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In our work we compare seizure-like-activity in CAl and CA3 regions of the hippocampus in two com-
mon models of nonsynaptic epilepsy in vitro: low-Ca’" and Cd** models. Under low-Ca’* conditions, the
concentration of Ca’* is insufficient to produce synaptic release. Cd”" ions block Ca’* channels, which
result in a decrease of intracellular concentration of Ca’* in presynaptic sites. We found that delay time
for seizure appearance in CAI area is longer than in CA3 in both models. The frequency of epileptic-like
discharges in low-Ca’* model was higher than in Cd’*-model. We did not find a difference in patterns of
seizure-like discharges, which suggests a similar mechanism explored in studied models. The difference in
distribution and frequency of nonsynaptic seizure-like activity in the hippocampus is discussed in the paper.
Key words: nonsynaptic epileptiform activity; low-Ca’* model of seizures; CA3-CAI regions of the
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INTRODUCTION

Fast glutamatergic and GABAergic synaptic
transmission plays a key role in epileptiform
synchronization of hippocampal network.
However, under certain in vitro and in vivo
experimental conditions the hippocampal
formation is prone to dramatic neuronal
synchronization that is independent of active
chemical synaptic transmission [1, 2]. In the
early 1980s, it was shown that perfusion of
hippocampal slices with low-Ca?* aCSF (at
concentrations sufficient to block synaptic trans-
mission) results in spontaneous long-lasting
seizure-like activity (SLA) in area CAl and
under certain conditions in area CA3 and the
dentate gyrus of the hippocampus [3, 4]. Later,
it was shown that similar discharges could
be evoked at normal external Ca?" levels and
even with intact synaptic transmission, as long
as there was a sufficient increase in neuronal
excitability [1, 5]. The observed activity
approximated low-Ca?" discharges in frequency,
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duration, and propagation speed, and the
addition of postsynaptic receptors antagonists to
the perfusion aCSF had no effect on this type of
bursting, thus proving its nonsynaptic origin [1].

Four mechanisms are considered to account
for abnormal neuronal synchronization in the
absence of chemical synaptic transmission:
electrical field interactions, fluctuations in
extracellular ion concentrations, ephaptic
transmission, and electrotonic coupling through
gap-junctions [6]. Under suitable conditions
of tight and laminar hippocampal cellular
organization, electrical field effects sustain
dramatic neuronal synchronization and provide a
means for synaptically-independent propagation
of epileptiform activity across the hippocampus
[7, 8]. Reduction of extracellular space due to
cell swelling promotes the spread of excitation
between neuronal membranes through ephaptic
interactions and together with field effects
accounts for increased neuronal excitability
under hypo-osmotic conditions [6, 9]. Excessive
fluctuations of extracellular K* during seizures
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alter membrane excitability and underlie
propagation of nonsynaptic activity across the
tissue, although at a rate almost a hundred times
slower than electrical field propagation [3, 10,
11]. Increased number of gap junctions occur in
the CA1 area during prolonged perfusion with
low-Ca?" solutions, affecting the frequency,
duration, and amplitude of nonsynaptic dis-
charges [8, 12]. Hence, while nonsynaptic
interactions have a subliminal impact on normal
network functioning, they become extremely
effective in neuronal synchronization under
pathological conditions. In this respect, a low-
Ca’" milieu provides a suitable conditions for
studying the impact of nonsynaptic interactions
on hippocampal local synchronization. On the
other hand, activity of voltage-dependent Ca**
channels regulates synaptic transmission and
blockade of these channels results in appearance
of nonsynaptic local synchronization [1]. The
aim of our study was to compare effect of
removing Ca®’ from extracellular milieu and
blockade of voltage-gated Ca®>* channels on
patterns of network activity in hippocampus.

METHODS

All experimental procedures were performed
on Wistar rats according to the guidelines set
by the National Institutes of Health for the
humane treatment of animals and approved by
the Animal Care Committee of Bogomoletz
Institute of Physiology of National Academy of
Science of Ukraine.

Hippocampal slice preparation. Postnatal
day 12—14 rats were deeply anesthetized using
sevoflurane and decapitated. Transverse brain
slices were prepared according to the technique
described previously [13]. Briefly, brains were
removed and placed in the ice-cold aCSF of the
following composition (in mmol/l1): NaCl — 125,
KCI - 3.5, CaCl, - 2, MgCl, - 1.3, NaH,PO,
— 1.25, NaHCO, — 24 and glucose — 11; pH of
aCSF was adjusted to 7.3-7.35. The cerebellum
and the frontal lobe were removed, and 500 um
thick slices were cut using Vibroslice NVSL
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(“World Precision Instruments”, Sarasota, FL).
Slices were allowed to equilibrate at the room
temperature and under constantly oxygenated
aCSF for at least 1.5-2 hours before the
experiment.

Extracellular recordings and data acquisi-
tion. For extracellular recordings, slices were
transferred to a submerged recording chamber
and perfused with oxygenated aCSF (23-25°C)
at a rate of 2-3 ml/min. Temperature control was
performed with the Dual Temperature Control-
ler (TC-144, “Warner Instruments”). Field po-
tentials were obtained from the CA3 and CA1l
pyramidal cell layer with extracellular glass
microelectrodes (2—-3 MQ) filled with normal
aCSF. Signals were amplified using a differen-
tial amplifier (“A-M Systems”, Carlsborg, WA),
digitized at 10 kHz using an analog-to-digital
converter (NI PCI-6221; National Instruments,
Austin, TX); online analysis was performed
using the WinWCP program (“Strathclyde
Electrophysiology Software”, University of
Strathclyde, Glasgow, UK). Offline analysis was
performed using Clampfit (“Axon Instruments”)
and Origin 8.0 (“OriginLab”, Northampton,
MA). A two-sample ¢-test, was used for statisti-
cal analysis. Data are presented as mean + SE.

Induction of nonsynaptic epileptiform activ-
ity. Nonsynaptic epileptiform discharges were
induced by perfusion hippocampal slices with
“low-Ca?" aCSF” of the following composition
(mmol/l): NaCl - 115, KCI - 5, MgCl, - 1,
NaH,PO, — 1.25, NaHCO, — 24, D-glucose —
11; pH 7.35-7.4. In separate set of experiments
epileptiform bursting was induced by perfusing
hippocampal slices with cadmium-containing
aCSF of the following composition (mmol/l):
NaCl - 115, KCI - 5, CaCl, - 1, MgCl, - 1,
NaH,PO, - 1.25, NaHCO, - 24, D-glucose — 11
and CdCl, — 15 uM; pH 7.35-7.4.

A total of 52 hippocampal slices were used
in this study. Student’s t-test was used for sta-
tistical analysis. Data presented as mean + SE;
the difference between groups was considered
significant when P < 0.05. All chemicals were
purchased from “Sigma” (USA).
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RESULTS AND DISCUSSION

Consistent with previous studies, perfusion
of hippocampal slices with low-Ca?* or Cd**
aCSF resulted in the appearance of spontaneous
epileptiform discharges in both hippocampal
zones [5, 10] (Fig.1). In CA1 zone epileptiform
discharges were induced in 82% of slices per-
fused with low-Ca?" aCSF, while in CA3 zone
SLA were induced only 41% of slices (29/35
and 15/35 respectively). During perfusion with
Cd?*-containing aCSF nonsynaptic bursting
was induced in CAl in 41% of slices and in
CA3 — in 82% (7/17 and 14/17 respectively,
Fig. 2). Nonsynaptic discharges represented
high-frequency population spikes that either fired
continuously or were arranged in recurrent bursts
(Fig. 2). We refer to the two observed types of
recurrent nonsynaptic discharges as intermitted
and persistent bursts of population spikes (Fig.
2b, c). Persistent bursts represented a period of
high frequency population spikes firing that had
a spindle shape with maximum spike amplitude
in the middle of the burst (Fig. 2¢). Intermitted
bursts were never spindle-like, the amplitude of
the spikes was greater than in persistent bursts

SLA in low-Ca* aCSF

CA3

CAl1M

b

and normally stayed the same throughout the
burst (Fig. 2b). Along with population spikes, we
observed slow shifts of baseline potential, which
we refer to as slow waves (Fig. 1b).
Nonsynaptic bursting had a longer latency
to onset within region CA1 than within CA3
(Fig.3a). The delay time for the SLA at low-Ca?*
was 21.08 £2.17 min (n = 31) in area CA1 and
14.68 £ 1.79 min (n = 29, P = 0.03) in region
CA3 (Fig. 3a). Similarly, at Cd*>" spontaneous
activity was induced with the latency of 15.66 +
2.27 min inregion CA1 (n=15)and 10.14 + 1.37
min (n = 14, P =0.05) in region CA3 (Fig. 3a).
The frequency of continuous popula-
tion spikes in region CAl was 1.48 = 0.2 s°!
(n=31) at low-Ca?"in aCSF and 0.68 £ 0.17 s°!
(n =13) in Cd*" aCSF (P = 0.02); in area CA3
the frequency of population spikes was 1.79 +
0.33 5! (n=17) at low-Ca*" and 0.87 £ 0.2 s°!
(n =14, P =0.01) at Cd*" in aCSF (Fig. 3b).
Slow waves had duration > 2 sec and appeared
irregularly with a mean frequency of 0.02 +
0.005 Hz at low-Ca?* and 0.05 + 0.01Hz at Cd**
(P=0.1). It is worth noting that these discharges
do not resemble the negative potential shifts
observed originally in low-Ca?" solution and
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Fig. 1. Electrographic recording of nonsynaptic seizure-like activity induced in low-Ca>" aCSF; a — simultaneous recording of
spontaneous epileptiform activity in CA3 and CA1 hippocampal zones during perfusion with low-Ca*" aCSF; b — population
spikes superimposed on slow potential shift; ¢ — single population spikes
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Fig. 2. Types of nonsynaptic seizure-like activity induced by aCSF containing Cd*"; a — population spikes recorded in CAl

hippocampal area, the portion of recording outlined in the box is shown enlarged on the left; b —

¢ — persistent bursts of SLA

are not considered the same type of discharges
(Haas and Jefferys, 1984).

Perfusion of hippocampal slices with low-
Ca?" aCSF is known to induce nonsynaptic
bursting [10]. It is important to note that in the
present work we did not observe slow negative
potential shifts that were previously recorded
in low-Ca?" milieu and are known to arise from
extracellular accumulation and consequent
influx of K* into glia [3, 6]. Slow redistribu-
tion of K* transients mediated by glial spatial
buffering mechanisms likely accounts for the
slow propagation of low-Ca>" negative poten-
tial shifts previously seen [6, 14]. However, in
vivo experiments have shown that elevation of
K* transforms low-Ca®* bursts into persistent
spike activity [15]. While in the neonatal brain
K" buffering mechanisms are not completely de-
veloped, it is likely that persistent spike activity,
as shown in the present study, represents another
form of low-Ca?" nonsynaptic bursting [6].

Previous studies have shown that the CAl
area is more prone to nonsynaptic discharges
than CA3 due to compact cellular organization
and lower extracellular volumes compared to
the remainder of the hippocampus [3, 6]. Our
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intermitted bursts of SLA;

results are consistent with this observation, as
nonsynaptic SLA were more likely induced in
the CA1 area than in CA3 at low-Ca®".

In the present study, low-Ca’?" and Cd*"
aCSF induced a similar profile of epileptiform
discharges. In both cases, nonsynaptic SLA
represented population spikes that in previous
studies were shown to be synchronized action
potentials of pyramidal cells. However, the fre-
quency of population spikes was significantly
higher in low-Ca?* compared to Cd** in both
the CA3 and CA1 regions respectively. This
observation may be explained by the slightly dif-
ferent conditions that are provided by low-Ca?*
compared to Cd*" aCSF. Aside from blocking
synaptic transmission, under low-Ca?* neuronal
excitability is altered mainly via two mecha-
nisms: 1) decreasing surface charge screening
and 2) reducing Ca”"-activated K* conductance
[13, 16]. Both mechanisms bring the cellular
membrane closer to the excitation threshold,
thus making neurons more sensitive to extra-
cellular potentials generated by the adjacent
firing cells, which in term results in increased
neuronal synchronization through ephaptic
and electrical field interactions. Additionally,
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Fig. 3. Comparison of SLA characteristics in low-Ca?" and Cd**-containing aCSF; a — mean values for the delay time for non-
synaptic epileptiform activity; b — mean values for the frequency of population spikes

low-Ca?" solution increases dye coupling be-
tween hippocampal pyramidal cells, possibly
promoting additional synchronization of small
neuronal clusters through gap junctions [12].
Taken together, these factors likely account for
a higher frequency of population spikes recorded
in low-Ca?* compared to Cd** aCSF.

CONCLUSIONS

1. Application of low-Ca”" aCSF or addition to
aCSF of 15uM Cd?* results in the appearance
of recurrent nonsynaptic discharges as bursts of
population spikes.

2. Delay time for seizure appearance in
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CAlarea is longer than in CA3 in both models
of nonsynaptic seizures.

3. The frequency of nonsynaptic seizures in
low-Ca?" model of seizures was greater than in
Cd?" model.

4. Low-Ca®" model and Cd*" model cause
similar patterns of nonsynaptic seizure-like activity.

The authors of this study confirm that the research
and publication of the results were not associated
with any conflicts regarding commercial or
financial relations, relations with organizations
and/or individuals who may have been related to
the study, and interrelations of coauthors of the
article.
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HECHUHAIITUYHA ENIVIEITH®OPMHA
AKTHUBHICTbB Y AIVIAHKAX CA3-CAl I'lITO-
KAMITIA IIYPIB Y HU3bKOKAJIBIIIEBOMY
TA KAIMIMBMICHOMY CEPEJIOBUIIIAX

VY Hawiit poOOTi MOPIBHIOBAIH eMieNTH(GOPMHY aKTUBHICTh
y minsHkax CA3-CAl rimokaMma Ha JBOX MOJENSAX HECH-
HAITHYHOI eMIJIeIICii in vitro: 3 Hu3bkuM BMicToMm CaZ', a Takoxk
naspaictio Cd*". ¥ pasi 1-i mozeni kornenTpamii Ca>* 6ymo
HEJI0CTATHBO JUIsl CHHAIITUYHOIO BUBIJIbHEHHS MeiaTopa. B
iHmiit cepii excriepuMeHTiB ioHM KaaMiro G61okysamu Ca’™-
KaHaJIX, 110 IPU3BOJIHIIO 110 3HWKCHHS BHY TPIIIHBOKII THHHOT
KOHIICHTpalii KanpLilo y MPeCHHANTHYHUX UITHKAaX. Mu
BUSIBUJIH, 110 JATCHTHUH 4ac PO3BUTKY emiaenTuhopMHOL
akTiBHOCTI B 30H1 CA 1 noBmmii, Hik y CA3 B 000X BUMAAKaX.
Yacrora eninenTu)OpMHHX CIANaXiB y A0CTIAaX 3 HU3bKUM
BMicTom Ca®" Gyna 6imblIoro, HiX 3 ioHAMH KaaMmito. Y
NPEJCTABICHUX PE3yJIbTaTaX He BHSBICHO BIIIMIHHOCTEH Y
JIBOX MOJEISAX eMuIenTU(POPMHOI aKTUBHOCTI, IO BKa3ye
Ha aHAJIOTIYHUI MEXaHi3M iX pO3BUTKY. B po0oTi Takox
0OrOBOPIOETHCA PI3HULS B PO3MOMAiITAI HECHUHANTHYHOL
eninenTu(GOpMHOi aKTUBHOCTI B JOCITIKYBAaHHX AUISTHKAX
rimoxamra.

KirouoBi cioBa: HecuHanTH4HA eMieNTH(GOPMHA AKTUBHICTD;
sk CA3-CAl rimokammna; Kaamiid.

Inemumym gizionoeii in. O.0.bocomomvya HAH Ykpainu, Kuig

0.C. 3anyxask, O.B. Henuk, /I.C. UcaeB

HECUHANITUYECKAS SIIUJIENITU®OPM-
HASI AKTUBHOCTbH B 30HAX CA3-CAl
THIIIIOKAMIIA KPBIC BHU3bKOKAJIBIIME-
BOW Y KAIMUMCOJIEP)KAIIIEA CPEJIE

B mameil paboTe MBI CpaBHHUBAEM JMUICHTHHOPMYIO
AKTHBHOCTb TMIIIOKAMIIA B IBYX MOJEISIX HECHHANITHIECKOH
SHUJIETICHH iR Vitro: ¢ HU3KUM cofepxkanneM Ca’’, a Takoke
B ipucytctBue Cd?". Uto kacaercs 1-i Mojemu, KOHIIEHT-
parun Ca?* GbIIO HEIOCTATOUHO /ISl CUHANTHYECKOTO BhIC-
BOOOXIECHHUS MeanaTopa. B Apyroil cepun SKCIEpHMEHTOB
MOHbI KajiMust Grokuposaiu Ca’*-KkaHaibl, 4TO IPUBOMIO K
CHI)KEHHUIO BHYTPHKIIETOUHOM KOHLIEHTPALINH KaJIbLIUs B Ipe-
CHHANTHYECKUX yJacTKaX. Mbl OOHApY>KUIIH, 4TO JIATCHTHBIN
MepHOJ Pa3BUTHUS SMIIeNTH(GOPMHON akTUBHOCTH B 30HE CA 1
mmnaee, yeM B CA3 B 00oux Mozensx. YacTora smuaenTi-
(OPMHBIX BCIIBIIIEK B ONBITAX ¢ HU3KUM cosiepkanuem Ca?*
Obl1a Oonbllie, YeM C MOHAMM KaaMmus. B mpencTaBIeHHBIX
pe3ynbTaTax He BBIABICHO PA3IMYMi B ABYX MOIENAX IMH-
nenTu(OPMHOI AKTUBHOCTH, YTO YKa3bIBAET HA AHATIOTHIHBIH
MEXaHHM3M HX pa3BUTHA. B paboTe Takxke 00CyKaaeTcs pa3HuLa
B pacmpeeieHHH HeCHHANTHYEeCKOW »mmentudopMHON
AKTUBHOCTH B MCCIIELYEMBIX YIaCTKaX THIIOKAMIIA.
KitoueBble cioBa: HECHHANTHYECKAST SNUICNTHPOPMHAS
akTuBHOCTh; CA3-CA1 rumnmokami; KagMui.
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