Discussion

Variability in the number of major rDNA chromosomal clus-
ters is commonly found at the interspecific level. In animals, it
ranges from 1 to 54 sites, although the median number of sites
is close to 2 (Cabrero and Camacho 2008; Gornung 2013;
Sochorová et al. 2018) and in plants, this range is from 1 to
45 sites with median of four clusters (Roa and Guerra 2012;
Garcia et al. 2017). At the intraspecific level, variability in the
number and chromosomal distribution of 45S rDNA clusters
was documented to a lesser extent (Castro et al. 2001; Cabrero

Fig. 3 Chromosomal frequency of 18S rDNA revealed by FISH in six populations of Abracris flavolineata (a–f). Red represents large signals (L),
yellow represents small signals (S), and gray absence of signals
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Fig. 5 Active nucleolar organizer regions (NORs) in diplotene revealed
by silver nitrate staining in individuals of Abracris flavolineata from six
populations (a–f). Chromosomes carrying NORs are numbered, and
black arrowheads indicate cryptic rDNA sites (without FISH signals of

18S rDNA). Blue arrowheads show small NORs. (a, b, d, e)
Chromosomes with small NORs are depicted in the insets. Bar = 5 μm;
bar in insets = 2.5 μm

Fig. 4 FISH mapping of distinct regions of the 45S rDNA cistron in
mitotic cells of one embryo from the Rio Claro/SP population, (a, d)
18S rDNA (red), (b) ITS1 (green), (e) 28S rDNA (green), and (c,f)

merged signals (green and red) with chromosomes stained with DAPI
(gray). Note the distinct chromosomal distribution for 18S rDNA and the
other rDNA cistron regions. The X chromosome is indicated. Bar = 5 μm
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et al. 2003; Mantovani et al. 2005; Bi et al. 2009; Veltsos et al.
2009; Garcia et al. 2017; Schmid et al. 2017). In the present
study, we observed remarkable intraspecific variability in six
populations of A. flavolineata, and we also observed an un-
usual pattern, a high rDNAvariation within these populations.
The high variability was manifested by the occurrence of dif-
ferent numbers of rDNA clusters in individuals from the same
population, clusters with distinct sizes and heteromorphisms.
For example, in 10 individuals from Rio Claro/SP, six distinct
patterns in the rDNA distribution were observed, demonstrat-
ing high dynamics of this repetitive DNA family. As proposed
for other insect groups, this high dynamics could be caused by
different molecular mechanisms leading to the origin and
spreading of repetitive DNAs in eukaryote genomes (Dover
1986; Montgomery et al. 1991; Charlesworth et al. 1994;
Petrov et al. 2003; Nguyen et al. 2010). In A. flavolineata,
the difference in cluster size between distinct chromosomes
and the occurrence of heteromorphisms supports the idea of
rDNA movement with the emergence of new clusters and
cluster deletion (Dubcovsky and Dvorák 1995).

In other orthopterans, an extraordinary variation of the ma-
jor rDNA, like documented in A. flavolineata (from 10 to 18
per diploid genome), was also reported in Podisma pedestris
(Veltsos et al. 2009) and in Eyprepocnemis plorans (Cabrero
et al. 2003). In P. pedestris, the number of rDNA sites varied
from three to 13 in diploid genomes, and in E. plorans from
Spain populations, it varied from four to eight in the haploid
complement. In comparison with other grasshoppers, the
chromosomal distribution of major rDNA in A. flavolineata
is quite exceptional because (i) it is much more variable in the
number of sites, (ii) it shows a high incidence of heteromor-
phisms, (iii) clusters of distinct size occur even in the same
chromosome pair, and (iv) it shows a high intrapopulation
variation. The occurrence of such extreme variability in geo-
graphically distant populations suggests ancestral mobile ca-
pacity of rDNA in A. flavolineata chromosomes, before geo-
graphical dispersion of the species.

Interestingly, mapping of other 45S rDNA cistron regions
revealed distinct patterns compared to 18S rDNA. This find-
ing suggests the mobility of distinct regions of the 45S rDNA
cistron in the genome of A. flavolineata independently of each
other. The occurrence of chromosomal clusters for distinct
regions of 45S rDNAwas rarely observed in other organisms.
One of the few examples isDrosophila simulans, in which the
Y chromosome carries an amplified rDNA spacer without
rRNA genes (Lohe and Roberts 1990) and fish from
Coregonus genus (Symonová et al. 2013). Unlike
A. flavolineata, the use of distinct rDNA probes in another
grasshopper speciesP. pedestris, namely the pTa71 clone from
wheat (Gerlach and Bedbrook 1979) and the 18S rDNA, re-
vealed the same chromosomal labeling profile. However, in
most species, the mobility of distinct rDNA regions was not
studied because the entire 45S or 35S rDNA units were used

as probes, and the independent mobility of distinct regions of
rDNA could thus be underestimated.

We should also take into account that the multiplication of
hybridization signals using the entire rDNA unit as a probe
could in fact be generated due to the similarity of distinct parts
of rDNA, including the gene spacers, with other repetitive
DNAs such as satellite DNAs (satDNAs). Sharing sequence
similarity between IGS of rDNA and satDNAs was observed,
for example in tomato, potato, and Vicia faba (Maggini et al.
1991; Stupar et al. 2002; Jo et al. 2009). In A. flavolineata,
none of the 45S rDNA region used as a probe was similar to
satDNAs or transposable elements annotated in the species
(Milani et al. in preparation), giving support that certainly
the signals observed for distinct rDNA probes used here are
only generated by the presence of rDNA sequences. This data
also supports that the 45S rDNA in A. flavolineata did not
give origin to a satDNA sequence, as reported in other few
species (Garrido-Ramos 2017).

Besides the independent chromosomal movement of
rDNA segments, our analysis of genome coverage for the
45S rDNA cistron demonstrated the independent multiplica-
tion of its distinct regions. This was evidenced by the differ-
ence in the number of copies along the entire sequence and
also by differences in the number of chromosomal clusters
recorded. The multiplication of rDNA clusters in
A. flavolineata is evident from a comparison with other spe-
cies from different grasshopper families having a lower num-
ber of 45S rDNA copies as revealed by genome analysis and a
lower number of chromosomal clusters per haploid genome,
such as P. sanguineus with one cluster (D. C. Cabral-de-
Mello, unpublished data), L. migratoria with three clusters
(Teruel et al. 2010), and E. monticola and P. conica with
two clusters (Ruiz-Ruano et al. 2017, 2018). However, the
number of entire copies of 45S rDNA clusters observed in
A. flavolineata was similar to other grasshoppers. The data
obtained in A. flavolineata thus support the idea of requiring
of a lower number of functional 45S rDNA clusters in relation
to the total number observed in the genome, some of which
are pseudogenized (i.e., truncated), similarly as found in other
multi-copy sequences, such as those from multigene families
(Eirín-López et al. 2012). The increase in pseudogene quantity
could reflect the multiplication of various parts of the 45S
rDNA cistron observed here and the independent movement
of 45S rDNA fragments. However, we cannot rule out the
possibility of moving of the entire rDNA cistron followed
by its pseudogenization through elimination of cistron com-
ponents. Intensive multiplication, movement, and
pseudogenization of 45S rDNA in A. flavolineata may have
occurred because the original rDNA clusters are not affected
and persist as functional sites, which perform their role in
ribosome formation. The resulting changes in rDNA distribu-
tion are certainly not deleterious because they involve non-
functional DNAs. Comparison with other four grasshopper
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species belonging to three families that showed similar cover-
age along the entire 45S rDNA cistron but lower than that in
A. flavolineata suggests that the intensive multiplication of
various rDNA regions and their pseudogenization is not a
common feature in grasshoppers.

The intriguing multiplication and spreading of rDNA in
A. flavolineata could be caused by various mechanisms, such
as chromosomal rearrangements, transposition events associ-
ated with TEs, or ectopic recombination, besides the occur-
rence of extrachromosomal circular DNA (eccDNAs).
Considering that the karyotype of A. flavolineata is the ances-
tral for Acrididae grasshoppers (2n = 23,X0), we suppose that
large chromosomal rearrangements are not involved in rDNA
movement. Similarly, since the rDNA does not have indepen-
dent movement capacity and it was only sporadically associ-
ated with TEs in A. flavolineata, we suppose that its move-
ment is not mediated by transposition. Moreover, some of the
TEs that were found associated with the 45S rDNA cistron
like R1 and R2 are not capable of carrying sequences (Han
2010). However, we cannot rule out the possibility that other
TEs, not associated with 45S rDNA and not found here, con-
tributed to rDNA mobility. The TE-based movement of ribo-
somal genes was suggested in other species, such as the frog
Craugastor fitzingeri (Schmid et al. 2017) and the plant
Aegilops speltoides (Raskina et al. 2004). The spreading of
rDNA in A. flavolineata could be attributed to ectopic recom-
bination acting independently on different segments of 45S
rDNA, with dispersion of minor rDNA loci (containing few
rRNA genes), followed by an increase in copy number and
potential elimination of original loci similar to the hypothesis
proposed by Dubcovisky and Dvořák (1995). This could be
supported by the presence of sites with variable size, including
small ones, besides the observation of cryptic and small
NORs, like observed in other grasshopper species (Cabrero
and Camacho 2008).

Despite the high variability in the chromosomal distribu-
tion of rDNA, there were found some chromosomes (1, 3, 6,
and 9) consistently showing hybridization signals of the 18S
rDNA probe in all populations. This finding suggests that
these chromosomes could be ancestral elements carrying
rDNA clusters in this species. Of these chromosomes, only
the pair 9 showed active NOR after silver staining in all indi-
viduals analyzed from the six populations studied. This
strongly suggests that in this bivalent, the pseudogenization
of copies are prevented, keeping its transcriptional activity.
Moreover, it could be the ancient NOR chromosome for the
species. The presence of active rDNA sites in the chromosome
9 was reported in 17 of 30 Acrididae grasshopper species
studied by Cabrero and Camacho (2008), all with 2n = 23. It
was also observed in Orthoscapheus rufipes (Rocha et al.
2011) that belongs to the same tribe (Abracrini) as
A. flavolineata, giving further support for the ancestry of
NOR in chromosome 9.

These findings broaden our knowledge regarding rDNA
dynamics in eukaryotes, revealing high plasticity of major
rDNA in A. flavolineata genome in comparison to other grass-
hoppers (Cabrero and Camacho 2008). This plasticity is
reflected in number, position, and cluster size variability of
the distinct regions of 45S rDNA. Although this variability
is present in the A. flavolineata genome, the activity of the
NOR-bearing chromosome is preserved. Finally, our data sup-
port an independent movement and amplification of segments
of 45S rDNA cistron, which could be attributed to ectopic
recombination between non-homologous chromosomes.
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Contigs Sequence annotation Percentage of association with rDNA
Contig43 IGS 2,0161779%
Contig47 0,1465978%
Contig29 0,1415227%
Contig6 0,1400805%
Contig42 0,1044433%
Contig38 0,0810920%
Contig12 0,0683901%
Contig33 0,0666429%
Contig55 0,0574910%
Contig26 0,0550227%
Contig3 0,0510014%
Contig14 0,0497257%
Contig10 LINE/I 0,0495315%
Contig17 Polinton 0,0456766%
Contig50 RTE 0,0454825%
Contig60 R1 0,0378559%
Contig49 0,0348607%
Contig51 0,0315049%
Contig11 0,0309225%
Contig35 0,0268180%
Contig20 0,0264575%
Contig37 R2 0,0246826%
Contig56 0,0230186%
Contig30 0,0222143%
Contig45 R2 0,0196906%
Contig13 0,0195242%
Contig4 0,0193301%
Contig36 0,0168341%
Contig2 0,0161685%
Contig59 Helitron 0,0157525%
Contig58 0,0137557%
Contig21 0,0136447%
Contig15 R1 0,0134783%
Contig28 0,0129792%
Contig44 0,0127296%
Contig57 0,0125909%
Contig27 LOA 0,0121472%
Contig18 0,0109546%
Contig9 R2 0,0105664%
Contig52 Polinton 0,0104277%
Contig53 0,0101504%
Contig41 0,0098176%
Contig5 Helitron 0,0097898%
Contig32 0,0092629%
Contig54 0,0091520%
Contig34 R2 0,0090965%
Contig23 R2 0,0090688%
Contig40 0,0079872%
Contig19 Mariner 0,0078485%
Contig22 0,0075157%
Contig16 0,0072938%
Contig8 0,0071552%



Contig25 0,0068501%
Contig7 0,0065728%
Contig39 0,0058517%
Contig31 0,0043264%
Contig1 0,0042432%
Contig48 0,0035221%
Contig46 0,0024128%
Total 3,7457052%





Population Individual

Chromosomes Total of
labeled
elements
per
haploid
genome

1 2 3 4 5 6 7 8 9 10 11 X

Cabo/PE
Brazil

G3094 L L* L L S L* L 7
G3095 L* L L L L S L L L 9
G3100 L* L* L* L L S L L 8
G3103 L* L* L L L S L L 8
G3104 L* L* L L S L L 7
G3105 L* L L S L L 6
G3106 L* L L S L* S L L 8
G3108 L L L L S L L 7
G3109 L L S* L S L L 7

Total frequency (%) 100 44.4 100 88.9 0 100 0 100 100 11.1 0 100
Frequency L (%) 100 44.4 100 66.7 0 100 0 0 100 11.1 0 100
Frequency S (%) 0 0 0 22.2 0 0 0 100 0 0 0 0
Frequency NS (%) 0 55.6 0 11.1 100 0 100 0 88.9 100 0

Colina/SP
Brazil

DC0104 L L L S L* L S L L L 10
DC0106 L L L S L L* S L L L 10
DC0107 L L* L S L S* S L L* L 10
DC0352 L L* L L* S L S L L* L 10
DC353 L L L S* S S* S* S L* L* L 11
DC354 L L* L S L S* S L L 9

Total frequency (%) 100 100 100 33.3 100 100 83.3 100 100 100 0 83.3
Frequency L (%) 100 100 100 16.7 0 83.3 33.3 0 100 100 0 83.3
Frequency S (%) 0 0 0 16.7 100 16.7 50.0 100 0 0 0 0
Frequency NS (%) 0 0 0 66.7 0 0 16.7 0 0 0 100 16.7

Murici/AL
Brazil

65J16 L L L* L* L S L L 8
KXNPD L L L L* L L S L L* L 10
QVH9U L L L* L* S* L S L L 9
YGN25 L* L L* L* S* L* S* L L 9

Total frequency (%) 100 100 100 100 75.0 100 0 100 100 25.0 0 100
Frequency L (%) 100 100 100 100 25.0 100 0 0 100 25.0 0 100
Frequency S (%) 0 0 0 0 50.0 0 0 100 0 0 0 0
Frequency NS (%) 0 0 0 0 25.0 0 100 0 0 75.0 100 0

Posadas/
Misiones
Argentina

DM5655 L L S L S L L* L 8
DM5656 L L L S L L S 7
DM5657 L L L* L S L* S L L 9
DM5658 L L* L S L L L L 8
DM5718 L L* L S L L* S L L L 10
DM5723 L L S L L L L 7
DM5742 L L S L* L* L L* L 8
DM5743 L L* L* S L* L L 7
DM5744 L L S L* S L L L 8

Total frequency (%) 100 44.4 100 11.1 88.9 100 22.2 55.6 100 77.8 0 100
Frequency L (%) 100 44.4 100 11.1 0 100 22.2 0 100 77.8 0 88.9
Frequency S (%) 0 0 0 0 88.9 0 0 55.6 0 0 0 11.1
Frequency NS (%) 0 55.6 0 88.9 11.1 0 77.8 44.4 0 22.2 100 0

Rio
Claro/SP
Brazil

DC0117 L L L S L S L* L 8
DC0195 L L* L S L S L L 8
DC0204 L L* L S S L L L S 9
DC0206 L L* L S L L L* S 8
DC209 L L* L S L L L L S 9
DC227 L L S L L L S 7
DC228 L L* L S L* S L L S 9
DC231 L L* L S L L S L L 9
DC237 L L L L L L S 7
DC238 L L L S S L L L S 9

Total frequency (%) 100 80 100 50 90 100 0 40 100 100 0 70
Frequency L (%) 100 80 100 30 100 0 0 100 100 0 0
Frequency S (%) 0 0 0 50 60 0 0 40 0 0 0 70
Frequency NS (%) 0 20 0 50 10 0 100 60 0 0 100 30

Sta.
Bárbara do
Pará/ PA
Brazil

G156 L* L S S L L L* L 8
G161 L L* L L L L* L* L 8
G166 L* L L L L L L* L* L 9
G168 L L L* L* L L L* L L 9
G170 L L L* L L* L* L L* L 9
G185 L L L* L* L* L* L L 8
G188 L L L L* L* L L* L 8
G191 L* L L* L* L L L* L* L 9
G193 L* L L* L L L L L 8
G195 L L S* S* L L L 7



Total frequency (%) 100 100 100 100 20 100 30 0 100 60 20 100
Frequency L (%) 100 100 80 80 20 0 30 0 100 60 20 100
Frequency S (%) 0 0 20 20 0 0 0 0 0 0 0 0
Frequency NS (%) 0 0 0 0 80 0 70 100 0 40 80 0
General frequency (%) 100 75 100 62.5 58.3 100 20.8 58.3 100 64.6 4.2 91.7
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