O Genetics and Molecular Biology, 31, 2, 431-437 (2008)
Copyright © 2008, Sociedade Brasileira de Genética. Printed in Brazil
www.sbg.org.br

Research Article

High Levels of Chromosomal Differentiation in Euchroma gigantea
L. 1735 (Coleoptera, Buprestidae)

Rita de Cassia de Moura'*, Natoniel Franklin de Melo® and Maria José de Souza'

1Departament0 de Genética, Centro de Ciéncias Bioldgicas, Universidade Federal de Pernambuco,
Recife, PE, Brazil.

’Departamento de Biologia, Instituto de Ciéncias Biolégicas, Universidade de Pernambuco, Recife,
PE, Brazil.

3Embrapa Semi-Arido, Petrolina, PE, Brazil.

Abstract

Euchroma gigantea was karyotypically studied using conventional staining, C-banding, silver nitrate staining and ribo-
somal fluorescent in situ hybridization (rDNA FISH). Broad wide autosomal polymorphism and a complex sex determi-
nation system were found in this beetle. Karyotype complements ranging from 2n = 32, XX, X)Y,Y,Y, to
2n=36,X,X,X,Y,Y,Y, were detected in the sample analyzed. Punctiform supernumerary chromosomes were present in
the different karyotypes. The karyotypic evolution of Brazilian E. gigantea may have taken two directions, reduction in
the diploid number of 2n = 36 to 24 through centric fusions or 2n = 24 to 36 due to chromosomal fissions. In addition,
pericentric inversions were also involved. The complex multiple sex mechanism of this species seems to be old and
well established since it is found in specimens from different populations. Small pericentromeric blocks of constitutive
heterochromatin were located on the autosomes and terminal blocks were also found on some small pairs. The sex
chromosomes showed larger constitutive heterochromatin blocks. Silver nitrate staining during prophase | of meiosis
showed labeling of the sex chromosome chain. However, the rDNA sites could only be precisely determined by FISH,

which permitted the identification of these ribosomal sites on chromosomes X, and X, of this species.
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Introduction

The  monotypic  beetle  genus  Euchroma
(Buprestidae), also known as the jewel scarab beetle, is
widely distributed in the Neotropics and some subspecies
and varieties of this genus have been described in South
America, such as Euchroma gigantea mrazi found in south-
eastern Brazil (Obenberger, 1928).

Chromosome studies involving representatives of the
family Buprestidae are scarce and only about 83 species
having so far been analyzed by conventional methods, cor-
responding to 0.55% of all species described. The
Buprestidae is characterized by a wide chromosome vari-
ability, with the diploid number ranging from 2n = 12
(Melanophila acuminata) to 2n = 46 (Sphenoptera
scovitzi), and sex chromosome mechanisms of the chias-
matic (neo XY, Xy,, X;Y1X,Y>X;3Y3) and achiasmatic type

Send correspondence to Rita de Cassia de Moura. Departamento
de Biologia, Instituto de Ciéncias Bioldgicas, Universidade de Per-
nambuco, Rua Arnébio Marques 310, Santo Amaro, 50100-130
Recife, PE, Brazil. E-mail: rita_upe @yahoo.com.br.

(Xyp, XO, Xy,) (Smith and Virkki, 1978; Mesa and Fonta-
netti, 1984; Karagyan and Kuznetsova, 2000; Karagyan,
2001; Karagyan et al., 2004). Various karyotypes have
been described in E. gigantea, such as 2n =26, Xy in speci-
mens from Panama (Nichols, 1910), 2n = 24,
X1 XoX5Y1Y,Y; and 2n = 26, X1 X,X3Y Y, in specimens
from the Brazilian state of Sdo Paulo. In addition to chro-
mosome polymorphism, this species presents the largest
number of supernumerary chromosomes (16, 20 and 32) re-
ported for the Coleoptera (Mesa and Fontanetti, 1984).

Most coleopteran species possess a simple sex mech-
anism, with only 3.4% of the species analyzed presenting a
multiple sex mechanism. According to Virkki (1984), the
Xy, sex system may not be the ancestral mechanism in this
order, although it is apparently the most successful, being
present in most species analyzed. Various families repre-
sentative of the suborders Adephaga and Polyphaga present
derived mechanisms such as XO or multiple sex systems.
These mechanisms may have resulted from translocations
between the X, and y, chromosomes and autosomes (Virk-
ki, 1984). Examples of multiple systems have been
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described in  the Tenebrionidae, Cincindelidae,
Curculionidae and Chrysomelidae (Wahrman et al., 1973;
Panzera et al., 1983; Postiglioni et al., 1987; Galian et al.,
1995; Vitturi et al., 1996).

Autosomal polymorphisms involving chromosome
fusions and dissociations (Smith and Virkki, 1978; Boyce
etal.,1994), as well as the presence of supernumerary chro-
mosomes (Smith and Virkki, 1978; Virkki and Santiago-
Blay, 1993; Mesa and Fontanetti, 1984; Serrano et al.,
1998), have been reported for different coleopteran species.

The aim of the research described in this paper was to
analyze the meiotic and mitotic chromosomes of E.
gigantea using conventional staining, C-banding, silver ni-
trate staining and fluorescent in situ hybridization (FISH)
with a rDNA probe. Comparison of the results with data in
the literature permitted a better chromosome characteriza-
tion and the elaboration of a hypothesis on the karyotype
evolution of this species.

Material and Methods

We analyzed 19 Euchroma gigantea L. 1735 speci-
mens, the sample being made up of 15 males collected at
the Igarassti Charles Darwin Ecological Refuge in the
northeastern Brazilian state of Pernambuco (7°50'3" S,
34°5423" W) and two males and two females collected
from the Atlantic Rainforest in the Recife Zoo-Botanical
Park in Pernambuco (8°3'14" S, 34°52'52" W). The beetles
were and the testes and ovaries dissected out and fixed in
Carnoy’s solution (ethanol:acetic acid 3:1 v/v). Cytological
preparations were obtained using the classical testicular
and ovarian follicles squashing method and the chromo-
somes were stained with 2% (w) lacto-acetic orcein. The
method of Sumner (1972) was used for C-banding and sil-
ver nitrate staining was carried out as described by Rufas et
al. (1987). The FISH was performed according to the
method of Moscone et al. (1996) using a probe containing
Arabidopsis thaliana 458 ribosomal genes (188, 5.88S, 25S)
(Unfried et al., 1989; Unfried and Gruendler, 1990). The
probes were labeled with biotinl 1-dUTP and detected with
rat antibiotin antibody (Dakopatts M0743, Dako) and anti-
antibiotin antibody conjugated with tetramethyl-rhodamine
isothiocyanate (TRITC). The preparations were counter-
stained with 2 pg mL" 4’-6-diamidino-2-phenylindole
(DAPI) AT-specific fluorochrome and mounted with
Vectashield H-1000 (Vector). The slides submitted to the
different techniques were analyzed using a Leica photo-
microscope and Kodak Imagelink 25, TMAX 400 and Fugi
film 400 for FISH. Photographic copies were obtained us-
ing Kodak Kodabrome F3 paper.

Results

Chromosome analysis of E. gigantea showed the
presence of a multiple sex determination mechanism of the
X1 X5X5Y1Y,Y; type in males and wide autosomal poly-
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morphism. Five or six punctiform supernumerary chromo-
somes were also observed in the different karyotypes (Fig-
ure 1b, d). Two of the 15 specimens collected in Igarassu
presented a 2n =36, X;X,X;3YY,Y; karyotype in which all
the autosomes were acrocentric (Figure la), 10 specimens
showed a 2n = 34, X;X,X3Y,Y,Y; karyotype with one
submetacentric and 13 acrocentric autosomal pairs (Figure
1b) while the other three specimens had a 2n = 32,
X1X5X5Y1Y,Y; karyotype with two submetacentric and 11
acrocentric autosomal pairs (Figure 1 d). In addition, a het-
erozygous karyotype complement with 2n = 33 was ob-
served in one specimen from the Recife population (Figure
Ic), while the other specimens from this locality presented
a2n=34X,X,X3YY,Y; karyotype. The X chromosomes
were submetacentric, the Y; and Y, chromosomes were
metacentric and the Y5 chromosome was acrocentric (Fig-
ure 2b, c). The sex mechanism was complex and chias-
matic. During metaphase I, the sex chromosomes were
connected by distal chiasmata and formed an alternate
chain with a sequence of X;-Y-X,-Y,-X;-Y; (Figure 2a).

In E. gigantea, constitutive heterochromatin (CH)
was located in the pericentromeric region of all autosomes.
In addition, some small pairs contained terminal CH blocks
(Figure 3a). Chromosomes X; and X; possessed centro-
meric CH, and the long arm of chromosome X; was almost
completely heterochromatic. In the case of the X, chromo-
some, CH was only present in the terminal region of the
short arm. Chromosome Y, showed an almost completely
heterochromatic short arm, in addition to an interstitial
block on the long arm. The Y, presented pericentromeric
CH extending along the two chromosome arms, and Yj;
possessed pericentromeric CH on the short arm (Figures 3a
and 3b).
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Figure 1 - Spermatogonial metaphases of Euchroma gigantea with differ-
ent chromosome numbers: 2n =36 (a), 2n =34 (b), 2n=33 (¢), and 2n=32
(d). Arrows indicate punctiform B chromosomes in b, ¢ and d.
Bar =10 um.
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Figure 2 - Conventionally stained meiotic and mitotic chromosomes of
Euchroma gigantea. (a) Metaphase I with 2n = 34. Observe the alternate
chain formed by the (X;YX,Y2X;3Y3) sex chromosomes. (b) and (c) Sex
chromosomes of a male and of a female, respectively. Bar = 10 um.

Silver nitrate staining of cells at the beginning of
prophase I revealed labeling of the sex chromosome chain
(Figure 3c). Analysis of spermatogonial metaphases by
FISH using a ribosomal probe demonstrated the presence
of two rDNA sites on different chromosomes. During meta-
phase I the sites were found to be associated with the sex
chain, more precisely with chromosomes X; and X, (Fig-
ures 3d and 3e).

Discussion

Comparison between the few Buprestidae species
studied cytologically clearly shows the chromosome heter-
ogeneity of this family, with the chromosome number rang-
ing from 2n = 12 to 2n = 46 represented by different
karyotypes: 12, Xy,; 14, neoXY; 16, Xy,; 18, neoXY; 18,
Xy 20, Xyp; 20, XY 20, Xy; 20, neoXY; 21, X0; 22, Xy,;
24, neoXY; 24, X, XuoX3Y1Y,Y3; 26, XY; 26, neoXY; 26,
X1 X5X5Y1Y2; 40, XY; and 38-46 (Asana et al., 1942; Smith
and Virkki, 1978; Mesa and Fontanetti, 1984; Karagyan
and Kuznetsova, 2000; Karagyan, 2001). The karyotype
variation found among E. gigantea specimens collected in
northeastern Brazil enlarge the numerical variation de-
scribed for the Buprestidae and demonstrates the presence
of a wide autosomal polymorphism in this species. On the
other hand, the karyotype variation observed among speci-
mens from the southeastern region (Mesa and Fontanetti,
1984) and those analyzed here may indicate the occurrence
of different species of Euchroma which, until now, has
been considered to be a monotypic genus.
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Figure 3 - C-banding pattern, AgNO; staining and fluorescent in situ hy-
bridization with a ribosomal probe of meiotic and mitotic chromosomes of
Euchroma gigantea. (a) Mitotic metaphase of a male. (b) Schematic repre-
sentation of the C-banding pattern of the sex chromosomes. The arrows in-
dicate the sex chromosomes. (¢) Zygotene. The arrowhead indicates the
AgNOs-stained nucleolar organizer region. (d) Spermatogonial metaphase
showing the two rDNA sites. (¢) Metaphase I indicating the location of the
sites on the X, and X, chromosomes (arrowheads). Bar = 10 um.

In Coleoptera, examples of chromosome poly-
morphisms have been observed for different species of Ipis
2n=16to 2n =32, Pissodes 2n =25 to 2n = 34, Mulsantina
2n =12 to 2n =20, and Chilocorus 2n= 19 to 2n = 25. This
variability has been attributed to the occurrence of centric
fusions, fissions and pericentric inversions (Smith and
Virkki, 1978; Boyce et al., 1994). The genus Chilocorus
has a basic chromosome number of 2n = 22 and is found in
North America, India and Europe. For example, Chilocorus
stigma populations from North America present a multiple
sex determination mechanism (X;X,Y), wide chromo-
somal polymorphism (2n = 19 to 2n = 25) and supernumer-
ary chromosomes. Centric fusion and fission have been
proposed to explain the karyotype variation observed in
this species (Smith and Virkki, 1978).

Comparative karyotype analysis between our sample
of E. gigantea from Pernambuco and specimens collected
in the Brazilian state of Sdo Paulo (Mesa and Fontanetti,
1984) throws some light on the chromosome evolution of
this species. The known variation in chromosome constitu-
tion suggests that the most primitive karyotype would be
2n = 36 from which successive centric fusions resulted in
derived karyotypes, starting with a single homozygous fu-
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sion to produce 2n = 34, followed by two fusions to produce
2n = 32, five fusions to produce 2n = 26 and six fusions to
produce 2n = 24.

Centric fusions have been considered the most com-
mon rearrangement between species or chromosomal
races. King (1993) has suggested that this type of karyo-
typic change frequently results in karyotypes with balanced
polymorphism. Several species of animals, especially
mammals such as the African pigmy mouse Mus Nannomys
minutoides, presenting six cytotypes characterized by dif-
ferent autosome-autosome fusions (Castiglia et al., 2006),
and the Rhogeesa tumida-Rhogeesa parvula bat complex
which possesses seven different cytotypes (2n =30, 32, 34,
42,44 and 52) which differ in regard to successive chromo-
somal fusions and which Baker et al. (1985) suggests corre-
spond to different species. There are also examples in
insects, such the orthopteran Hemideina crassidens which
has two karyotypes (2n= 15, XO + 1B or 2Bs; 2n =19, XO)
resulting from two Robertsonian translocations (Morgan-
Richards, 2000) and also in coleopterans Poecilus copreus
(2n = 43, 44), Platysma negrita (2n = 40, 41, 43, 46),
Calathus fuscipes (2n =37, 39), Amara familiaris (2n =33,
34), Harpalus serripes (2n =37, 39) and species of the ge-
nus Timarcha in which the diploid number varies from
2n = 18 to 44 (Serrano, 1981; Goémez-Zurita et al., 2004).

On the other hand, cannot affirm that the fusions seen
by us are the main rearrangement involved in the chromo-
somal evolution of E. gigantea, because molecular and
biogeographic studies that establish ancestral groups do not
exist. Another possible alternative is the rearrangement
commenced with the 2n =24, X, X,X;3YY,Y; karyotype, in
which autosome-sexual chromosome translocations, auto-
some-autosome and pericentric inversions were initially in-
volved generating the karyotypes described by Mesa and
Fontanetti (1984) with 2n = 24, X, X,X3YY,Y3 and a fis-
sion producing the 2n =26, X;X,X3Y Y, Karyotype. Based
on the karyotypes described in the present paper it seems
that four fissions had probably occurred to produce 2n =32,
X1 XoX5Y1Y,Y;, five fissions to produce 2n = 34,
X1 X5X5Y1Y,Y; and six fissions to produce 2n = 36,
X1 X5X5Y1Y,Y;. In addition to the rearrangements de-
scribed above, we detected the occurrence of successive
pericentric inversions responsible for the alteration in the
proportion of chromosomal arms in the different karyo-
types presented by E. gigantea. Karagyan et al. (2004) have
pointed out that it is not yet possible to infer the ancestral
karyotype for the Buprestidae, although a similarity has
been proposed with the ancestral karyotype (2n = 20, Xyp)
described for the Coleoptera in general and also observed in
different species of the subfamilies Chrysochroinae,
Buprestinae and Agrilinae but there is as yet no concrete
evidence to define the ancestral karyotype for E. gigantea.
The different karyotypes of E. gigantea and the probable
rearrangements involving to produce the current karyo-
types found in this species is shown in Figure 4.
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Mesa and Fontanetti (1984) have pointed out that suc-
cessive translocations involving autosomes and sex chro-
mosomes were responsible for the formation of the
complex 3X + 3Y mechanism found in E. gigantea, which
probably derived from an Xy or XO system. The presence
of the X;X,X53Y,Y,Y; sex mechanism in all karyotype
compositions found in E. gigantea suggests that this mech-
anism is old and well-established in this species.

Among coleopterans, the Buprestidae is the family
with the largest number of supernumerary chromosomes
(Smith and Virkki, 1978; Mesa and Fontanetti, 1984). We
observed 16 to 32 supernumerary chromosomes in our
southeastern Brazilian E. gigantea sample, while Mesa and
Fontanetti (1984) have reported that E. gigantea from this
region showed the lowest diploid number (2n = 24 and 26).
However, in our study, the E. gigantea specimens from
northeastern Brazil showed extensive autosomal polymor-
phism and also the largest diploid number (2n = 32 to 36),
as well as a markedly smaller number (five) of supernumer-
ary chromosomes. Derivation from A chromosomes is the
most widely accepted of the various hypotheses on the ori-
gin of B chromosomes, which could have arisen either from
centromeres remaining after chromosome fusions or from
amplified pericentromeric fragments (Jones and Rees,
1982; Camacho et al., 2000). Events of these types might
have been involved in the origin of B chromosomes in E.
gigantea. Colombo and Remis (1997) have presented data
on the grasshopper Sinipta dalmani showing that B chro-
mosomes arise from centric fragments produced from the
high frequency of karyotypic rearrangements such as inver-
sions and centric fusions.

As in other coleopteran species, the pattern of CH dis-
tribution in E. gigantea is predominantly pericentromeric
but we found that in this species the autosomal CH blocks
were small and some autosomal pairs possessed minute ter-
minal blocks, in contrast to the sex chromosomes which
were characterized by large CH blocks. Atypical patterns of
heterochromatin distribution have been described in other
coleopterans. Some Carabidae species, such as Acapulcus
Stenolophus teutonus, Acapulcus elegans and Bembidion
minimum, not only possess large CH blocks on the auto-
somes and have completely heterochromatic X chromo-
some but also show C-band heteromorphism and terminal
and subterminal CH blocks (Rozek, 1992; Rozek and
Rudek, 1992). For example, Vitturi et al. (1996) observed
pericentromeric CH blocks in two Blaps species, whereas
Blaps gibba presented an additional proximal and intersti-
tial block on chromosome pair 1 and terminal blocks on
pairs 9 and 12.

Our silver nitrate staining and FISH results for E.
gigantea agree with the pattern observed in other coleop-
terans that possess a multiple sex mechanism (Galian et al.,
1995; Vitturi et al., 1996; Galian and Hudson, 1999) and
for which the rDNA sites are located on the sex chromo-
somes. In general, the species analyzed so far have shown
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Figure 4 - Schematic representation of the different chromosome numbers observed in Euchroma gigantea and of the probable rearrangements that
occurred during the chromosome evolution of this species. A - hypothetical karyotypes; B - karyotypes described by Mesa and Fontanetti (1984) and
C - karyotypes observed in this work.

two hybridization signals, except for B. gibba which shows
seven to eight signals scattered over the sex multivalent
(Vitturi et al., 1996). In contrast, preferential staining of the
autosomes is observed in representatives of the Carabidae
(Galian et al., 1995; De La Rua et al., 1996; Galian and
Hudson, 1999; Sanchez-Gea et al., 2000), Geotrupidae

(Vitturi et al., 1999) and Scarabaeidac (Colomba et al.,
2000) and which possess a simple sex mechanism.

To better understand the chromosome evolution of £.
gigantea, studies investigating specimens from the North
and Center-West region of Brazil are fundamental, in addi-
tion to the analysis of other specimens from the Southeast
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mainly employing FISH with a telomeric probe. Further-
more, a taxonomic revision of the genus including subspe-
cies and varieties from different geographic regions,
together with the available cytogenetic analysis, will be of
great importance for better understanding the status of the
genus Euchroma.
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