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Abstract
Gap junctions (GJs) between neurons are present in both the newborn and the adult ner-

vous system, and although important roles have been suggested or demonstrated in a num-

ber of instances, in many other cases a full understanding of their physiological role is still

missing. GJs are expressed in the rodent lumbar cord at birth and mediate both dye and

electrical coupling between motor neurons. This expression has been proposed to mediate:

(i) fast synchronization of motoneuronal spike activity, in turn linked to the process of refine-

ment of neuromuscular connections, and (ii) slow synchronization of locomotor-like oscil-

latory activity. Soon after birth this coupling disappears. Since in the adult rat regeneration

of motor fibers after peripheral nerve injury leads to a recapitulation of synaptic refinement

at the target muscles, we tested whether GJs between motor neurons are transiently re-ex-

pressed. We found that in conditions of maximal responsiveness of lumbar motor neurons

(such as no depression by anesthetics, decerebrate release of activity of subsets of motor

neurons, use of temporal and spatial summation by antidromic and orthodromic stimula-

tions, testing of large ensembles of motor neurons) no firing is observed in ventral root

axons in response to antidromic spike invasion of nearby counterparts. We conclude that

junctional coupling between motor neurons is not required for the refinement of neuromus-

cular innervation in the adult.

Introduction
Gap junctions (GJs) establish communication between proximate cells through channels called
connexons, in turn resulting from the assembly of 12 subunits called connexins, that let the
passage of electrical currents, small molecules and dyes (for a recent review see [1]). In most re-
gions of the CNS, coupling is transiently expressed during a particular period of development
and declines sharply during maturation [2]. An extreme variety of sites in excitable tissues
(nervous and muscle systems) and of roles have been described or proposed for GJs. They en-
compass functions after injury, during development, communications involving glial cells and
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mechanisms of electrical coupling taking part in the normal firing properties of neurons and of
muscle fibers (for example mediating the normal spread of excitation in cardiac myocytes).

Here we concentrate on the role of GJs in the development of the neuromuscular system.
GJs have been shown to be expressed in motor neurons of newborn mammals, transiently me-
diating both dye and electrical coupling [3–5]. Some gap junctional coupling has also been
shown to be re-expressed among axotomized adult motor neurons [6]. These events are of con-
siderable interest for the development of muscle innervation perinatally and of reinnervation
in the adult, specifically for the process of synapse competition and elimination, the link being
the timing of action potential firing in motor neurons and in their motor endings on muscle fi-
bers [7,8]. We therefore undertook an investigation of the possible electrical coupling between
motor neurons after axotomy in adult rats, in non-anesthetized decerebrate preparations with
large motoneuronal populations examined, and special attention to the firing activity of these
neurons in response to electrical coupling.

Materials and Methods

Animals and surgery
Procedures for animal experiments were authorized by the Istituto Superiore di Sanita’ and the
Ministry of Health of Italy. Adult male Wistar rats, 200–350 g (Harlan), were used for two
groups of experiments: one was designed to trace the time course of leg muscle reinnervation
after nerve damage, while the other group was used to test whether lumbar motor neurons
become electrically coupled during the reinnervation process. In both groups the left sciatic
nerve was crushed with fine forceps at its exit from the iliac bone, under Equithesin anesthesia
(9.7 mg/mL sodium penthobarbital, 42.5 mg/mL chloral hydrate, administered i.p. at 0.2–
0.4 mL 100 g-1 body weight). The rats were returned to their cages and recovered from the an-
esthesia showing complete paralysis of the left leg. After surgery, rats were carefully monitored
every day and did not show obvious signs of distress: body weight was comparable to that of
rats of same age and strain, they kept their fur clean, had no eye, nose and ear secretions, their
breath rate and depth were normal and they normally interacted with the littermates and ex-
plored the environment. The surgical scar in no case developed signs of infection and rats
showed minimal pain-related reaction by touching it during the first days after surgery. For
these reasons we did not treat them with antibiotics or painkillers. At different days after the
crush (14 through 32), those of the first group (10 rats) were anesthetized again with Equithe-
sin to record muscle contractions following indirect and direct electrical stimulation, i.e. of
nerve and muscle respectively. The left leg was introduced into a chamber filled with modified
Ringer solution [9] equilibrated with 95% O2 and 5% CO2, and the temperature kept at 36°C
with a local heater. Distal tendons of soleus, extensor digitorum longus (EDL) and tibialis ante-
rior (TA) muscles were sequentially connected to a strain gauge (model FT03E, Grass Instru-
ments, U.S.A.) for isometric tension recording. Supramaximal rectangular voltage pulses
(50 μs, stimulator: Master-8, A.M.P.I., Israel and custom-made S.I.U) were delivered through
suction electrodes to the distal stump of common peroneal nerve (for EDL and TA) and poste-
rior tibial (for soleus). Direct stimuli (600 μs) were applied through two chlorided silver plates
closely flanking the muscle, from a constant current generator (Basile, Italy) supplying up to
300 mA, while D-tubocurarine (Wellcome) was present in the bathing solution (20 mg l-1) to
evoke only direct, maximal responses. Twitch and tetanic contractions were recorded at opti-
mal length for twitch (amplifier: CyberAmp 320 and TL-1 A/D Interface; acquisition: Axotape
software; all from Axon Instruments, U.S.A.). Trains of stimuli eliciting tetanic contractions
were 1 s in duration and maximal tension was measured at the best frequency for the muscle.
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As regards the second group of rats (n = 13), at different days after the crush (5 through
29, as indicated by the arrows under the abscissa in Fig 1) under deep anesthesia through spon-
taneous breathing of air with ether, we inserted a tracheal cannula, ligated the internal carotid
arteries and introduced a polyethylene cannula in the femoral vein. We then made a laminect-
omy to uncover the lumbar spinal cord with its dorsal and ventral roots; finally we opened the
skull and transected the midbrain at the intercollicular level; in 2 rats we also ablated the anteri-
or lobe of the cerebellum. After quick hemostasis of the bleeding at the base of the skull, we
closed the skin wound over the head and discontinued the ether anesthesia. The animal was
then kept warm at 36–37°C with a custom-made electrical blanket with feedback control from
a rectal thermometer. The animal spontaneous breathing remained completely normal and,
after rapid recovery from anesthesia, developed a pronounced rigidity of the 4 legs, as expected,
so that they could stand upright if properly supported to maintain balance [10,11]. After not
less than 1 hour from interruption of the ether anesthesia, we mounted the rat in a spinal
frame (Narishige, Japan), raised the skin flaps over the lumbar spinal cord to form a pool that
was filled with paraffin oil.

At this stage we connected a respiratory pump (Harvard Apparatus, U.S.A.) to the tracheal
cannula, injected i.v. curare (pancuronium bromide, 30 μg 100 g-1, Sigma) to block movements,

Fig 1. Time course of rat hindlimbmuscle reinnervation after crush of the sciatic nerve. The percent reinnervation is obtained by comparing maximal
twitch and tetanic isometric contractions elicited by nerve (indirect) electrical stimulation with those obtained, under curare, by muscle (direct) stimulation.
The muscles investigated are soleus, extensor digitorum longus (EDL) and tibialis anterior (TA), from a series of 10 rats, utilized only for determining the time
course of reinnervation. Filled and open gray dots (twitch and tetanus, respectively) are the individual data from all muscle types. Filled and open black dots
(twitch and tetanus, respectively) represent the average (± SE) at different time points of reinnervation after crush (in brackets: number of rats, number of
muscles). The gray line is the polynomial fitting curve of individual twitch data (r = 0.97; that for tetanus data, also with r = 0.97, not shown).The arrows under
the abscissa indicate the times after crush when we investigated, in another series of animals, the possible development of electrical coupling between motor
neurons during regeneration of their axons.

doi:10.1371/journal.pone.0123576.g001

NoMotor Neuron Electrical Coupling after Axotomy

PLOSONE | DOI:10.1371/journal.pone.0123576 April 13, 2015 3 / 13



due to the high reactivity of the un-anesthetized decerebrate state of our preparations. We also
monitored the EKG activity through a custom-made amplifier. We then cut the dorsal roots
(DRs) L3 through S2 near their dorsal root ganglia (DRG) on the left side (that of the sciatic
nerve crush), isolated the cut DRs L4 and L5, as well as the left ventral roots (VRs) L4 and
L5 albeit leaving them initially intact. Finally we dissected free the previously crushed sciatic
nerve at mid thigh level. These procedures were also done in 3 rats whose sciatic nerve had not
been crushed, serving for control purposes.

Electrophysiological experiments
Refer to Fig 2 for the following description. First, the left sciatic nerve was inserted in a silicone
cuff containing 2 stimulating stainless steel wires. On the left side, the DRs L4 and L5 were
mounted on stimulating electrodes. The corresponding VRs were mounted on recording elec-
trodes: from the outset, however, a very small bundle of axons was cut away and diverted on
another set of recording electrodes (called ventral rootlet), with the distal electrode being
placed near the cut+crushed end. The proximal electrode rested on the rootlet at about 1 cm of
distance from the distal one. This way, we obtained a diphasic record from the undivided por-
tion of VRs L4 an L5, both of the orthodromic response to DRs L4-L5 stimulation and of the
antidromic response to sciatic nerve stimulation. But we also obtained clear-cut monophasic
responses to DRs L4-L5 stimulation (mono and polysynaptic reflexes) and a possible orthodro-
mic response of motor neurons evoked by the antidromic volley through electrical coupling
(amplifier: CyberAmp 320, Axon Instruments, U.S.A.; acquisition: SPIKE 2 software, C.E.D.,
U.K.). After a complete series of antidromic and orthodromic stimulations, we repeated several
times the transfer of a small bundle of motor axons, trying to obtain an optimum input/output
ratio between the antidromically invaded motor neurons and the possibly electrically coupled
ones. For antidromic and orthodromic stimulations we used both single shocks and trains of
up to 5 shocks, alone and combined, as explained in detail in the Results. Single shocks were
rectangular pulses of 50 μs in duration.

Trying to modulate gap junctional conductance, we also explored changing pH and temper-
ature. For the first we used respiratory alkalosis and acidosis varying the ventilation level of the
respiratory pump (as GJ channels can be modulated by pH: see [12,13]) while for the second
we changed the temperature of the oil pool, as detailed in the Results.

Results

Time course of leg muscle reinnervation after sciatic nerve crush
The aim of the present work was to determine whether electrical coupling between rat motor
neurons, transiently present during the first few weeks of postnatal life, is re-expressed in the
adult life when their axons regenerate, following damage, and re-establish their peripheral con-
nections. As this possible event could again occur transiently, we had to know at which delay
times after axonal crush (performed at the sciatic nerve exit from the iliac bone), we should test
the presence or absence of motoneuronal electrical coupling in acute electrophysiological ex-
periments. Our guide was the time course of reinnervation of various hindlimb muscles by
branches of the sciatic nerve. We conducted this preliminary investigation in a devoted group
of animals and at appropriate days after nerve crush, in order to determine the start- and the
end-time point of reinnervation. All animals were sacrificed after having collected the record-
ings of muscle contraction evoked by nerve and muscle stimulations (see Materials and
Methods for details). Fig 1 shows the data relative to soleus, EDL and TA muscles of the rein-
nervated side, and indicates that they are all reinnervated essentially at the same time, from
start to completion, given a similar distance from the site of the crush. This distance is of the
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order of several centimeters, thus imposing quite a few days for the regenerating axons to reach
their muscular targets. After a delay of ~14 days, reinnervation begins and is essentially com-
plete in a further ~14 days, as also shown in detail previously [14,15]. Fig 1 also shows averages
obtained by pooling together the measurements from different muscles and different animals

Fig 2. Schematic diagram illustrating the preparation used for the acute electrophysiological
experiment. Dorsal roots (DRs), ventral roots (VRs), dorsal root ganglia (DRG) and the lumbar spinal cord
are outlined. After intercollicular decerebration, the ether anesthesia is discontinued and a laminectomy
exposes the lumbar cord, DRs L3 through S2 are cut, DRs L4 and L5 are mounted on stimulating electrodes,
and finally VRs L4 and L5 are isolated and mounted on diphasic recording electrodes. A tiny fascicle of VR
axons is initially cut and diverted on monophasic recording electrodes. After a series of antidromic (sciatic
nerve) and orthodromic (DRs) stimulations are performed, while recording from VR axons both diphasically
and monophasically, a further tiny bundle of axons is shifted to the monophasic recording electrodes and the
stimulation series repeated. This procedure is reproduced about 10 times until most, although not all, VR
axons are diverted to the monophasic recording electrodes. The cell bodies in the ventral horn and the axons
of the motor neurons invaded antidromically (from spikes elicited in the sciatic nerve) are represented in
black, while those possibly receiving an electrically-transmitted depolarization and their axons are
represented in gray. Arrows and question marks depict the possible electrical coupling of motor neurons.

doi:10.1371/journal.pone.0123576.g002
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recorded at the beginning or at the end of the process. The arrows under the abscissa indicate
the time when we performed the acute electrophysiological experiments to test electrical cou-
pling, in a different series of animals, also after sciatic nerve crush, each animal being again sac-
rificed at the end of the acute experiment. Thus we performed this testing at different levels of
progression of axonal regeneration, from early times when the targets have not yet been
reached, to completion of target reinnervation.

Search for electrical coupling between lumbar motor neurons, during
adult regeneration of their axon
We planned the acute electrophysiological experiment in order to increase our chances of de-
tecting electrical coupling between motor neurons, should it be re-expressed in the adult condi-
tion during regeneration following damage of their axons. To determine whether motor
neurons fired action potentials in response to antidromic spike invasion and consequent depo-
larization via GJs, we selected conditions that could increase their excitability. The first choice
was to perform stimulation and recording series without anesthesia, which was made possible
by decerebration. This procedure also induces rigidity [10,11], that is depolarization especially
of extensor αmotor neurons via activation of γmotor neurons and increase in muscle spindle
discharge (γ rigidity [12,16]). Potentially, this also increased motor neuron excitability, but we
could not fully exploit it because of the partial curarization necessary to prevent movement ar-
tifacts during recording, with possible blockade also of γ endplates. However in two rats we
also ablated the anterior lobe of the cerebellum, the day of the acute experiment, a procedure
that induces a marked direct facilitation of motor neurons (α rigidity [10,12,16]) that would
not be affected by the curare blockade.

A further way to facilitate motoneuronal firing in response to antidromic spike invasion of
nearby motor neurons, was temporal and spatial summation (for positions of stimulating and
recording electrodes refer to Fig 2 and its legend). For temporal facilitation of coupling poten-
tials we used repetitive retrograde stimulation supramaximal for VR axons using trains of up to
5 stimuli at frequencies of 100, 200 and 300 Hz (electrically transmitted potentials successfully
follow high frequency activation [17]), since reports of depolarizing coupling potentials in
newborn rats indicate a time course of ~20 ms [3–5]. Moreover, another obvious way we used
to induce a background excitation of motor neurons, were monosynaptic reflex excitatory re-
sponses, elicited by stimulation of the central stump of transected DRs of the same L4 and L5
spinal segments whose motor neurons were tested by antidromic spike invasion. Single or re-
petitive stimuli were used for this conditioning orthodromic facilitation. For repetitive stimula-
tion we used again trains of up to 5 stimuli at frequencies of 50 and 100 Hz. The net effect of
stimulating myelinated axons in the DRs, was to elicit mono- and polysynaptic responses in
the VR axons of both the monophasic and the diphasic recordings (Fig 3A and 3B respective-
ly), the latency of the peak monosynaptic component with respect to a single shock to the DRs
averaging in several rats ~3.0 ms (n = 7). In Fig 3B the sharp first peak of the diphasic mono-
synaptic response is preceded by several wavelets, likely representing the transmission of the
field potential of incoming volleys along primary afferents and of synaptic potentials in motor
neurons and interneurons. We elicited these reflex mono- and polysynaptic responses in all
rats (13 experimental and 3 controls), and their amplitudes were comparable to those shown in
Fig 3A and 3B, except in one experimental animal that gave much smaller responses, due to
partial damage of the spinal cord during laminectomy, and was discarded. Unlike retrograde
stimulation, the strength used to elicit this conditioning orthodromic facilitation was kept im-
mediately below that sufficient for the appearance of the smallest monosynaptic response in
the VRs: this was necessary to detect the possible response to test antidromic stimulation

NoMotor Neuron Electrical Coupling after Axotomy

PLOSONE | DOI:10.1371/journal.pone.0123576 April 13, 2015 6 / 13



without contamination from orthodromically evoked potentials. Summing up, conditioning
DR and test VR stimulations were based on combinations of single shocks and/or trains of up
to 5 shocks, the maximum number of stimuli applied in a given run being 5 in a conditioning
train and 5 in a test train. Based on records of reflex responses and antidromic volleys, we esti-
mated that the invasion of the motor neuron cell bodies by orthodromically and antidromically
evoked depolarization occurs after comparable delays (~2.5 ms). Accordingly, we varied the
time interval between conditioning and test single shock stimuli in a range most frequently
comprised in a few ms in both directions, seldom reaching a maximum of ±20 ms. When trains
were used, this interval was that between the last stimulus of a conditioning train (or a single
conditioning shock) and the first stimulus of a test train (or a single test shock).

A final way we systematically used to find an optimal in/out ratio for the electrical coupling
between antidromically invaded and nearby motor neurons, was to progressively divert small
groups of axons from the intact VRs to monophasic recording electrodes (as shown in Fig 2),
and each time repeat a full series of antidromic and orthodromic stimulations.

The complex series of stimulations thus performed in 12 experimental rats at different
times over the entire time course of regeneration of sciatic nerve axons up to full muscle rein-
nervation and in 3 control rats, amounted to over one thousand trials. The results are however
simple to describe because in no instance did an antidromic volley elicit a response in the
monophasically recorded rootlets, even at high amplification (examples in Fig 3C, 3E and 3G).

Fig 3. Antidromic action potential invasion of L4 and L5motor neurons, evoked by stimulation in the sciatic nerve of their regenerating axons,
does not lead to firing of nearbymotor neurons. This is true either when the antidromic stimulation is acting alone (C,D; VR = ventral root) or when it is
combined with conditioning facilitation evoked by stimulation of the dorsal roots (E,F,G,H; DR = dorsal root). For positions of stimulating and recording
electrodes refer to Fig 2 and its legend. All traces are averages of 5–10 responses; stimulus artifacts to the dorsal roots are marked by filled head arrows,
while those to the sciatic nerve by open head arrows. (A and B) Mono- and polysynaptic compound action potentials of lumbar motor neurons, recorded from
cut ventral rootlets (A, monophasic record), or from the remaining intact ventral root axons (B, diphasic record); in both records the stimulus (single shock to
the dorsal roots) occurs slightly before the sweep onset (~0.5 ms). (C and D) Although the action potentials evoked by single shocks to the sciatic nerve are,
as expected, conducted antidromically to the spinal cord (record of the retrograde incoming volley in D), they fail to excite L4 and L5 motor neurons whose
axons are not stimulated and instead recorded monophasically from diverted ventral rootlets as shown in C. Records A,B,C,D are from the same rat 5 days
after sciatic nerve crush. (E,F,G,H) The antidromic (test) supramaximal stimulation of the sciatic nerve is combined with conditioning stimulation of the dorsal
roots (at strength immediately below threshold for the appearance of reflex VR responses), single or repetitive and at variable intervals as specified in
Results. (E,F) A single test shock to the sciatic nerve, following after 5 ms a conditioning single shock to the DRs, evokes an antidromic incoming volley in F,
but no visible response after the test stimulus artifact in the rootlets record in E; records E,F are from a rat 17 days after nerve crush. (G,H) A train of 5
conditioning stimuli at 100 Hz to the DRs, precedes by 2 ms a train of three test stimuli at 300 Hz to the sciatic nerve, eliciting three incoming volleys in the
ventral roots as seen in H, but no response in the rootlets monophasic record of G (the first stimulus artifact visible in the sweeps G and H, is the last of the
five conditioning single shocks to the DRs); records G,H are from a rat 18 days after nerve crush. Voltage calibrations: 750 μV (A,B,D); 50 μV (C,E,G); 150 μV
(F,H). Time calibrations: 2 ms (A,B,C,D); 4 ms (E,F,G,H).

doi:10.1371/journal.pone.0123576.g003

NoMotor Neuron Electrical Coupling after Axotomy

PLOSONE | DOI:10.1371/journal.pone.0123576 April 13, 2015 7 / 13



Yet there was no doubt about a normal functioning of the spinal cord circuitry, as assured by
the always present mono- and polysynaptic responses of motor neurons (Fig 3A and 3B) as
well as the full sized antidromic volleys (Fig 3D, 3F and 3H). In particular, the maximal ampli-
tude of the monosynaptic response measured when all axons had been diverted from the ini-
tially intact L4 or L5 VRs to the monophasic recording electrodes (Fig 2) was always large
(1.6 ± 0.29 mV on average, n = 7 roots from 6 animals) and in accordance with the amplitude
previously described for similarly non anesthetized rodent preparations [18–21].

In the records of the intact ventral root axons we often observed, quite some time after the
incoming retrograde αmotor volleys, small wavelets whose shortest latency was 6.0 ms (aver-
age of 5 rats; examples in Fig 3F and 3H): they could be either antidromic spikes conducted at
lower velocity than those of αmotor fibers, that is γ fiber spikes, or orthodromic spikes backfir-
ing from some of the antidromically invaded αmotor neurons (similar to the F wave of the H
reflex: see [12,22]). They could certainly not be potentials due to electrical coupling, for the fol-
lowing reasons: 1) they would be expected to occur at a much earlier time (estimated latency,
after the stimulus artifact to the sciatic nerve, 3–3.5 ms), 2) they are not observed in the mono-
phasic record of the rootlets in 3 of 5 cases in which the late wavelets were recorded in the in-
tact ventral root axons; in the 2 positive cases, the late wavelets disappeared from the rootlet
record after cutting dorsal root S1 (which had escaped section in the initial preparation for the
acute experiment) thus showing their nature of late polysynaptic reflexes.

In a small number of rats we also attempted to modulate GJ conductance by changing pH
(see [12,13]) through alkalosis by hyperventilation of up to 5 min in 5 rats or acidosis by hypo-
ventilation of up to 2 min in 1 rat. We also tried to increase the responsiveness of motor neu-
rons by changing the temperature of the oil pool over the spinal cord (4 rats, range 18–40°C),
as lowering the temperature is known to increase the excitability of neurons including motor
neurons [23]. Also with these procedures we did not obtain indications of electrical coupling
following antidromic spike invasion of L4 and L5 motor neurons.

Discussion
The main result of this study is that no overt signs of electrical coupling, namely firing of lum-
bar motor neurons in response to antidromic spike invasion of adjacent motor neurons, are de-
tected during adult axonal regeneration. In fact, following the demonstration of the transient
expression of GJs and electrical coupling in newborn rodents [3–5], we asked whether this is re-
capitulated in adults after nerve injury and repair, as do many other developmental features of
the neuromuscular system. It is true that a similar attempt made in adult cats only detected the
re-expression of dye coupling but not of electrical coupling after axotomy [6]. However, here
we examined this question in conditions of maximal responsiveness of the spinal circuitry in-
volved. Moreover, as a measure of functionally relevant levels of re-coupling we explored if it
could be strong enough to drive motor neurons to fire, because this would have direct implica-
tions for the synchronizing effects that are discussed in detail later.

The use of decerebrated non-anesthetized preparations greatly increased the level of sponta-
neous excitation of motor neurons: all animals displayed clinical signs of rigidity [10,11] and
the central nervous system, including the spinal cord circuitry, was not depressed by anesthet-
ics [24]. In addition, as explained in the Results, we performed extracellular recordings from
ventral roots so that we could obtain information from a large number of motor neurons.
Moreover, we took advantage of temporal and spatial summation to enhance the likelihood
that even a weak coupling had a measurable effect, especially in experiments causing the inter-
action between orthodromic and antidromic depolarization of motor neurons. The importance
of testing the influence of orthodromic activation, becomes particularly clear by recalling that
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action potentials with a dendritic origin, absent in normal motor neurons, develop after axot-
omy in adult cat motor neurons thus markedly enhancing synaptic transmission [25]; also rele-
vant in this connection is that gap junctional coupling would occur, particularly in adults, at
dendritic locations [26], and thus produce, if alone (i.e. not integrated with synaptic potentials),
little or even no effect at the soma. The progressive shift of bundles of motor axons from the
antidromically stimulated to the orthodromically recorded VRs, during the acute experiment,
tested a broad range of input/output relationships within a potentially coupled motor neuron
population. As a further proof of maximal responsiveness of the spinal circuit, the monosynap-
tic reflex response recorded monophasically was always large and comparable to that described
by others in non-anesthetized preparations [18–21]. Finally, we also attempted to uncover the
possible presence of silent (i.e. non conducting) gap junctions by changing pH, by hyper- or
hypoventilation, as pH is known to be a modulatory factor [12,13].

In spite of all these efforts the results were consistently negative, prompting considerations
relevant for the physiological role of GJs in several ways.

First, synchronization of neuronal firing is one of the physiological consequences of electri-
cal coupling. In the case of motor neurons, a transient synchronization has been observed dur-
ing the developmental refinement of their connections on muscle fibers: a tight correlation of
action potential firing between spontaneously active motor neurons has in fact been recorded
in vivo in behaving rats during the first days of postnatal life [27] and in the in vitro mouse spi-
nal cord at P0-P2 [28]. One is not dealing with a simple correlation of firing of the discharges of
different motor neurons (see [29], reporting a broad central peak of cross-correlation of 1–3
sec width), which is a natural consequence of the fact that neurons of the same motor pool fire
in concert at all ages, in smaller or greater numbers, to evoke contraction of the target muscle.
Instead, the time correlation detected is between individual spikes of different motor neurons,
the duration of the peak of cross-correlation being of the order of a few tens of ms (5–25 ms in
[27]; 30–100 ms in [28]). During the first week of postnatal life, firing of motor neurons of the
same pool undergoes rapid de-synchronization in vivo [27], which is the stable, prevalent,
adult condition [16,30]. Data for the contribution of GJs between motor neurons to their corre-
lated firing in newborn rodents has been reported [29,31,32], although the type of correlation
examined in these studies is slow in character, as pointed out above. On the other hand, anoth-
er study reported that the GJ blocker carbenoxolone does not significantly affect the tight, fast
correlation of firing observed at P0-P2, in doses effective in antagonizing the electrically medi-
ated short-latency coupling potential evoked by antidromic VR stimulation [28]. The latter
study strongly suggests the existence during development of a “common drive” impinging on
motor neurons, whereby synchronicity is already organized at the pre-motor neuron level
without a determinant contribution of GJs (see also [33–37]).

There are some well established facts about the physiological role of the sequence synchro-
nization-desynchronization described in the previous paragraph: 1) the transition to desyn-
chronization appropriately precedes in time [27] the process of synapse elimination that
occurs in muscle fibers perinatally. In fact, starting from the innervation by several motor neu-
rons of each muscle fiber that characterizes the embryonic innervation (polyneuronal innerva-
tion), a rapid elimination occurs in early postnatal life leading to the innervation by a single
collateral of a motor neuron [7,8,38,39], the permanent adult condition; 2) the time course of
the fast correlation of firing is linked to the process of polyneuronal innervation/synapse elimi-
nation, as shown by the following findings: (a) synchronous activation of inputs, induced in
vivo in adult rats by electrical stimulation during synapse elimination, exerts a clearcut inhibi-
tory action on the elimination process [40,41]; (b) an equal amount of imposed activity, but
with an asynchronous paradigm, instead strongly promotes elimination [42]. The entire phe-
nomenon can be understood as an activity-dependent process of hebbian competition between

NoMotor Neuron Electrical Coupling after Axotomy

PLOSONE | DOI:10.1371/journal.pone.0123576 April 13, 2015 9 / 13



multiple inputs on every target myofiber, each trying to remain the exclusive input of that fiber
([8] for a recent review).

As far as the adult model of polyneuronal innervation/synapse elimination is concerned,
which is obtained by a peripheral nerve injury [41, 43–44], we are not aware that any study has
documented that the axotomized motor neurons transiently resume the high correlation of fir-
ing which is the hallmark of newborn animals. Should synchronization occur, the present
study would indicate that “common drive”may be responsible, rather than re-expression of
GJs or positive modulation of their conductance. However, should synchronization not occur,
the adult polyneuronal innervation would still be understood as a process distinctive of the for-
mation of new synaptic contacts on muscle fibers, precisely as in the embryo; and the subse-
quent synapse elimination would be explained as activated by the asynchronous firing of adult
motor neurons, again like it has been shown to occur in newborn animals [27]. Actually, lack
of an initial synchronous firing would be consistent with the much lower amount of polyneuro-
nal innervation seen in adult with respect to newborn animals [41].

Why, then, are dye and electrical coupling transiently expressed in newborn animals? It is
possible that this is one instance of the redundant mechanisms often seen in development, con-
tributing, together with common drive, to the synchronization of slow locomotor oscillations.
Or, alternatively, it may serve developmental functions based on the exchange of chemical sig-
nals, instead of electrical currents: namely the proposed role of gap junction communication in
the developmental specification of neuronal identity and circuit formation [2].

Another relevant issue to be dealt with here is the possible participation of GJs to the pro-
duction of motor behavior in adult mammals [28,45]. Synchronous DC membrane potential
oscillations of many motor neurons recorded simultaneously, after block of chemical transmis-
sion by removing extracellular Ca2+ or block of action potentials with tetrodotoxin, have been
observed in the isolated spinal cord of newborn mice at P0-P2, during the NMDA-induced
“fictive locomotion” [28,45] (see also [46]). GJs mediate this slow synchronization, because it is
prevented by the GJ blocker carbenoxolone. The possibility that such a participation of GJs to
the generation of motor output in the immature mammalian spinal cord may extend to the
adult animal has been raised [47], even though GJ de-coupling has been repeatedly reported to
occur following the first few days after birth and to persist in the adult life [3–5] (with the
known exception of a motor pool related to sexual function [48]). The attractiveness of this
proposal was compounded by: 1) the widespread expression of connexins and junctional pla-
ques in the adult mammalian spinal cord, albeit they are more prevalent in early development,
and 2) the fact that gap junction communication can be modulated through various mecha-
nisms [49]. Certainly, the fact that a strong stimulus such as axotomy does not induce VR firing
in response to antidromic invasion, as shown here in a context of marked motoneuronal facili-
tation, does not make very likely the occurrence of a re-coupling of adult motor neurons, even
via a modulatory mechanism. But it is still possible that in specific contexts, like the production
of motor behavior, a dynamic recruitment of adult GJs may occur [47]. Finally, it is appropriate
to recall here what we mentioned earlier, i.e. that in mice at P0-P2 there is also a much faster
synchronization of motor neuron spikes [27, 28], which is not blocked by carbenoxolone, and
is certainly in good part mediated by common inputs from interneurons [28]. It may appear in-
triguing that although GJs are present and functional in the newborn, since they mediate the
slow locomotor-like synchronization, they do not appear essential for the fast spike synchroni-
zation. However, there are two likely explanations for this: 1) the slow oscillations are recorded
during block of chemical transmission and of spike activity, so that the GJ coupling remains
the only driver of the synchronization between motor neurons, and 2) the long buildup of ac-
tivity during the expression of these oscillations allows sufficient time for a progressive locking
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in phase of the motor neuron population, even if their mutual strength of coupling is
relatively weak.

Author Contributions
Conceived and designed the experiments: GB AC. Performed the experiments: GB MF AC.
Analyzed the data: GB MF. Contributed reagents/materials/analysis tools: AC GB. Wrote the
paper: AC GBMF.

References
1. Belousov AB, Fontes JD (2013) Neuronal gap junctions: making and breaking connections during de-

velopment and injury. Trends Neurosci 36: 227–236. doi: 10.1016/j.tins.2012.11.001 PMID: 23237660

2. Kandler K, Katz LC (1995) Neuronal coupling and uncoupling in the developing nervous system. Curr
Opin Neurobiol 5: 98–105. PMID: 7773012

3. Fulton BP, Miledi R, Takahashi T (1980) Electrical synapses between motoneurons in the spinal cord
of the newborn rat. Proc R Soc Lond B Biol Sci 208: 115–120. PMID: 6105652

4. Walton KD, Navarrete R (1991) Postnatal changes in motoneurone electrotonic coupling studied in the
in vitro rat lumbar spinal cord. J Physiol 433: 283–305. PMID: 1668753

5. Chang Q, Gonzalez M, Pinter MJ, Balice-Gordon RJ (1999) Gap junctional coupling and patterns of
connexin expression among neonatal rat lumbar spinal motor neurons. J Neurosci 19: 10813–10828.
PMID: 10594064

6. Chang Q, Pereda A, Pinter MJ, Balice-Gordon RJ (2000) Nerve injury induces gap junctional coupling
among axotomized adult motor neurons. J Neurosci 20: 674–684. PMID: 10632597

7. Tapia JC, Lichtman JW (2012) Synapse Elimination. In: Squire L BD, Bloom F, du Lac S, Ghosh A, Spit-
zer N, editors. Fundamental Neuroscience 4th edition. New York, NY: Elsevier. pp. 437–455.

8. Favero M, Cangiano A, Busetto G (2014) Hebb-based rules of neural plasticity: are they ubiquitously
important for the refinement of synaptic connections in development? Neuroscientist 20: 8–14. doi: 10.
1177/1073858413491148 PMID: 23753676

9. Rees D (1978) A non-phosphate-buffered physiological saline for in vitro electrophysiological studies
on the mammalian neuromuscular junction [proceedings]. J Physiol 278: 8P–9P. PMID: 671343

10. Sherrington CS (1898) Decerebrate Rigidity, and Reflex Coordination of Movements. J Physiol 22:
319–332. PMID: 16992412

11. Sherrington CS (1910) Flexion-reflex of the limb, crossed extension-reflex, and reflex stepping and
standing. J Physiol 40: 28–121. PMID: 16993027

12. Kandel ER, Schwartz JH, Jessel TM, Siegelbaum SA, Hudspeth AJ (2013) Principles of Neural Sci-
ence, Fifth Edition, McGraw-Hill.

13. Gonzalez-Nieto D, Gomez-Hernandez JM, Larrosa B, Gutierrez C, Munoz MD, Fasciani I, et al. (2008)
Regulation of neuronal connexin-36 channels by pH. Proc Natl Acad Sci U S A 105: 17169–17174.
doi: 10.1073/pnas.0804189105 PMID: 18957549

14. Sala C, Andreose JS, Fumagalli G, Lomo T (1995) Calcitonin gene-related peptide: possible role in for-
mation and maintenance of neuromuscular junctions. J Neurosci 15: 520–528. PMID: 7823160

15. Buffelli M, Pasino E, Cangiano A (1997) Paralysis of rat skeletal muscle equally affects contractile prop-
erties as does permanent denervation. J Muscle Res Cell Motil 18: 683–695. PMID: 9429161

16. Rothwell JC (1994) Control of human voluntary movement. London; New York: Chapman & Hall.

17. Llinas R, Sasaki K (1989) The Functional Organization of the Olivo-Cerebellar System as Examined by
Multiple Purkinje Cell Recordings. Eur J Neurosci 1: 587–602. PMID: 12106117

18. Hedo G, Laird JM, Lopez-Garcia JA (1999) Time-course of spinal sensitization following carrageenan-
induced inflammation in the young rat: a comparative electrophysiological and behavioural study in
vitro and in vivo. Neuroscience 92: 309–318. PMID: 10392852

19. Nicholson GM, Spence I, Johnston GA (1988) Differing actions of convulsant and nonconvulsant barbi-
turates: an electrophysiological study in the isolated spinal cord of the rat. Neuropharmacology 27:
459–465. PMID: 3393268

20. Czeh G, Somjen GG (1990) Hypoxic failure of synaptic transmission in the isolated spinal cord, and the
effects of divalent cations. Brain Res 527: 224–233. PMID: 2174716

21. Mazo I, Roza C, Zamanillo D, Merlos M, Vela JM, Lopez-Garcia, JA(2014) Effects of centrally acting an-
algesics on spinal segmental reflexes and wind-up. Eur J Pain; doi: 10.1002/ejp.629

No Motor Neuron Electrical Coupling after Axotomy

PLOSONE | DOI:10.1371/journal.pone.0123576 April 13, 2015 11 / 13

http://dx.doi.org/10.1016/j.tins.2012.11.001
http://www.ncbi.nlm.nih.gov/pubmed/23237660
http://www.ncbi.nlm.nih.gov/pubmed/7773012
http://www.ncbi.nlm.nih.gov/pubmed/6105652
http://www.ncbi.nlm.nih.gov/pubmed/1668753
http://www.ncbi.nlm.nih.gov/pubmed/10594064
http://www.ncbi.nlm.nih.gov/pubmed/10632597
http://dx.doi.org/10.1177/1073858413491148
http://dx.doi.org/10.1177/1073858413491148
http://www.ncbi.nlm.nih.gov/pubmed/23753676
http://www.ncbi.nlm.nih.gov/pubmed/671343
http://www.ncbi.nlm.nih.gov/pubmed/16992412
http://www.ncbi.nlm.nih.gov/pubmed/16993027
http://dx.doi.org/10.1073/pnas.0804189105
http://www.ncbi.nlm.nih.gov/pubmed/18957549
http://www.ncbi.nlm.nih.gov/pubmed/7823160
http://www.ncbi.nlm.nih.gov/pubmed/9429161
http://www.ncbi.nlm.nih.gov/pubmed/12106117
http://www.ncbi.nlm.nih.gov/pubmed/10392852
http://www.ncbi.nlm.nih.gov/pubmed/3393268
http://www.ncbi.nlm.nih.gov/pubmed/2174716
http://dx.doi.org/10.1002/ejp.629


22. Magladery JW, McDougal DB Jr (1950) Electrophysiological studies of nerve and reflex activity in nor-
mal man. I. Identification of certain reflexes in the electromyogram and the conduction velocity of pe-
ripheral nerve fibers. Bull Johns Hopkins Hosp 86: 265–290. PMID: 15414383

23. Pierau FK, Klee MR, Klussmann FW (1969) Effects of local hypo- and hyperthermia on mammalian spi-
nal motoneurones. Fed Proc 28: 1006–1009. PMID: 5814659

24. Brunton LL, Chabner BA, Knollman BC (2011) Goodman &Gilman's The pharmacological basis of ther-
apeutics. 12th ed. New York: McGraw-Hill.

25. Kuno M, Llinas R (1970) Enhancement of synaptic transmission by dendritic potentials in chromato-
lysed motoneurones of the cat. J Physiol 210: 807–821. PMID: 4322766

26. van der Want JJ, Gramsbergen A, Ijkema-Paassen J, de Weerd H, Liem RS (1998) Dendro-dendritic
connections between motoneurons in the rat spinal cord: an electron microscopic investigation. Brain
Res 779: 342–345. PMID: 9473719

27. Buffelli M, Busetto G, Cangiano A (2002) Perinatal switch from synchronous to asynchronous activity of
motoneurons: link with synapse elimination. Proc Natl Acad Sci U S A 99: 13200–13205. PMID:
12242340

28. Tresch MC, Kiehn O (2002) Synchronization of motor neurons during locomotion in the neonatal rat:
predictors and mechanisms. J Neurosci 22: 9997–10008. PMID: 12427857

29. Personius KE, Balice-Gordon RJ (2001) Loss of correlated motor neuron activity during synaptic com-
petition at developing neuromuscular synapses. Neuron 31: 395–408. PMID: 11516397

30. Burke RE (1994) Physiology of Motor Units. In: Engel AG, Franzini-Armstrong C, editors. Miology. New
York: McGraw Hill. pp. 464–484.

31. Personius KE, Chang Q, Mentis GZ, O'Donovan MJ, Balice-Gordon RJ (2007) Reduced gap junctional
coupling leads to uncorrelated motor neuron firing and precocious neuromuscular synapse elimination.
Proc Natl Acad Sci U S A 104: 11808–11813. PMID: 17609378

32. Personius KE, Karnes JL, Parker SD (2008) NMDA receptor blockade maintains correlated motor neu-
ron firing and delays synapse competition at developing neuromuscular junctions. J Neurosci 28:
8983–8992. doi: 10.1523/JNEUROSCI.5226-07.2008 PMID: 18768692

33. NordstromMA, Fuglevand AJ, Enoka RM (1992) Estimating the strength of common input to human
motoneurons from the cross-correlogram. J Physiol 453: 547–574. PMID: 1464844

34. Matsumura M, Chen D, Sawaguchi T, Kubota K, Fetz EE (1996) Synaptic interactions between primate
precentral cortex neurons revealed by spike-triggered averaging of intracellular membrane potentials in
vivo. J Neurosci 16: 7757–7767. PMID: 8922431

35. Hansen NL, Hansen S, Christensen LO, Petersen NT, Nielsen JB (2001) Synchronization of lower limb
motor unit activity during walking in human subjects. J Neurophysiol 86: 1266–1276. PMID: 11535675

36. Mentis GZ, Alvarez FJ, Bonnot A, Richards DS, Gonzalez-Forero D, Zerda R, et al. (2005) Noncholiner-
gic excitatory actions of motoneurons in the neonatal mammalian spinal cord. Proc Natl Acad Sci U S A
102: 7344–7349. PMID: 15883359

37. Nishimaru H, Restrepo CE, Ryge J, Yanagawa Y, Kiehn O (2005) Mammalian motor neurons corelease
glutamate and acetylcholine at central synapses. Proc Natl Acad Sci U S A 102: 5245–5249. PMID:
15781854

38. Redfern PA (1970) Neuromuscular transmission in new-born rats. J Physiol 209: 701–709. PMID:
5499804

39. Brown MC, Jansen JK, Van Essen D (1976) Polyneuronal innervation of skeletal muscle in new-born
rats and its elimination during maturation. J Physiol 261: 387–422. PMID: 978579

40. Busetto G, Buffelli M, Tognana E, Bellico F, Cangiano A (2000) Hebbian mechanisms revealed by elec-
trical stimulation at developing rat neuromuscular junctions. J Neurosci 20: 685–695. PMID: 10632598

41. Favero M, Buffelli M, Cangiano A, Busetto G (2010) The timing of impulse activity shapes the process
of synaptic competition at the neuromuscular junction. Neuroscience 167: 343–353. doi: 10.1016/j.
neuroscience.2010.01.055 PMID: 20132871

42. Favero M, Busetto G, Cangiano A (2012) Spike timing plays a key role in synapse elimination at the
neuromuscular junction. Proc Natl Acad Sci U S A 109: E1667–1675.43. Ribchester RR (1993) Co-ex-
istence and elimination of convergent motor nerve terminals in reinnervated and paralysed adult rat
skeletal muscle. J Physiol 466: 421–441. doi: 10.1073/pnas.1201147109 PMID: 22619332

43. Ribchester RR (1993) Co-existence and elimination of convergent motor nerve terminals in reinner-
vated and paralysed adult rat skeletal muscle. J Physiol 466: 421–441. PMID: 8410701

44. Rich MM, Lichtman JW (1989) In vivo visualization of pre- and postsynaptic changes during synapse
elimination in reinnervated mouse muscle. J Neurosci 9: 1781–1805. PMID: 2542480

No Motor Neuron Electrical Coupling after Axotomy

PLOSONE | DOI:10.1371/journal.pone.0123576 April 13, 2015 12 / 13

http://www.ncbi.nlm.nih.gov/pubmed/15414383
http://www.ncbi.nlm.nih.gov/pubmed/5814659
http://www.ncbi.nlm.nih.gov/pubmed/4322766
http://www.ncbi.nlm.nih.gov/pubmed/9473719
http://www.ncbi.nlm.nih.gov/pubmed/12242340
http://www.ncbi.nlm.nih.gov/pubmed/12427857
http://www.ncbi.nlm.nih.gov/pubmed/11516397
http://www.ncbi.nlm.nih.gov/pubmed/17609378
http://dx.doi.org/10.1523/JNEUROSCI.5226-07.2008
http://www.ncbi.nlm.nih.gov/pubmed/18768692
http://www.ncbi.nlm.nih.gov/pubmed/1464844
http://www.ncbi.nlm.nih.gov/pubmed/8922431
http://www.ncbi.nlm.nih.gov/pubmed/11535675
http://www.ncbi.nlm.nih.gov/pubmed/15883359
http://www.ncbi.nlm.nih.gov/pubmed/15781854
http://www.ncbi.nlm.nih.gov/pubmed/5499804
http://www.ncbi.nlm.nih.gov/pubmed/978579
http://www.ncbi.nlm.nih.gov/pubmed/10632598
http://dx.doi.org/10.1016/j.neuroscience.2010.01.055
http://dx.doi.org/10.1016/j.neuroscience.2010.01.055
http://www.ncbi.nlm.nih.gov/pubmed/20132871
http://dx.doi.org/10.1073/pnas.1201147109
http://www.ncbi.nlm.nih.gov/pubmed/22619332
http://www.ncbi.nlm.nih.gov/pubmed/8410701
http://www.ncbi.nlm.nih.gov/pubmed/2542480


45. Tresch MC, Kiehn O (2000) Motor coordination without action potentials in the mammalian spinal cord.
Nat Neurosci 3: 593–599. PMID: 10816316

46. Kudo N, Yamada T (1987) N-methyl-D,L-aspartate-induced locomotor activity in a spinal cord-hindlimb
muscles preparation of the newborn rat studied in vitro. Neurosci Lett 75: 43–48. PMID: 3554010

47. Kiehn O, Tresch MC (2002) Gap junctions and motor behavior. Trends Neurosci 25: 108–115. PMID:
11814564

48. Matsumoto A, Arnold AP, Zampighi GA, Micevych PE (1988) Androgenic regulation of gap junctions
between motoneurons in the rat spinal cord. J Neurosci 8: 4177–4183. PMID: 3183718

49. Bennett MV (1997) Gap junctions as electrical synapses. J Neurocytol 26: 349–366. PMID: 9278865

No Motor Neuron Electrical Coupling after Axotomy

PLOSONE | DOI:10.1371/journal.pone.0123576 April 13, 2015 13 / 13

http://www.ncbi.nlm.nih.gov/pubmed/10816316
http://www.ncbi.nlm.nih.gov/pubmed/3554010
http://www.ncbi.nlm.nih.gov/pubmed/11814564
http://www.ncbi.nlm.nih.gov/pubmed/3183718
http://www.ncbi.nlm.nih.gov/pubmed/9278865


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /CMYK
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e9ad88d2891cf76845370524d53705237300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc9ad854c18cea76845370524d5370523786557406300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV (Za stvaranje Adobe PDF dokumenata najpogodnijih za visokokvalitetni ispis prije tiskanja koristite ove postavke.  Stvoreni PDF dokumenti mogu se otvoriti Acrobat i Adobe Reader 5.0 i kasnijim verzijama.)
    /HUN <>
    /ITA <>
    /JPN <FEFF9ad854c18cea306a30d730ea30d730ec30b951fa529b7528002000410064006f0062006500200050004400460020658766f8306e4f5c6210306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103055308c305f0020005000440046002030d530a130a430eb306f3001004100630072006f0062006100740020304a30883073002000410064006f00620065002000520065006100640065007200200035002e003000204ee5964d3067958b304f30533068304c3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020ace0d488c9c80020c2dcd5d80020c778c1c4c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die zijn geoptimaliseerd voor prepress-afdrukken van hoge kwaliteit. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents best suited for high-quality prepress printing.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /ConvertToCMYK
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


