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ABSTRACT. Genetic structure of populations of Pissodes castaneus (De Geer) (Coleoptera, Curculionidae) using amplified
fragment length polymorphism. The objective of this study was to determine the genetic structure of populations of Pissodes
castaneus from different areas and on different species of Pinus using the PCR-AFLP technique. Twenty samples were analyzed,
representing 19 populations from Brazil and one from Florence, Italy, which is the region of origin of P. castaneus. The four
combinations of primers generated a total of 367 fragments of DNA, and 100% of polymorphic loci, indicating high degree of
molecular polymorphism. The dendrogram did not reveal trends for grouping the populations in relation to origin. The low
genetic similarity (0.11 between the most distant groups) and genetic distances of 0.13 and 0.44 for 10 out of the 20 samples may
indicate several founding events or multiple introductions of heterogeneous strains into Brazil. The allelic fixation index (Fst)
was 0.3851, considered high, and the number of migrants (Nm) was 0.3991, indicating low gene flow among populations. The
highest genetic distances were between the population from Irani, SC and Cambara do Sul, RS and Bituruna, PR, indicating an
independent founding event or a particular allelic fixation in the former location. The high genetic diversity among populations
points out that the populations are genetically heterogeneous with a diverse gene pool in the surveyed areas, what makes them to

respond differently to control measures.
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The banded pine weevil, Pissodes castaneus (De Geer,
1775) (Coleoptera, Curculionidae), is an important pest of
Pinus (Pinaceae) in Europe. The female lays the eggs under
the tree bark and the larvae feed in phloem of trunk and
branches, interrupting the sap circulation and eventually caus-
ing death of young trees (Viedma 1961; Alauzet 1977, Ferreira
& Ferreira 1989; Iede et al. 2007). Currently, this species is
also found in Siberia, northern Africa, Madeira, Canary Is-
land (Bichao et al. 2003; Grez et al. 2000), Turkey (Tozlu
2001). In South America, P castaneus has been recorded in
Uruguay and Argentina (Abgrall ef al. 2000) and more re-
cently, in 2001, it was detected on Pinus taeda L. in the county
of Sdo José dos Ausentes, in the southernmost Brazilian state,
Rio Grande do Sul. Later it was detected in the states of Santa
Catarina and Parana (Iede ef al. 2004). It seems that this wee-
vil has moved north, dispersing about 600 km in eight years,
or even new introductions occurred in new areas.

An important aspect of pest management is the knowledge
of biological, behavioral and genetic population structure. In
the case of invading species, population structure is largely
dependent on the genetic characteristics and effective size of
the founding population. Also, dispersal patterns are essential
for monitoring population development and determining strat-
egies for pest management. Genetic analysis of populations of

Pissodes strobi (Peck, 1817), a native species from North
America, using RAPD (Random Amplified Polymorphic
DNA) indicated three groups of genetically distinct popula-
tions in Canada, where this species is an important pest of
Pinus (Lewis et al. 2000, 2001). Later, Laffin ef al. (2004)
sequenced the mitochondrial COI gene of 130 individuals from
11 locations in Canada. These authors demonstrated the exist-
ence of four genetically distinct populations and concluded
that the genetic variation is dependent on host and geographi-
cal origin of the populations studied. The description of the
genetic patterns by sequencing of the mitochondrial COI re-
gion for the genus Pissodes by those authors evidenced high
variation in its genome, which in turn may have significant
implications for its management.

The objective of this study was to analyze the genetic
structure of populations of P castaneus collected in differ-
ent growing areas of Pinus using the AFLP technique for
further control measure decisions. The AFLP (Amplified
Fragment Length Polymorphism) technique detects only one
allele per locus (presence or absence of the dominant gene)
and may have some repeatability drawbacks. Even though, it
may be used in studies of genetic diversity and population
structure of insects (Vos ef al. 1995; Yan et al. 1999; Takami
et al. 2004).
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MATERIAL AND METHODS

Adults of P castaneus were collected by both using log-
traps and directly from infested trees. Three insect samples
collected in Florence, Italy, were included to represent the
population from the place of origin of this weevil species. In
Brazil, the samples were collected from commercial produc-
ing areas and from spontaneous growing trees of Pinus, in
2007 and 2008 (Table I). Infested branches were taken to the
laboratory and kept until adult emergence or dissected to
remove the insects. These were placed in cryogenic tubes
containing 1.5 mL absolute ethanol and stored at -18°C.

The head and thorax of a single specimen from each popu-
lation of P castaneus were removed and used for extracting
the genomic DNA. The body parts were dried at room tem-
perature and crushed manually with autoclaved polypropy-
lene pestle in a microcentrifuge tube (1.5 mL) containing
180 uL of extraction buffer ATL, following the protocol of
Qiagen®kit for animal tissue (QITAGEN DNeasy® Blood &
Tissue Handbook — Spin-Column Protocol). Genomic DNA
was stored at -20°C before the tests.

For the AFLP reactions, each sample at concentration of
1 pg of genomic DNA was digested with the restriction en-
zymes EcoR1 and Msel and ligation with oligonucleotide
adapters. Next step was the pre-selective amplification us-
ing pre-selective primers and Core Mix (kit) in Eppendorf®
thermocycler. Subsequently, the pre-amplified DNA was di-
luted in 20 pL of 0.1 x TE and amplified using primers with
three selective bases: FAM (ACT + CAT), FAM (ACT +
CTG), NED (AGC + CTA) and JOE (AGG +CTT).

For the selective amplification, we mixed 1.5 il of the
diluted pre-selective reaction + 7.5 pL of the Core Mix + 0.7
pL of the restriction enzymes EcoRI and Msel in a
thermocycler for denaturing, annealing and extension. After
amplification, the fragments were separated by electrophore-
sis in a sequencer ABI Prism® 377. Each sample consisted of
0.5 pL of the amplified material and 0.5 mL of the ladder
ROX-Rox Size Standard 1000, 0.25 pL of blue dextran/25
mM, and 1.25 pL of deonized formamide (Hi-Di™). It was

denatured at 94°C for 2 min and applied on polyacrylamide
gel in sequencer for five hours running.

The Genescan® Analysis software (Applied Biosystems)
was used to determine PCR fragments sizes by comparison
with internal size standards Rox. The detection and scoring of
markers was performed using Genotyper (Applied Biosystems).

We established a standard for the lengths of the fragments,
in which all fragments within a 0.5-bp range were consid-
ered the same size. The samples were genotyped for the pres-
ence (1) and absence (0) of each fragment, which was
considered as a single locus. The percentage of polymorphism
generated by each combination was determined based on the
presence/absence matrix.

The analysis of genetic similarity was made with the
NTSYS v.2 (Rohlf 1994) using the similarity coefficient of
DICE. Cluster analysis was performed using UPGMA
(Sneath & Sokal 1973). The degree of reliability that the
dendrogram represents the similarity matrix was measured
by the cophenetic correlation coefficient, and the significance
of this correlation matrix was tested by Mantel’s test (Mantel
1967). The indices of genetic identity and genetic distance
were estimated for each locality and cluster analysis was per-
formed using the UPGMA algorithm using the TFPGA pro-
gram v.2 (Miller 2007).

Population parameters such as the expected heterozygos-
ity (He), proportion of polymorphic loci (P), allelic fixation
index (Fst) and genetic distance of Nei (Nei 1972) were calcu-
lated using the TFPGA Computer Application. The propor-
tion of polymorphic loci was obtained through the formula: P
= x/m, where x is the number of polymorphic loci and m is the
total number of polymorphic loci of the population. Gene flow
was measured with the parameter Nm (number of migrants),
using the formula: Nm = [0.25(1 — Fst)/Fst] (Slatkin 1987).

RESULTS AND DISCUSSION
The four combinations of primers generated a total of

367 polymorphic DNA fragments, being 100% polymorphic
(Table II). These results show the efficiency of AFLP mark-

Table 1. Origin of samples of Pissodes castaneus populations studied with AFLP markers.

Number of

Localities Codes Population number individuals Stage Latitude Longitude Host

Italy

Florence IT 1,2,3 3 IT-1 and 3: adults; IT-2: larvae. 43°43°09"N 11°09°57”E  Pinus pinaster
Brazil

Cambara do Sul, RS CS 4,5,6 3 CS-1: larvae, CS-2 and 3: adults 29°02°52”S 50°08°41”W  Pinus taeda

Unido da Vitoria, PR uv 7,8 2 Adults 26°13°48”S 51°05°11"W

Bituruna, PR BT 9 1 Larvae 26°09°41”’S 51°33°09"W

Quedas do Iguagu, PR QI 10 1 Adult 25°26°59”S 52°54°29"W

Curitibanos, SC CT 11 1 Adult 27°16°58”S 50°35°04"W

Campo Alegre, SC CA 12 1 Adult 26°11°33”S 49°15°56"W

Trés Barras, SC TB 13, 14, 15, 16, 17 5 Adults 26°06°23”S 50°19°20"W

Major Vieira, SC MV 18,19 2 Adults 26°22°04”S 50°19°41"W

Irani, SC IR 20 1 Adult 27°01°29”S 51°54°06"W

RS: Rio Grande do Sul; PR: Parana ¢ SC: Santa Catarina.

Revista Brasileira de Entomologia 57(4): 405-410, December 2013



Genetic structure of populations of Pissodes castaneus using amplified fragment length polymorphism

407

ers in the detection of high genetic variability in the popula-
tions of P castaneus studied herein.

The number of fragments generated by primer combina-
tions ranged from 50 to 131, with an average of 91 frag-
ments (Table II). The combination with the highest number
of fragments was the FAM (ACT + CTG), with 131 frag-
ments, while the combination NED (AGC + CTA) showed
the lowest number of fragments. A relatively high propor-
tion of rare alleles was detected using these combinations
(Table II).

Table II. Polymorphism obtained with oligonucleotide adapters and
primers used for AFLP analysis. PL, number of polymorphic loci.

Primer combinations

Fluorescent dye Total
FAM FAM NED JOE
Eco RI ACT ACT AGC AGC
Mse I CAT CTG CTA CTT
Rare alleles 62 59 27 43
PL 116 131 50 70 367

The dendrogram based on genetic similarity among 20
individuals of P castaneus from 10 localities showed that
the genetic similarity was low among the populations stud-
ied (Fig. 1). Analyzing the dendrogram, one can verify the
formation of two groups with genetic similarity of 0.11, with
the first group, consisting of 19 individuals, formed by two
subgroups with similarity of 0.18. The first subgroup is rep-
resented solely by one sample from Italy (IT-1) with similar-
ity of 0.18. The second subgroup, with similarity of 0.3433
consisted of all remaining individuals. This subgroup was
formed by the other two samples from Italy (IT-2 and IT-3)
and samples from Cambara do Sul (CS-1, CS-2 e CS-3), Trés
Barras (TB-1, TB-2, TB-3, TB-4 e TB-5), Unido da Vitdria
(UV-1 e UV-2), Bituruna (BT), Curitibanos (CT), Major Vieira
(MV-1 e MV-2), Quedas do Iguagu (IQ), and Campo Alegre
(CA), except from Irani (IR). Apparently, there is no group-
ing based on place of origin or pine species. The cophenetic
correlation coefficient (r) was 0.9226, indicating that there
is a good fit between the similarity matrix and the dendro-
gram obtained.

The low genetic similarities and relatively high genetic
distance in samples of populations of P castaneus from 10
localities are evidence of several founding events, or mul-
tiple introductions of this species in Brazil with heteroge-
neous strains. However, because P castaneus is an invasive
species and has been introduced so recently, it is not possible
to establish if there was enough time for drift to cause such
differentiation within it. Thus, the simplest explanation for
the low similarity detected is the founder effect, meaning
that the differences are related to the individuals that colo-
nized each given area. The first record of P castaneus in
Brazil was in Rio Grande do Sul (Iede ef al. 2004) and it is
believed that the initial population was introduced from Uru-
guay and Argentina (Abgrall ef al. 2000). Unfortunately, for
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Fig. 1. Dendrogram of genetic similarity determined by the Dice coeffi-
cient using UPGMA, based on data from PCR-AFLP, for 20 samples of
Pissodes castaneus collected in Pinus spp. from 10 localities in Brazil
and Italy. See Table I for codes of localities.

our study, it was not possible to collect samples from those
countries to confirm this hypothesis. We consider that, in
Brazil, this insect is spreading from Rio Grande do Sul north
towards Santa Catarina and Parand, and the populations ana-
lyzed may reveal new colonizing events.

The identity of Nei was 0.7840, ranging from 0.6392 to
0.8665, and the genetic distance 0.2457, ranging from 0.1303
to 0.4475 (Table III), considering 20 samples from 10 locali-
ties. The lowest genetic identities and consequent larger ge-
netic distances were 0.6392 and 0.4475 between Cambara
do Sul (CS) and Irani (IR) and 0.6477 and 0.4343 between
Bituruna (BT) and Irani (IR). These populations presented
higher genetic distance than most Brazilian populations com-
pared to the samples from Italy, which are more distant geo-
graphically. Despite the relatively high genetic distance
detected among 20 samples of 10 locations, the cluster analy-
sis based on Nei’s genetic distance separated the populations
only in three groups (Fig 2). Cambara do Sul (CS), Irani (IR)
and Bituruna (BT) were again the locations with the highest
genetic distances.

The allelic fixation index (Fst) is the most common method
to quantify genetic differentiation between populations, being
inversely proportional to gene flow, i.e., the lower the Fst the
higher the gene flow among populations (Freeland 2007). The
coefficient of gene differentiation can be interpreted accord-
ing to Wright’s (1978) criteria for Fst: the range 0 to 0.05 may
be considered as little, 0.05 to 0.15 as moderate, 0.15 to 0.25
as great and values above 0.25 as very great differentiation.
Similarly, gene flow (Nm) values of less than one can indicate
little or no gene flow (Crow & Aoki 1984). A Fst value of
0.3851 was considered as a high allelic fixation index and the
Nm of 0.3991 indicates a low migration rate.
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lelic fixation (0.07), indicating very low genetic differentia-
tion and high rate of migration between populations of this
important pest of Pinus in Europe.

The heterozygosity (He) between the populations ranged
from 0.0718 t0 0.1397. The samples collected in Italy showed
the highest value, He = 0.1397, indicating that there is higher
genetic diversity in the population in the region of origin
than in populations from Brazil. In Italy the populations of P
castaneus continue to serve as a reservoir gene pool of this
pest species in that region. The relatively high genetic diver-
sity among populations of P castaneus indicates a diverse
gene pool in the regions studied. As a result, the response of
different populations to control strategies, chemical, biologi-
cal or silvicultural, may vary according to the heterogeneity
of the populations (Conord et al. 2006; Planter 2007).

Despite the results of the AFLP analysis, including low
genetic similarity, the results are not sufficient to prove the
origin and dispersion of P, castaneus. However, they do pro-
vide consistent evidence about the diversified genetic com-
position of the populations of P castaneus. The fact that the
population from Irani (IR) has been separated from all oth-
ers may be because it is a new introduction, probably by the
transport of infested trees or logs or even better climate con-
ditions of the planting areas. However, further studies includ-
ing a larger number of samples are needed to prove the causes
of population differentiation of P castaneus in Brazil.

Apparently, the Brazilian populations of P, castaneus still
present high genetic identity with the population of their place
of origin. The lack of a trend for the population groupings
may be a strong indication that the founder populations es-
tablished in southern Brazil are in the process of establish-
ment (high polymorphism and low genetic similarity). This
founder effect would not have been expressing themselves
in function of the mass dispersion of the species, i.e., many
individuals within populations migrating from one region to
another, with low gene flow among populations (Planter
2007), but still not differentiated enough to be evidenced in
the dendrograms. The high dispersion with a low gene flow
can be explained by founder effect that shows the difference
between populations.

Our research represents the first study about the genetic
structure of populations of P castaneus from Italy and Bra-
zil. The following can be concluded from the data: 1) The
populations present high degree of polymorphism and low
genetic similarity; 2) It is not possible to determine grouping
tendencies for the populations; 3) Heterozygosity is larger
in the population from Italy than in the populations intro-
duced into Brazil; 4) The population samples present high
index of allelic fixation and low genetic flow; and finally 5)
The relatively high genetic distance of one of the popula-
tions may indicate an independent and recent introduction
of P castaneus. These results have important implications
for decisions about population management because tactics
such as chemical control and pheromone mating disruption
are affected by insect dispersal and gene flow among popu-
lations and need to be evaluated for each population.

ACKNOWLEDGEMENTS

To CNPq for the grants to the first three authors and to
CNPq-INCT “Controle Biorracional de Insetos Praga”, Bra-
zil for financial support.

REFERENCES

Abgrall J.E, Villén Gonzales, V. & Porcile, J.F. 2000. Biologia y control
del gorgojo de los pinos (II parte): desde todas las frentes. Chile
Forestal 25: 9-13.

Alauzet, C. 1977. Cycle biologique de Pissodes notatus (Coleoptera,
Curculionidae) dans la region toulousaine (France). Canadian
Entomologist 109: 597-603.

Bichdo, H., Borg-Karlson, A.K., Aragjo, J. & Mustaparta, H. 2003.
Identification of plant odours activating receptor neurones in the
weevil Pissodes notatus F. (Coleoptera, Curculionidae). Jounal of
Comparative Physiology 189: 203-212.

Conord, C., Lempériere, G., Taberlet, P. & Després, L. 2006. Genetic
structure of the forest pest Hylobius abietis on conifer plantations at
different spatial scales in Europe. Heredity 97: 46-55.

Ferreira, M.C. & Ferreira, G.W.S. 2001. Pragas das resinosas. Guia de
campo. Série divulgagido n° 3. 2° edig¢do. Lisboa, Ministério da Agri-
cultura, Pescas e Alimentagao, 108 p.

Freeland, J.R. 2007. Molecular Ecology. England, John Wiley & Sons
Ltd, 388 p.

Grez, O.R., Fontecilla, L.F., Nunez, R.A., Nunez, C.R.A., Kirwood, F.G.
& Torres, G.H. 2000. Manual de plagas cuarentenarias potencialmente
daninas para o Chile com especial énfasis em plantaciones de pino y
eucalipto. Santiago, Controladora de Plagas Forestales S.A.

Iede, E.T., Reis Filho, W. & Penteado, S.R.C. 2004. Ocorréncia de Pissodes
castaneus (De Geer) (Coleoptera, Curculionidae) em Pinus, na Regido
Sul do Brasil. Embrapa Florestas — Comunicado Técnico 114, 6 p.

lede, E.T., Reis Filho, W., Zaleski, S.R.M., Marques, F.A. & Caldato, N.
2007. Monitoramento e controle de Pissodes castaneus em Pinus spp.
Embrapa Florestas — Circular técnica 130, 8 p.

Laffin, R.D., Langor, D.W. & Sperling, F.A.H. 2004. Population structure
and gene flow in the white pine weevil, Pissodes strobi (Coleoptera,
Curculionidae). Annals of Entomological Society of America 97:
949-956.

Lewis, K.G., El-Kassaby, Y.A., Alfaro, R.I. & Barnes, S. 2000. Population
genetic structure of Pissodes strobi (Coleoptera: Curculionidae) in
British Columbia, Canada. Annals of Entomological Society of
America 93: 807-818.

Lewis, K.G., Ritland, K., El-Kassaby, Y.A., Mclean, J.A., Glaubitz, J. &
Carlson, J.E. 2001. Randomly amplified polymorphic DNA reveals
fine-scale genetic structure in Pissodes strobi (Coleoptera:
Curculionidae). Canadian Entomologist 133: 229-238.

Mantel, N. 1967. The detection of disease clustering and a generalized
regression approach. Cancer Research 27: 209-220.

Miller, M. 2007. TFPGA (Tools for population genetic analyses). Version 1.3.
A windows program for analyses of allozyme and molecular population
genetic data. Available at: http:/www.marksgeneticsoftware.net/tfpga.htm
(accessed 15 November 2008).

Namkoong, G., Roberts, J.H., Nunnally, L.B. & Thomas, H.A. 1979.
Isozyme variations in populations of southern pine beetles. Forest
Science 25: 197-203.

Nei, M. 1972. Genetic distance between populations. American Naturalist
106: 283-292.

Planter, E.A. 2007. Flujo génico: Métodos para estimarlo y marcadores
moleculares, p. 49-61. In: Eguiarte, L.E., Souza, V. & Aguirre, X.
(eds.). Ecologia Molecular. Semarnat-Ine-UNAM-Conabio, 608 p.

Rohlf, FJ. 1994. NTSYSpc — Numerical taxonomy and multivariate
analysis system, version 2.0. Stony Brook, Department of Ecology
and Evolution, State University of New York, 38 p.

Revista Brasileira de Entomologia 57(4): 405-410, December 2013



410

Zaleski et al.

Slatkin, M. 1987. Gene flow and the geographic structure of natural
populations. Science 236: 787-792.

Slatkin, M. 1994. Gene flow and population structure, p. 3—17. In: Real,
L.A. (ed.). Ecological Genetics. Princeton, Princeton University Press,
256 p.

Sneath, PH. & Sokal, R.R. 1973. Numerical taxonomy: The principles
and practice of numerical classification. San Francisco, W. H.
Freeman & Co, 573 p.

Takami, Y., Koshio, C., Ishii, M., Fugii, H., Hidaka, T. & Shimizu, I. 2004.
Genetic diversity and structure of urban populations of Pieris
butterflies assessed using amplified fragment lenght polymorphism.
Molecular Ecology 13: 245-258.

Tozlu, G. 2001. Sarkams (Kars) Ormanlarnda Sarcam (Pinus sylvestris
L.) da zarar yapan Elateridae, Buprestidae, Cerambycidae,
Curculionidae (Coleoptera) ve Diprionidae (Hymenoptera)
familyalarna bagl turler uzerinde calsmalar. Turkive Entomoloji
Dergisi 25: 193-204.

Received 18 October 2012; accepted 17 October 2013
Associate Editor: Daniel R. Sosa-Gomez

Revista Brasileira de Entomologia 57(4): 405-410, December 2013

Viedma, D. 1961. Estudio monografico sobre el género Pissodes en Espana.
Boletin del Servicio de Plagas Forestales 4: 33-61.

Vos, P, Hogers, R., Bleeker, M., Reijans, M., van de Lee, T., Hornes, M.,
Frijters, A., Pot, J., Peleman, J., Kuiper, M. & Zabeau, M. 1995. AFLP:
a new technique for DNA fingerprinting. Nucleic Acids Research
23: 4407-4414.

Yan, G., Romero-Severson, M., Walton, M., Chadee, D.D. & Severson,
D.W. 1999. Population genetics of the yellow fever mosquito in
Trinidad: Comparisons of amplified fragment length polymorphism
(AFLP) and restriction fragment length polymorphism (RFLP)
markers. Molecular Ecology 8: 951-963.

Wright, S. 1978. Evolution and Genetics of Populations: Variability
within and among Natural Populations. Vol. 4. Chicago, University
of Chicago Press, 465 p.

Zhang, H., Langor, D.W.,, Ye, H., Li, Z. & Laffin, R.D. 2007. Genetic divergence
among populations of Pissodes yunnanensis (Coleoptera: Curculionidae)
in southwestern China. Canadian Entomologist 139: 308-318.



