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Abstract. The effect of a single-shot intraperitoneally administration
of melatonin in a dose of 1 mg/kg on the activity of Na*, K*ATPase
and 5'nucleotidase (5'N) in the forebrain of juvenile male white rats
has been investigated under conditions of acute hypoxia. Such studies

have been carried out against a background of a varying duration of
the photoperiod during one week. It has been established that
constant darkness prevents an inhibition of the activity of Na*, K*
ATPase caused by acute hypoxia inducing and promoting an
activation of 5'N. The administration of melatonin likewise constant
darkness against a background of acute hypoxia prevents a decrease
of the activity of Na*, K*ATPase and increases the activity of 5'N.

Introduction

Mg?*dependent adenosine5'triphosphatase, which is
activated by sodium and potassium ions, (Na*, K*
ATPase, the sodium pump) [EC 3.6.1.37] and S'nucle-
otidase [EC 3.1.3.5] are the proteins of the plasmatic
membrane, causing a high dependence of the functi-
oning of these enzymes on the membranous lipid set-
ting. This makes it possible to characterize the structural
functional state of the plasmatic membranes according
to the activity of the specified enzymes. Therefore,
Na®, K"ATPase and 5'nucleotidase are referred to
marker enzymes of the plasmatic membranes [4].
Furthermore, Na", K"ATPase is a key enzyme of
neurons which defines the level of their functional
activity [7]. At the same time, adenosine is formed
under the action of S'nucleotidase. It manifests neuro-
protective and antioxidant properties, favouring the
entry of oxygen and energy substances to the tissues
[10]. The effect of the pineal hormone melatonin on the
ATPase activity (including Na*, K*ATPase) was
demonstrated for the first time over twenty years ago [1,
2]. On the basis of such findings it was suggested that
there existed antioxidant activity in melatonin which
was later confirmed [2, 8, 15]. Our own trials [13]
corroborated the protective action of melatonin to the
activity of the marker enzymes of the plasmatic mem-
branes under conditions of acute hypoxia that is con-
ducive to the onset of oxidative stress and inten-
sification of free radical oxidation of macromolecules.

Purpose
Since a photoperiod is a modulator for the
formation of endogenous melatonin [5, 14], the object

© I I. Zamorskii, 2013

52

of our research became a study of the influence of
melatonin on the activity of Na*, K*ATPase and
S'nucleotidase in the rat forebrain under conditions of
acute hypobaric hypoxia against a background of an
altered photoperiodic duration.

Material and methods

The experiments were carried out on 107 juvenile
male white rats aged 5,5-6,0 weeks and weighing
65-75 g. Only animals with average resistance to
hypoxia were used in the experiment. Acute hypoxic
hypobaric hypoxia, equivalent to the altitude of
12000 m was modeled in an altitude chamber. The
rats were kept on the “high-altitude plateau” up to the
second agonal inhalation followed by a “descent” to
the previous zero altitude. Thirty minutes prior to the
simulation of acute hypoxia part of the animals was
administered melatonin (“Sigma”, USA) intraperi-
toneally in a 0.1% ethanol solution in a dose of 1 mg/
kg of the body weight. Three different photoperiodic
modes were used during one week prior to the action
of acute hypoxia for the purpose of simulating
photoperiodic changes in the animals’ organisms.
The first group of rats (36 animals) was kept under
conditions of an ordinary change of the light and
dark phases of a 24 hour period during the spring-
summer period of the year. The Light-Dark ratio
made up 16 hours : 8 hours. The second group
(36 animals) was exposed to the action of constant
artificial lighting of 500 lux during a 24 hour period.
The third group (35 animals) was caged in constant
diurnal darkness. Access to the animals of the last
group was accomplished only under a faint red light
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(2 lux). The animals were decapitated in 30 minute
after discontinuing the effect of acute hypoxia. The
removed brain was rinsed in a cold physiological
solution and preserved in liquid nitrogen. The activity
of the enzyme was evaluated in the supernatant which
was available after centrifugation of a homogenate
weight of the forebrain at 900 g during 15 min. The
forebrain weight was homogenized in 0.25 M tris-HCl
buffer (pH 7.4). The activities of Na*, K*ATPase and
S'nucleotidase were determined on the basis of an
elevated amount of inorganic phosphate (P) in the
process of reaction and were expressed in nmol P, that
was formed during one min per one mg of protein [9, 6].
The incubation medium of two ml in volume intended
for the assessment of the activity of Na*, K*ATPase
contained 50 mM tris-HCl buffer (pH 7.4), 3 mM ATP,
150 mM NaCl, 15 mM KCI; whereas for the evaluation
of S'nucleotidase — 50 mM tris-HCl buffer (pH 7.4), 2
mM AMP, 1 mM MgSO,. A quantitative determination
of P, was carried out by means of the colorimetric
method [3]. The content of protein was defined
according the method of O. H. Lowry et al. Statistical
processing of the obtained findings was fulfilled with
the aid of the program “STATISTICA 6.0”.

Results and discussion

In accordance with the obtained findings (Table)
the activity of Na*, K*ATPase decreased due to the
effect of acute hypoxia, most essentially under
conditions of constant lighting, remaining unchanged
under conditions of constant darkness. The activity of

S'nucleotidase exposed to acute hypoxia didn’t change
considerably under ordinary lighting conditions and
under constant darkness, whereas under conditions of
continuous lighting it increased. The administration of
melatonin without the effect of acute hypoxia did not
reliably change the activity of Na‘, K*ATPase and
simultaneously elevated the activity of S'nucleotidase,
especially under conditions of constant darkness. The
introduction of melatonin against a background of
acute hypoxia modulation eliminated the negative
influence of hypoxia on the activity of Na*, K*ATPase
and promoted an augmented activity of S'nucleotidase.
Thus, the effect of acute hypoxia on the activity of the
marker enzymes of the forebrain cells depends on the
duration of the photoperiod. Constant lighting
decreases resistance of the rats’ forebrain neurons to
acute hypoxia at that, whereas constant darkness is
conducive to improved adaptation of the rats to acute
hypoxia. Simultaneously, melatonin counteracts the
inhibition of the Na*, K*ATPase activity of the forebrain
neurons in case of acute hypoxia and promoted an
increase of the activity of Snucleotidase.

The inhibited activity of Na*, K ATPase in the brain
following the effect of acute hypoxia agrees with
bibliographical findings and arises due to ATP
deficiency as well as a probable destruction of neuronal
plasmatic membranes, as a result of the action of free
radicals [7]. At the same time, dependence of the effect
of acute hypoxia on the duration of the photoperiod may
be indicative of intensified resistance of neurons to acute
oxygen deprivation during darkness at the expense of the

Table

The activity of Na*, K'-ATPase and 5'-nucleotidase in the rat forebrain upon the administration of mela-
tonin (1 mg/kg) under conditions of acute hypobaric hypoxia and varying lighting (mean = SEM, n =7)

Lighting ' Activity Na', Kf—ATPase Activity
conditions Character of influence (mkmol P, per min per 1 mg 5'—r1upleot1dase {mkmol l?,- per
of protein) min per 1 mg of protein)
Control 0.48+0.026 0.74+0.032
Habitual Melatonin 0.44+0.024 0.79+0.030
lighting Hypoxia 0.37+0.018 ' 0.77£0.036
Melatonin and hypoxia 0.69+0.039 "-° 0.87+0.038 '
Control 0.46+0.024 0.70+0.029
Constant Melatonin 0.43+0.027 0.76+0.036
lighting Hypoxia 0.22+0.014 - * 0.79+0.033
Melatonin and hypoxia 0.47£0.030 >° 0.69+0.028
Control 0.52+0.026 0.79+0.031
Constant Melatonin 0.46+0.034 0.97+0.044 '
darkness Hypoxia 0.52+0.032 ° 0.82+0.027
Melatonin and hypoxia 0.47£0.031° 0.76+0.038

Footnotes. ' P <0.05 vs the parameters in the control animals under the same conditions of lighting; * P <0.05
vs the parameters under conditions of constant darkness after the administration of melatonin without hypoxia or
after hypoxia without the administration of melatonin; * P <0.05 vs the parameters after hypoxia without the
administration of melatonin under the same conditions of lighting; * P < 0.05 vs the parameters after hypoxia
without the administration of melatonin under habitual lighting conditions; > P <0.05 vs the parameters after
hypoxia with the administration of melatonin under habitual lighting conditions; © P <0.05 vs the parameters
after hypoxia without the administration of melatonin under constant lighting
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probable effect of melatonin. Such an assumption is
corroborated by our data associated with the administration
of melatonin which is synthesized in darkness [14]. An
analysis of the obtained findings connected with the
introduction of melatonin suggests that this hormone,
probably, stimulates the formation of adenosine in the brain
by way of augmenting the activity of Snucleotidase [13].
Acute hypoxia contributes to manifestations of such an
action of melatonin on the activity of 5'nucleotidase and
adenosine synthesis in the neurons of the brain. Adenosine
possesses marked protective and neuromodulating
properties, the ability to regulate cell energy homeostasis
[10], just like melatonin does [ 14, 15]. Therefore intensifying
adenosine synthesis under the action of melatonin may
characterize one of the many neuroprotective and
adaptogenic mechanisms of the effect the pineal hormone —
melatonin. Simultaneously, melatonin eliminates the
negative influence of oxygen starvation on the activity of
Na*, K*ATPase improving the functioning of neurons.
Melatonin may realize such an antihypoxic effect at the
expense of its marked antioxidant properties [8, 12, 15], that
counteract the breakdown of plasma membrane enzymes by
free radicals which are formed in acute hypoxia. The
obtained findings melatonin research are indicative of its
neuroprotective activity.

The conclusions

1. The constant darkness prevents an inhibition of
the activity of Na', K'ATPase caused by acute
hypoxia inducing and promotes an activation of
S'nucleotidase.

2. The administration of melatonin likewise
constant darkness against a background of acute
hypoxia prevents a decrease of the activity of
Na*, K"ATPase and increases the activity of
S'nucleotidase.
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BIIJIUB MEJIATOHIHY HA AKTUBHICTb
MAPKEPHUX ®EPMEHTIB HEMPOHAJIbHUX
MJIASMATUYHUX MEMBPAH 3A YMOB I'OCTPOI

T'IIOKCII I PI3HOI TPUBAJIOCTI ®OTONEPIOIY
I I. 3amopcokuii

Pe3rome. JIocimKeHO BIUTHB OMHOKPATHOTO BHYTPILITHBOYC-
PEBHOTO BBEICHHS MEJIATOHIHY B 1031 1 MI' Ha KT MacH Tija Ha aK-
tuBHicTh Na*, K'AT®a3u i 5'HykiieoTnIa31 y KIITHHAX TIEPESIHBO-
IO MO3KY CTaTeBOHE3PUINX CaMIIiB OLIUX IIypiB 32 YMOB TOCTPOT
rinokcii. Taki gocniukeHHst Oyau npoBesieHi Ha (hOHI 3MIHEHOTO
BIIPOZIOBIK TYOKHS (poTornepioy. BecraHoBneHo, 1o nocriiiHa Tem-
psiBa onepemkae npurHideHns akrueHocti Na', K*AT®aswy, sike
BHUKJIMKAETHCS TOCTPOIO TIIOKCIET0, Ta CIIPUSIE aKTHUBALLT S'HyKJIe-
oTrza3y. BBeneHHs MenaToHiHy Tak camo, sIK i mocTiliHa TeMpsi-
Ba, Ha (OHI TOCTPOT TIMOKCIT 3amo00irae 3HIKCHHIO aKTHBHOCTI
Na’, K'AT®a3u Ta nigBuiiye akTHBHICTb 5'HYKJICOTHIA3H.

KurouoBi ciosa: Na*, K"AT®aza, S'nykneorunasa, me-
peaHiit MO30K IIypiB, MEJIATOHIH, TOCTPA IiMOKCis, GoTOnepios.

BJIMSTHUE MEJIATOHUHA HA AKTUBHOCTD

MAPKEPHBIX ®EPMEHTOB HEMPOHAJIBHBIX
MJIASMATUYECKUX MEMBPAH B YCJIIOBUAX
OCTPOM T'MIIOKCHUM U PAINYHOM
JUVIMTEJBHOCTHU ®OTOIEPHUOJA

H. U. 3amopckuii

Pe3rome. VccnenoBano BIUSIHUE OXHOKPATHOTO BHYTPHU-
OPIOITHOTO BBEICHHS MEJIATOHMHA B 7I03¢ 1 MT Ha KI' MacChI TeNa
Ha akTuBHOCTh Na*, K"AT®a3bl u 5'HykieoTHia3sl B KIeTKax
TepEeTHET0 MO3Ta HETOIOBO3PEIBIX CaMIIOB OEJIBIX KPBIC MIPH
octpoii runokcuu. Takue ucciaeqoBaHust ObLIH POBEACHBI Ha
(hoHE M3MEHEHHOTO B TeUEHHUE Henenu GpoTonepuona. ycra-
HOBJICHO, YTO IIOCTOSTHHAS TEMHOTA IPEIYTIPEkKIACT YTHETCHIE
aktuBHOcTH Na*, K*ATda3bl, BbI3BaHHOE OCTPOI THIIOKCUEH, 1
CrocoOCTBYET aKTHBALMK S5'HYKIIeOTHa3bl. BBeieHne Mena-
TOHWHA TaK kK€, KaK U [MOCTOSIHHAS TEMHOTa, Ha ()OHE OCTPOM
TUTIOKCHH TPEJOTBpalIaeT CHIKeHUE akTuBHOCTH Na*, K*
AT®a3bl ¥ OBBIIIAET aKTUBHOCTD 5'HYKJIEOTH1a3bI.

Kawuesbie caoBa: Na*, K"AT®aza, S'Hykneorunasa,
TepeNHUN MO3T KpPBIC, MEJIATOHHH, OCTpasi TUIIOKCHS, (OTO-
TIEPUO.
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