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Anaesthetic and postanaesthetic effect
of isoflurane on the multiple-unit activity
of the immature rat hippocampus

We investigated anesthetic and postanaesthetic effect of isoflurane on the multi-unit activity (MUA)
in the CA3 region of immature rat hippocampus. MUA amplitude did not significantly change
during application of isoflurane. On the other hand MUA frequency significantly decreased during
the anesthesia. After isoflurane discontinuation two phases of MUA frequency recovery were ob-
served: initial rapid increase followed by a slower recovery to the control level. Comparison of
recovering period of the receptor mediated systems and spontaneous field activity from isoflurane

anesthesia is discussed.
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INTRODUCTION

Isoflurane is a volatile anesthetic which induces
and maintains general anesthesia by depression
of the central nervous system. Isoflurane is
widely used in clinical practice in children and
adult patients; however the precise mechanism
of the action of this anesthetic is not clear. In
spite of that fact that general anesthetics result
in loss of consciousness, structures such the
medial septum and hippocampus remain active
during the general anesthesia. It has been pro-
posed that these forebrain structures participate
in maintaining awareness and movements dur-
ing general anesthesia [11]. In our previous re-
port we showed that isoflurane effectively stop
seizures induced by intrahippocampal injection
of high potassium/low magnesium contained ar-
tificial cerebrospinal fluid (ACSF) in immature
rats [6]. The goal of the present study is to char-
acterize spontaneous field activity in the rat hip-
pocampus during isoflurane anaesthesia and in
postanaesthetic transition period.

METHODS

Acute hippocampal slices were prepared from
© E.V.Isaeva, D.S. Isaev
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Sprague-Dawley rats aged postnatal (P) days
8-15 as previously described [8]. Briefly, hip-
pocampal slices (500 mm) were cut using a
Leica VT 1000S vibroslicer (Leica Microsys-
tems, Nussloch GmbH, Germany). For record-
ings, slices were transferred to a chamber
mounted on an Olympus BX51WI (Japan)
microscope with an X40 water-immersion
objective and infrared, differential interfer-
ence contrast optics. The slices were contin-
uously superfused with oxygenated (95 % O,-
5% CO,) ACSF consisted of the following
composition: 125 mM NaCl, 3.5 mM KCl,
2 mM CaCl, 1.3 mM MgCl,, 24 mM NaH-
CO,, 1.25 mM NaH_PO,, and 11 mM glucose
at a rate of 2-4 ml/min at 30-32°C. Extracel-
lular field potential recordings were obtained
from CA3 pyramidal cell layer. Field poten-
tial recordings were made using borosilicate
glass capillaries filled with ACSF and two-
channel AC differential amplifier (A-M Sys-
tems, Carlsborg, WA). Pipette resistance
ranged from 1-3 MQ. All recordings were dig-
itized (10 kHz) online with an analogue-to-
digital converter Digidata 1322A (Axon In-
struments, Union City, CA) and analyzed us-
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ing Clampfit (Axon Instruments, Foster City,
USA) and Origin 7.0 (Microcal Software,
Northampton, MA) software. Application of
isoflurane was made using isoflurane vapor-
izer (Isotec 3, Ohmeda Medical System,
Herts, UK). To minimize loss and binding of
isoflurane, application was made using poly-
tetrafluoroethylene tubes.

RESULTS AND DISCUSSION

In the extracellular recording, MUA reflects
the action potentials from 10-100 neurons lo-
cated in the vicinity of the recording electrode.
Spike amplitudes ranged 50-150 pV from the
noise level, suggesting that electrodes detected
discharges from multiple neurons. MUA was
always apparent in extracellular records from
the CA3 pyramidal cell layer (Fig. 1).The av-
erage inter-event interval of detected spikes
in control condition was 88.3 £ 20.3 ms
(n=12). Following the application of 1.5 mini-
mum alveolar concentration (MAC) of isoflu-
rane the inter-event interval of spikes greatly
increased consistent with a general sedative
action of the anesthetic agent (Fig. 1 and 2A).
We did not find a significant difference in
maximal amplitude of spikes recorded from
slices in control and isoflurane exposed con-
ditions (p=0.96, Mann-Whitney test, Fig. 2B).
After isoflurane discontinuation two phases
of spike frequency recovery were observed:
initial rapid recovery (2 min) followed by a
slower recovery (near 50 min). Only in 4 slic-
es out of 12 the frequency of spikes reached

control

+ 1.5 MAC isoflurane

their control level after 10-20 minutes of
washout. In the rest 8 slices MUA frequency
rapidly and greatly increased comparatively
to the control MUA frequency. The MUA fre-
quency was still significantly increased com-
paratively to control conditions thirty minutes
after isoflurane washout (p<0.05, Mann-Whit-
ney test, Fig. 2A). The amplitude of MUA was
not altered by discontinuation of isoflurane
exposure.

Recording of MUA reflects the spontane-
ous activity of large number of neurons in the
vicinity of the extracellular electrode. This
activity of a neuronal network may depend
on afferent signaling or being result from pro-
cesses intrinsic to the network. In vitro stud-
ies suggest that many brain areas, including
CA3 pyramidal cell layer, may generate dis-
charges in the absence of external inputs
(Cohen and Miles, 2000). Both intrinsic cellu-
lar properties and synaptic connections within
the network could contribute to MUA activity.
There is general agreement that GABA
receptors are an important target for isoflu-
rane [1, 2, 9, 10]. On the other hand, many
studies show the excitatory synaptic system as
a potential target of general anesthetics includ-
ing isoflurane [12, 14, 17]. Also non-receptor
mediated action of isoflurane was shown in
neocortical and hippocampal neurons [3, 5].

In our previous report we show that ap-
plication of isoflurane significantly increased
the tonic conductance, decreased the ampli-
tude and frequency, and prolonged the decay
of spontaneous inhibitory postsynaptic
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Fig.1 Isoflurane decreases the hippocampal spontaneous firing activity. Extracellular recordings were made from hippo-
campal CA3 pyramidal layer of P11 rat before (upper panel) and during (lower panel) exposure to isoflurane
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currents (sIPSC) recorded from hippocampal
pyramidal neurons [6]. Also isoflurane re-
duced the amplitude and charge transfer of
nonNMDA mediated spontaneous excitatory
postsynaptic currents (SEPSC). Decreasing of
the MUA frequency during isoflurane anes-
thesia can be accounted at least in part on its
effect on synaptic transmission.

Previous report demonstrates that recove-
ring from isoflurane was different for inhibi-
tory and excitatory neuronal activity recorded
in hippocampal fraction [7]. Parameters of
nonNMDA sEPSCs completely recovered to
control conditions after 10 min of washout
from isoflurane. Nishikawa and Maclver [13]
using the same concentration of isoflurane as
in the present study showed that fEPSPs me-
diated by postsynaptic NMDA receptors are
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Fig.2 Effect of isoflurane on different characteristics of
MUA activity. (A, B) Summary plots show the effect of
1.5 MAC of isoflurane on inter-event interval and ampli-
tude of MUA. All values are Means + SEM
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more sensitive to clinically relevant concent-
rations of isoflurane then non-NMDA receptor
mediated responses, and full recovery of
nonNMDA and NMDA fEPSPs occurred dur-
ing 30 minutes of washout from isoflurane.
We conclude that the increasing of the fre-
quency of multi-unit activity during isoflurane
washout could not depend on the recovery of
the excitatory synaptic transmission.

Washout of inhibitory synaptic transmis-
sion from isoflurane anesthesia is substantially
slower then the recovery of the excitatory
synaptic transmission [8]. Activation of
GABA mediated Cl- channels results in intra-
cellular accumulation of chloride and depres-
sion of inhibition. We suggest that increasing
CIl- intracellular concentration due to the in-
creasing of opening time of GABA mediated
CI- channels can explain at least in part increas-
ing of MUA frequency during washout of
isoflurane. Another possible explanation of pro-
long recovery of MUA from anesthesia could
be account for prolong recovering period of
non-receptor systems from anesthesia [16].

Recovery from general anesthesia is
complex process and can take from minutes
to hours depending on anesthetic agent. From
clinical studies emergence time from discon-
tinuation of isoflurane anesthesia to command
response, and orientation were quite fast
(124£0.5min), however complete recovery from
isoflurane anesthesia takes hours [15]. The
present study adds further insight into under-
standing cellular mechanisms of recovery from
inhalation anesthetic agents.
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AHECTE3IMHUMN TA IOCTAHECTE3IMTHUIA
E®EKT I30®JIOPAHA HA EJIEKTPUUHY
AKTUBHICTHh HEMPOHIB Y I'TITOKAMIII
MOJIOIUX IIYPIB

Mu focinijpKkyBay aHecTe31HHI Ta MocTaHecTe31HHUIT BIUTHB
i30¢IropaHy Ha eJeKTpUYHy akTUBHICTH HelipoHiB (EAH) y
ninsHui rinokammna CA3 mononux urypis. [3o¢utopas ictoTHo
He 3MiHIoBaB amiutiTyny EAH, 3 inmmoro 6oky, vacrora EAH
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3Ha4yHO 3HM3MIacs. [Ticis npunuHeHHs arvtikaii i3oguopany
crioctepiranu i a3y BiiHoBJIeHHs yactoTu EAH: no-nepiue,
IIBUJKE 3POCTAaHHS, a NOTIM NMOBIJIbHE 3HH)KCHHS [0
KOHTPOJIBHOTO PiBHL. [IOpiBHAHHS BiZIHOBJICHHS PELIENITOPHOT
CHCTEMH i aKTHBHOCTI HEpBOBOI Mepexi micis ail i3oduopana
006roBOPIOETHCS.

KirouoBi cioBa: i3oduiopaH, eleKTpuyHa aKTHBHICTb
HEHMpPOHIB, rinokamm, 1yp.

E.B. UcaeBa, [I.C. UcaeB

AHECTETUYECKHI 1
MOCT-AHECTETUYECKHU EOPEKT
HN30DJIOPAHA HA DJIEKTPUUYECKYIO
AKTUBHOCTH HEMPOHOB B I'HIIITIOKAMIIE
MOJIOAUX KPBIC

MBI uccaea0BalId aHECTETHYECKUI M ITOCTAHECTETUUECKUM
2 dexT n3odpaopana Ha IIEKTPUUECKYI0 aKTUBHOCTH
Heitponos (DAH) B obnactu runmnoxammna CA3 MOJNOZIBIX KPBIC.
W3oduiopan cyniecTBeHHO He u3MeHsu1 ammntyay JAH, B
To ke Bpems yactota DAH 3HauntensHo cHusunack. [locie
NpEeKpalieHns anuiMKauy n30¢IopaHa HaOmoaaIoch 1Be
(a3bl BoccTaHOBIECHHE yacToThl DAH: ObICTpOE yBEIHUCHUE
BHAuaje, C IMOCJIEAYIOIIUM MEAJICHHBIM CHUXEHUEM 0
KOHTPOJIbHOTO ypoBHs. CpaBHeHHe aeiicTBUS M30(uIIOpaHa
Ha CUHAIITUYCCKYIO aKTUBHOCTb U Ha 06LLly}O AKTUBHOCTbH
HEPBHOH ceTH 00CcykKIaeTcs.

KitoueBble cioBa: U30(QIIIOpaH, 3JIEKTPUYEcKas aKTHBHOCTb
HEHpPOHOB, TMITIOKAMII, KPBIC.
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