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Abstract - The effects of constant temperature and an extremely low-frequency magnetic field (ELFMF, 50 Hz and aver-
age induction of 20 mT) on the activity of medial protocerebra neurosecretory neurons (Al and A2) and corpora alla-
ta were investigated in Cerambyx cerdo L. larvae after 30 days of exposure. Both constant temperature of 23°C and the
ELFMF led to decrease in activity of A1 and A2 neurosecretory neurons and increase in activity of corpora allata com-
pared to the control group (larvae from natura conditions). The changes are more pronounced in A2 than A1 neurons.
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INTRODUCTION

Neurosecretory neurons in the insect protocerebrum syn-
thesize and rel ease neurohormones in response to various
exogenous and endogenous stimuli. Among peptide neu-
rohormones, the most important role belongs to protho-
racicotropic neurohormones (I shizaki and Suzuki,
1986; Vaenstra et al. 1985), allatotropins and allato-
statins (Bogus and Scheller, 1994; Veelaert e
al. 1995; Gilbert et al. 2000), hypotrecha osemic and
hypoglycemic neurohormones.

Our previous investigations on the role of the neu-
roendocrine system in response and adaptation to stress-
ful conditions (physical and chemical stressors) in
xylophagous insects showed that the response at the level
of peptidergic neurons preceded the response at the
organism level (Ivanovi¢ et al. 1975a 1975b;
Ivanovi¢ et al. 1979; lvanovi¢ et al. 1980;
Nenadovi¢ etal. 1982; Jankovi¢-Hladni etal.
1983; Ivanovi¢ et al. 1991; L ekovi¢ et al. 2001,
Mrdakovi¢ etal. 2004).

It is well known that a magnetic field affects insect
orientation (Gould, 1980; Vacha, 1997a), develop-
ment (Proli¢ and Jovanovi¢, 1986; Proli¢ and
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Nenadovi¢, 1995), behavior (Proli¢ et al. 2003),
extracardia pulsation (Vacha, 1997b), mutation rate
(Giorgi etal.1992).

However, the changes provoked by magnetic fields
at the level of the neuroendocrine system, especially pep-
tidergic neurons, have been scarcely studied. Such inves-
tigations are rare even in vertebrates, where it was shown
that a magnetic field influenced the neurosecretory func-
tion of the hypothalamus and circadia biorhythms in
mice (Zagorskaya, 1981).

The aim of the present work was to examine the
effects of constant temperature of 23°C and an extremely
low-frequency magnetic field on the activity of peptider-
gic neurosecretory neurons in the media region of the
protocerebrum and activity of corpora allata in larvae of
the large oak beetle (Cerambyx cerdo) after 30 days of
exposure.

MATERIALSAND METHODS

Thirty larvae of the large oak beetle C. cerdo (weight
range from 700 to 900 mg) were collected at the Progar
locality near Belgrade in October. They were randomly
assigned to three experimental groups. The first group,
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natural control (NC), was sacrificed immediately. The
second group (T23°C) was reared in the dark under con-
stant laboratory conditions for 30 days (constant temper-
ature of 23°C, relative humidity of 70%, and subcortical
region of oak as feeding substrate). The third group
(ELFMF) was exposed to an extremely low-frequency
magnetic field of 50 Hz and average induction of 20 mT
during the same period of rearing under constant labora-
tory conditions. After 30 days, larvae of the T23°C and
ELFMF group were sacrificed.

Decapitated head regions were fixed in Bouin's fixa-
tive and embedded in paraffin (Merck, 57-59°C) using
standard histologica procedure. Serial 5 mthick sections
were dyed by the Alcian blue - Phloxine method
(Panov, 1980). The activity of protocerebral peptidergic
neurosecretory neurons (NSN) of the media group was
anadyzed according to Jankovi¢ - Hladni et al.
(1983) using a light microscope from Leitz DMRB. The
numbers of Al and A2 were determined. Size of NSN
and their nuclei was caculated using the formula for an
ellipsoid (Huang Zhi Yong et al. 1991). The same
formula was applied to obtain the size of corpora allata.
The quantity of neurosecretory material (NSM) was arbi-
trarily estimated and expressed as the percentage of NSN
with low, medium, and high quantity. The quality of

corpora allata
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Fig. 1. Volume of corporaallatain Cerambyx cerdo larvae from natural conditions
(NC) exposed to constant temerature of 23°C (T23°C) and a magnetic field
(ELFMF). One-way ANOVA revealed significant differences among the groups
(F=98.39; P<0.001). Barsindicated by different letters (a, b, c) differ significant-
ly (LSD test).

NSM was described as powdery, fine-grained, and
coarse-grained and expressed as the percentage of NSN
with each type of NSM. Data analysis was carried out by
one-way ANOVA and the multiple range test (LSD).

RESULTS

Medid peptidergic NSN in the protocerebrum of lar-

vae from the NC group were shown to have large cyto-
plasm and nucleus with alarge nucleolus in the center of
nuclei. A medium to high quantity of NSM tending to
form large agglomerations was found in A1 NSN (Table
1). At the same time, there was a small quantity of NSM
in the neurochemal organs corpora cardiaca allata.
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Fig. 2. Volumes of A1 neurosecretory neurons and their nuclei in Cerambyx cerdo
larvae from different experimental groups. One-way ANOVA revealed significant
differences among the groups with respect to size of the neurons (F=240.83;
P<0.001) and their nuclei (F=34.50; P<0.001). Barsindicated by different |etters
differ significantly (LSD test).

Cytologica parameters(i.e., small volume) indicated low
activity of corpora allata in NC larvae (Fig. 1).

Thirty days of exposure to constant temperature
(T23°C) and amagnetic field (ELFMF) led to changesin
medial NSN. The size of NSN and their nuclel decreased
compared to the NC group. One-way ANOVA and the
L SD test confirmed statistically significant differencesin
the size of A1 and A2 NSN among the groups. The
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Fig. 3. Volumes of A2 neurosecretory neurons and their nuclei in Cerambyx cerdo
larvae from different experimental groups. One-way ANOVA revealed significant
differences among the groups with respect to size of the neurons (F=351.01;
P<0.001) and their nuclei (F=35.22; P<0.001). Barsindicated by different letters
differ significantly (LSD test).

decrease in size of NSN and their nuclei was more pro-

nounced in the T23°C group than in the ELFMF group
(Figs. 2 and 3).
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Table 1. Quantity of neurosecretory material in A1 and A2 neurosecretory neurons in Cerambyx cerdo larvae from different

experimental groups presented as the percentage of cells with small

/medium Nlarge [ quantity of NSM. Quality

of NSM is presented as the percentage of cells with powdery =: /fine-grained 3% /coarse-grained Mg NSM.

Trait M T=23°C ELFMF
Al | Quantity of nem (36 0/al 3703823 04238117619 AaIN7SEDII0
I I C N’
Size of nem (%4) 0/76.47 /43,53 Q/2857171.43 5309107 F35T
A2 | Quantity of nem (36 26007 FTA3370 0441 46 F 58 54 mosos
e = 1
Size of nem (%) 4000 Fa000/s0 1000 f 5250537 50 TEAT 214340
B

The distribution of NSN with a certain NSM quanti-
ty (small/medium/large) and (powdery/fine-grained/coa-
rse - grained) is presented in Table 1. It can be seen that
large agglomerations of NSM were formed in A1 NSN of
the T23°C group, while a small quantity of fine-grained
NSM was characteristic for A1 NSN of the ELFMF
group. The quantity of NSM increased in A2 NSN of the
T23°C group compared to the NC group. A small quan-
tity of powdery NSM was discernible in A2 NSN after
exposure to a magnetic field.

The number of NSN increased in the T23°C
(A1=21.0+1.4, A2=18.5+0.7) and ELFMF
(A1=28.0£2.8, A2=21.0+1.4) grups compared to the NC
group (A1=17.5+2.1, A2=15.5+0.7).

Corpora allata in the T23°C group and especially in
the ELFMF group were more active than in the NC group
(Fig. 1). Exposure to constant temperature and a magnet-
icfield aso resulted in significant accumulation of NSM
by the corpora cardiaca allata.

DISCUSSION

It is well known that distribution and activity of liv-
ing organisms depend on external temperature. Because
temperature, as a measure of thermal energy, affects the
velocity of molecular movement and thereby influences
the velocity of chemica reactions, it aso determines the
development and metabolism of living organisms.

Our previous investigations on xylophagous ceram-

bycid larvae have shown that constant temperature leads
to changes in neuroendocrine regulation of devel opment
and metabolism of carbohydrates, proteins, and amino
acids. These changes and their reversibility (or irre-
versibility) depend on the quantity of thermal energy,
duration of organism exposure, season, developmenta
stage, and physiological state of the individual
(Ivanovi¢ et al. 1975a, 1975b; Ivanovi¢ et al.
1980; Jankovi¢ - Hladni etal. 1983; Ivanovi¢
etal.1988; L ekovi¢ etal. 2001; Mrdakovi¢ etal.
2004). Temperature changes affect various parameters of
individual performance and population dynamics of a
species(Lindroth et al. 1997).

Data on effects of magnetic fields on the insect
neuroendocrine system are almost nonexistent. Ours
is the first paper showing changes in NSN activity
in response to a magnetic field. Exposure of C. cerdo
larvae to an ELFMF at constant temperature of 23°C
led to reduced activity of A1 and A2 NSN compared
to the control group (Table 1, Figs. 2 and 3). The
presence of a small quantity of powdery NSM and
extended axons of A2 NSN pointed to stimulated
release of NSM under the influence of a magnetic field
compared to the T23°C group. The nuclei of A2 NSN
were larger in the ELFMF group than in the T23°C
group. They usualy had two nucleoli, indicating the
beginning of synthetic processes. Goodman (1987)
reported increased RNA synthesis in the interband
region of salivary gland chromosomes of the dipteran
Sciara coprofila in amagnetic field of approximately 0,3
mT.
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The presence of alarge quantity of NSM in corpora
cardiaca allata showed that increased synthetic and
releasing activity of protocerebral NSN preceded the
physiological state provoked by a magnetic field, in
which the need for neurohormones was obviously
increased. Previous investigations on C. cerdo larvae col-
lected from natural conditions during November and
acclimated to 10°C have shown activation of media
NSN and suppressed activity of corpora allata after 14
days of exposure to constant temperature of 23°C
(Jankovié¢-Hladni et al. 1983; Nenadovi¢ et
al. 1982).

In the present work, increased activity of corpora
allata in the T23°C group and especidly in the ELFMF
group (Fig. 1) indicated increased synthesis and release
of juvenile hormone (JH). One of the numerous functions
of JH is to coordinate the concentrations of hemolymph
steroids. It is also known to activate ecdysteroid receptors
(Diehl-Jones et al. 1996). The stress-protective role
of 20-hydroxyecdysone at low concentrations is similar
to the stress-protective role of glucocorticoids in verte-
brates (K obayachi and Kimura, 1967). Numerous
papers have described changes in JH and ecdysteroid
hemolymph concentrationsin response to stressful condi-
tions (Kelly et al. 1986; Rauschenbach, 1991;
Chernysh, 1991). Increased levels of hemolymph
ecdysteroids were found in Morimus funereus larvae col-
lected during winter and exposed to constant temperature
of 23°C (Ivanovi¢ et al. 1980).

Intensive synthesis of metabolic and morphogenetic
neurohormones can aso be achieved through an
increased number of NSN, which was observed in C.
cerdo larvae of the T23°C and ELFMF groups in the
present work (see Results). Increased numbers of medial
NSN have been found as a response to an unsuitable
feeding substratein larvae of M. funereus(Nenadovi ¢
etal. 1989; Ivanovi¢ etal. 1991) and Lymantria dis-
par (Peri¢-Mataruga andL azarevi ¢, 2004).

Some papers have demonstrated the influence of
magnetic fields on processes of differentiation. For
example, a magnetic field accel erated metamorphosisin
Tenebrio molitor pupae (Proli¢ and Nenadovié¢,
1995), prolonged development time in Rhyzoperta
dominica(Starick etal. 2005), and led to an increased
number of hypodermal wing cells in Drosophila
melanogaster (Giorgi et al. 1992). We speculate that
differentiation of NSN was accelerated in C.cerdo larvae

of the ELFMF group.

Exposure of C. cerdo larvae to a magnetic field
changed the response obtained at constant temperature of
23°C. Additional experiments are needed to understand
mechanisms underlying the modulatory effects of mag-
netic fields.
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YTULHAJ TEMIIEPATYPE U EKCTPEMHO HUCKO®PEKBEHTHOI' MAI'HETHOTI I1IOJbA HA
AKTUBHOCT NPOTOHEPEBPAJTHUX HEYPOCEKPETHUX HEYPOHA U CORPORA ALLATA JIAPBA
CERAMBYX CERDO L.

BEPA HEHAJJOBU'h, MAPUJA MPIAKOBWH, JEJIMLIA JIABAPEBUR, A. MUPUWR,
JAJAHA TOJOPOBWH u 3. ITPOJINH

Hnemumym 3a buonowxa ucmpasicusarsa, bynesap decnoma Cmegpana 142,
11000 Feoepao, Cpbuja u L{puaa [opa

HcnutrBan je yTuIaj KOHCTaHTHE TeMIeparype |

eKCTPEMHO HHUCKO(QPEKBEHTHOT ~MArHETHOT MO0Jba
(ELFMF, 50 Hz wu mpoceuna unaykuuja 20mT) Ha
AKTUBHOCT MeIHjaHuX npoTorepedpaTHIX

HeypocekpeTHux HeypoHa (Al i A2) u corporaallatakon
napsu Cerambyx cerdo nocsie 30 mana msnarawma

u xoHcTanTHa Temneparypa ox 23°C u ELFMF nosone
n0 cMamema aktuBHOcTHI Al W A2 HeEypoCeKpeTHHX
HeypoHa u moBehama akTHBHOCTH cCorpora allata y
nopehery ca KOHTPOIHOM IpynoM (JIapBe U3 MPUPOTHHUX
yciosa). [Ipomene ¢y Buiie uzpaxeHe kog A2 Hero Kof
Alneypona.
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