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In order to go in depth into the analysis of holocentric chromosome structure, atomic force microscopy (AFM) was
applied to metaphase plates of the aphid Megoura viciae. AFM showed that aphid chromatids adhere to one another
without any prominent structure detectable between them and without any evidence of chromosomal constrictions. AFM
thus provided new and reliable evidences at a nanomolecular level concerning the holocentric structure of aphid
chromosomes, without any of the artefacts due to sample staining or coating that are usually associated with electron

microscopy.
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INTRODUCTION

Aphid chromosomes, as well as chromosomes of
several eukaryotic species, including protista, animals
and plants, are holocentric. Holocentric chromo-
somes are present in at least some taxa of every major
lineage of eukaryotes, with the exceptions of Echino-
dermata and Cordata (WRENSCH et al. 1994). Viewed
in a phylogenetic context, holocentrism seems to be
present in each principal branch of the phylogenetic
tree.

These chromosomes are also termed holokinetic,
because during mitotic anaphase they behave as if the
spindle attachment is not localized, so that chro-
matids move apart in parallel and do not form the
classical V-shaped figures typical of monocentric
chromosomes (BLACKMAN 1987, WRENSCH et al.
1994). Moreover, ultra-structural studies on the holo-
centric-holokinetic chromosomes of the mite Tetrany-
chus urticae showed that spindle microtubules have
points of attachment extending across the entire chro-
mosomal length (WHITE 1973; TEMPLAAR 1980).
Analogous results have been obtained from the
hemipteran Agallia constricta using both light and
electron microscopy (RIEDER et al. 1990).

The holokinetic nature is confirmed by the fact that
experimentally induced chromosome fragments con-
tinue to attach to the spindle and segregate correctly
(HUGHES-SCHRADER and SCHRADER 1961; WHITE
1973).

Although these data are interesting, their interpre-
tation is still controversial. Several authors have in-
terpreted these chromosomes as polycentric or having
extended centromeres rather than truly holocentric
(VAARAMA 1954; SYBENGA 1981; WOLF 1996).

The advent of AFM has provided new opportuni-
ties for the study of the chromosome structure, as
demonstrated by various workers (DE GROOTH and
PUTMAN 1992; MCMASTER et al. 1994; WINFIELD et
al. 1995). AFM has the advantage over electron
microscopy that standard chromosome preparations
can be examined immediately without any additional
treatment, such as staining or coating (MCMASTER et
al. 1994; WINFIELD et al. 1995).

Most of the data obtained by applying AFM to the
analysis of chromosome structure regard human and
plant monocentric chromosomes, whereas holocentric
chromosomes have never been analysed with this
technique. In order to fill this gap, we analyzed
holocentric chromosomes of the aphid Megoura vi-
ciae (Hemiptera, Aphididae) using the atomic force
microscope (AFM).

MATERIAL AND METHODS

Chromosome preparations were made by spreading
embryo cells, dissected from M. viciae partheno-
genetic females, according to MANDRIOLI et al.
(1999a). In brief, cells were kept in a 0.8 % hypotonic
solution of sodium citrate for about 45 min and then
transferred to minitubes and centrifuged at 350g for 3
min. Methanol-acetic acid 3:1 was successively
added to the pellet that was broken by making it to
flow up and down for 1 min through a needle of a 1
ml hypodermic syringe. Finally, the pellet was resus-
pended in 200 pl of fresh fixative and 20 pl of cellular
suspension was dropped onto clean slides and air-
dried.

M. viciae metaphases were analysed immediately
after preparation by AFM (Park Scientific Instru-
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ments, Sunnyvale, CA). Before chromosome scanning
by AFM, metaphases were located, analysed and
finally positioned under the tip of the AFM, using the
incorporated optical microscope. AFM analysis has
been performed operating in contact imaging mode.
Images were obtained in air at room temperature at a
constant force between the tip and the sample of
1-10 nN, using cantilevers of spring constant 0.06
N/m.

Silver staining was carried out according to How-
ELL (1977) and CMA, staining was performed as
described by MANDRIOLI et al. (1999b).

RESULTS AND DISCUSSION

In order to analyze the structure of aphid holocentric
chromosomes, silver staining has been performed on
M. viciae mitotic plates. Silver staining is useful not
only for the localization of active ribosomal genes
(rDNA genes) but also to evidence the chromosomal
axial core (HOWELL and Hsu 1979). In M. viciae,
silver-stained axial cores run parallel without points
of intersection (Fig. la), whereas the same staining
technique performed on monocentric chromosomes
showed that the axial cores of the two chromatids
come into contact at the centromere (BLACKMAN
1987, WRENSCH et al. 1994).

The holocentric-holokinetic behaviour of M. viciae
chromosomes has been confirmed by CMA; staining
which showed that aphid chromatids move apart in
parallel during anaphase and do not form the classi-

cal V-shaped figures typical of monocentric ones (Fig.
1b).

AFM analysis has been performed on 90 M. viciae
metaphase plates. In particular, our attention has
been concentrated on sex chromosomes, not only
because they are clearly recognizable but also because
they are the longest and therefore the most useful for
studying the junction between the two chromatids
(Fig. 2a). Moreover, we focused on sex chromosomes
located in clear areas of the slides as evidenced by the
absence of a ‘“skirt” around the edge of
chromosomes.

AFM analysis at increasing magnification levels
(Fig. 2b, c) showed that chromatids adhere to one
another without any prominent structure detectable
between them. Moreover, no evidence of chromo-
some constriction has been observed.

In order to improve structure analysis, 3D recon-
struction (Fig. 2d) and pseudostaining (Fig. 2e) have
been performed. In particular, 3D reconstruction
clearly evidenced that the junction between the two
chromatids is absolutely homogenous along the entire
chromosome length and it appeared as a deep depres-
sion between the two chromatids. On the contrary,
AFM analysis of monocentric chromosomes showed
centromeres limited to the primary constriction (Mc-
MASTER et al. 1994).

AFM analysis indicated that aphid chromatids ad-
here to one another without any interruption or
prominent additional material between them, confir-
ming the holocentric nature of aphid chromosomes
(WoLF et al. 1991, 1994).

Fig. 1. M. viciae metaphase chromosomes after silver (a) and CMA; staining (b) observed at optical microscope. Arrows

indicate sex chromosomes. Bar corresponds to 10 pm.
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Fig. 2. A portion of a metaphase that was clear of cytoplasmatic material has been analyzed by AFM
at increasing magnification (a—c). Successively, 3D reconstruction (d) and pseudostaining (e) have been
performed. All the AFM images showed that the junction between the two chromatids is absolutely
homogenous along the entire chromosome length.

AFM analysis therefore provides a new and reli-
able evidence at a nanomolecular level concerning the
holocentric structure of aphid chromosomes without
any of the artefacts due to staining or coating usually
associated with electron microscopy.

ACKNOWLEDGEMENTS

We are greatly indebted to Giorgio Prantera for critical
reviewing of the manuscript. This work was supported by
the grant “Fondi MURST riservati a giovani ricercatori
per il finanziamento di attivita di ricerca” from Ministero
della Ricerca Scientifica e Tecnologica (M.U.R.S.T.) of
Italy.

REFERENCES

Blackman, R. L. 1987. Reproduction, cytogenetics and
development. — In: A. K. Minsk and P. Harrewijn (eds),
Aphids: their biology, natural enemies and control. Vol.
A. Elsevier, p. 163-195.

De Grooth, B. G. and Putman, C. A. J. 1992. High
resolution imaging of chromosome-related structures by
atomic force microscopy. — J. Microsc. 168: 239-247.

Howell, W. M. 1977. Visualization of ribosomal gene activ-
ity: silver stains proteins associated with rRNA tran-
scribed from oocyte chromosomes. — Chromosoma 62:
361-367.

Howell, W. M. and Hsu, T. C. 1979. Chromosome core

structure revealed by silver staining. — Chromosoma 73:
61-66.

Hughes-Schrader, S. and Schrader, F. 1961. The kineto-
chore of the hemiptera. — Chromosoma 12: 327-350.
Mandrioli, M., Bizzaro, D., Giusti, M. et al. 1999a. Cyto-
genetic and molecular characterization of a highly re-
peated DNA sequence in the peach potato aphid Myzus

persicae. — Chromosoma 108: 436-442.

Mandrioli, M., Manicardi, G. C., Bizzaro, D. and Bianchi,
U. 1999b. NORs heteromorphism within a partheno-
genetic lineage of the aphid Megoura viciae. — Chromo-
some Res. 7: 157-162.

McMaster, T. J., Hickish, T., Min, T. et al. 1994. Applica-
tion of scanning force microscope to chromosome analy-
sis. — Cancer Genet. Cytogenet. 76: 93-95.

Rieder, C. L., Bowser, S. S., Cole, R. et al. 1990. Diffuse
kinetochores and holokinetic anaphase chromatin move-
ment during mitosis in the hemipteran Agallia constricta
cell line AC-20. — Cell Motil. Cytosk. 15: 245-259.

Sybenga, J. 1981. Specialization in the behaviour of chro-
mosomes on the meiotic spindle. — Genetica 57: 143—
151.

Templaar, M. J. 1980. Radiobiological and structural stud-
ies on the chromosomes. — In: Helle, W. and Sabelis, M.
W. (eds), Spider mites, their biology, natural enemies
and control. World crop pest. Vol. 1A. Elsevier, pp.
141-148.

Vaarama, A. 1954. Cytological observations of Pleurozium
schreberi, with special reference to centromere evolution.
— Ann. Bot. Soc. Zool. Bot. Fenn. “Vanamo” 28: 1-59.

White, M. J. 1973. Animal cytology and evolution, 3rd edn.
— Cambridge Univ. Press.



132 M. Mandrioli and G. C. Manicardi Hereditas 138 (2003)

Winfield, M., McMaster, T. J., Karp, A. and Miles, M. J. Scanning electron microscopy of insect chromosomes:
1995. Atomic force microscopy of plant chromosomes. Schistocerca gregaria (Acrididae, Orthoptera), Megaselia
— Chromosome Res. 3: 128-131. scalaris (Phoridae, Diptera) and Myzus persicae (Aphi-

Wolf, K. W. 1996. The structure of condensed chromo- didae, Hemiptera). — J. Submicrosc. Cytol. Pathol. 26:
somes in mitosis and meiosis. — Int. J. Insect Morphol. 79-89.
Embryol. 25: 37-62. Wrensch, D. L., Kehtley, J. B. and Norton, R. A. 1994,

Wolf, K. W., Kyburg, J. and Blackman, R. L. 1991. The Cytogenetics of holokinetic chromosomes and inverted
relationship between nuclear envelope-derived lamellae meiosis: keys to evolutionary success of mites, with
and the asymmetric division of primary spermatocytes in generalization on eukaryotes. — In: Houck, M. A. (ed.),
aphids. — Chromosoma 101: 157-168. Mites — ecological and evolutionary analyses of life-his-

Wolf, K. W., Blackman, R. L. and Sumner, A. T. 1994. tory patterns. Chapman & Hall, pp. 282-343.



