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Electrically silent neurons in substantia gelatinosa
of the rat spinal cord
Substantia gelatinosa (SG) neurons are usually categorized on three main types: tonic, adapting
and delayed firing (DFNs), based on characteristic firing response evoked by sustained stimulation.
Here, the existence of electrically silent neurons (ESNs, 9.3 %) is reported by using patch-clamp
recording and confocal microscopy in spinal cord slices from 3-5 weeks-old rats. Those neurons
does not generate spikes at their resting membrane potential (~ -69 mV) but only at preliminary
depolarization to > -60 mV. In the latter case, spikes appeared starting from the end of stimulation,
which is characteristic feature of DFNs. With the exception of APs block, all other passive and active
electrophysiological properties of ESNs and DFNs were similar. Their main morphological properties (vertical orientation of dendritic tree and axonal trajectory) were close too. A distinctive feature
of ESNs was larger amplitude of outward A-type K+ current (KA). The results suggest that the latter
might cause a block of APs in ESNs, while these cells likely are a functional (i.e., non-firing) subtype
of DFNs. The role of DFNs in descending control of pain transmission via modulation of its KA is
hypothesized.
Key words: spinal cord, substantia gelatinosa, firing pattern, action potentials, A-type current,
pain.

INTRODUCTION
Substantia gelatinosa (SG) or lamina II of the
spinal cord plays an important role in the processing of nociceptive and thermoreceptive
information. SG cells receive monosynaptic
input from afferent fibers and relay it further
to projection neurons located in laminas I and
IV-V. Therefore, SG cells operate as interneurons in sensory dorsal horn networks.
Their structural and physiological characteristics are highly heterogeneous, however.
Morphologically, there have been described a
variety of neuronal cell types [4, 5, 7, 1214,
20, 21]. According to physiological classification, three major groups have been shown:
neurons with tonic, adapting and delayed firing (DFNs) [1, 5, 1114, 18, 19, 22]. The latter has distinct electrophysiological and morphological properties. Among the first are a
high threshold of action potentials (APs) in

response to stimulation, appearance of APs
starting from the end of stimulus (i.e., with
delay) and possession of high amplitude subthreshold K + current of A-type (K A), which
activates before inward Na + current and thus
is believed to be a cause of APs delay [5, 10,
13, 17, 18]. Morphologically, DFNs have vertical orientation of their dendritic and axonal
trees [13]. Here, I report the existence of
electrically silent neurons (ESNs), which do
not respond by APs to stimulation at their resting membrane potential (RMP). Despite this
distinctive feature, all other physiological and
morphological properties of ESNs are similar
with those of DFNs, except of the larger amplitude of K A in silent neurons. The results
suggest that the larger K A might cause not
only a delay but also a full block of APs in
ESNs, while the latter likely is a functional
subgroup of DFNs in substantia gelatinosa. It
is proposed that DFNs might have a role in
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descending control of pain transmission via
modulation of its K A .
METHODS
Patch-clamp recordings were performed on
300-mm parasagittal and coronal slices prepared from the lumbar enlargement of the
spinal cord of 3-5 week-old Sprague-Dawley
rats. The animals were anesthetized by Napentobarbital (30 mg/kg ip). Slices were incubated in artificial cerebrospinal fluid
(ACSF) for >30 min at 32-33 oC before experiments (carried at similar temperature).
Lamina II was identified as a translucent band
in the dorsal horn. The neurons were visualized by infrared-differential interference contrast (IR-DIC) optics of a Zeiss FS2 microscope (Carl Zeiss, Germany). ACSF contained
(in mM): NaCl, 124; KCl, 3; CaCl 2 , 2.5;
MgSO 4 , 1.3; NaH 2PO 4, 1.4; NaHCO 3, 26; glucose, 10 (pH 7.4 when bubbled with 95% O 2
- 5% CO 2 ). Pipettes had resistances of 5-7
MW when filled with an internal solution containing (in mM): K-gluconate, 125; KCl, 4;
MgATP, 5; NaGTP, 0.3; EGTA, 5; HEPES, 5;
neurobiotin, 0.2 % (pH adjusted to 7.25 with
KOH, osmolarity adjusted to 295 mOsm). Pipette tips were filled separately, with internal
solution without neurobiotin. The MultiClamp
700B amplifier was used for recordings. Signals were filtered at 3 kHz and digitized at 10
kHz using a computer interface (Digidata
1322) and pCLAMP 9.2 software (Axon Instruments, Burlingame, CA). Recordings were
not corrected for the liquid junction potential.
Series resistance was <25 MW and was not
compensated. Firing of APs was evoked by
500 ms depolarizing current steps of varying
intensities (range 10-650 pA). Passive electrical properties of cells were measured as
described earlier [14]. Following recordings,
slices were fixed in 4 % paraformaldehyde in
0.1 M phosphate-buffered saline (PBS) at 4oC
for 48 h. After washing overnight in 20 %
sucrose solution, unsectioned slices were incubated with neutravidin-conjugated Alexa
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594 (1:300) for 1 h, washed with PBS and
mounted in Prolong® anti-fading medium (Molecular Probes). Images (1-2 mm interval)
were taken and processed with a Zeiss
LSM510 confocal microscope. Data are presented as mean ± S.E.M. They were statistically analyzed by Student t-test, and probability level P < 0.05 was taken as significant.
RESULTS
The recordings were obtained from 108 neurons, which were categorized based on their
typical firing response (i.e., firing pattern)
evoked by sustained depolarization of increasing amplitude [14]. A small proportion of nerve
cells (9.3 %) at their natural RMP did not respond by APs to stimulation of any intensity
(Fig. 1, Aa); such cells were called electrically silent neurons (ESNs). This non-responsiveness did not result from the cell damage or some other technical reasons, judging
on their negative RMP (-69 ± 1.4 mV) and
high values of input resistance (701 ± 122
MW). The overall shape of depolarizing membrane response in ESNs (notably, a notch on
depolarizing phase and its gradually increasing amplitude to the end of stimulation) was
similar to that of subthreshold responses in
DFNs (Fig. 1, traces 2-3 in panel Aa vs. trace
1 in panel Ba). With sufficient membrane depolarization to > -60 mV, ESNs were able to
fire usual APs with a delay starting from the
end of depolarization (Fig. 1, Ab), which was
again similar to the behavior of DFNs (Fig. 1,
Ba, traces 2-3). The delay in DFNs decreased
with membrane depolarization (Fig. 1, traces
2 s in panels Ba vs. Bb). This voltage sensitivity was quantified for both DFNs and ESNs
(Fig. 1, C). From the graph, it was evident
that, qualitatively, the delay behaved similarly
in both cell types, in ESNs however the voltage dependence was shifted to more positive
potentials. All other passive electrical properties of two cell types were close too (RMP
and input resistance of DFNs, 68 ± 1.2 mV
and 675 MW respectively, were not different
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Fig. 1. Firing behavior of electrically silent (ESNs) and
delayed firing neurons (DFNs). (A-B) Voltage responses
of ESN (Aa) and DFN (Ba) to depolarizing currents of
increasing intensity (protocol is shown below traces). ESN
did not generate action potentials (APs) to stimulations.
Upper dashed line in all panels show 0 mV level for the
last (upper) trace. RMP is indicated near the first response.
(Ab), stimulation of previously depolarized ESN by ~9
mV evoked APs. The intensity of stimulation is the one
used for trace 3 from the panel a, RMP is the same for
traces 3s in both panels (indicated by dotted line). (Bb),
depolarization of DFN shorten the delay in APs. The intensity of stimulation is the one used for trace 2 from the
panel a, RMP is the same for traces 2 s in both panels
(indicated by dotted line). (C) Voltage dependence of the delay before first AP in DFN and ESNs (n = 5 in both groups).
The curve for ESN is shifted in depolarized direction
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from the values for ESNs mentioned above,
P > 0.5, unpaired t-test).
The prominent feature of DFNs is the expression of high-amplitude KA [7, 13, 18]. The
properties of ESNs and DFNs were compared
in this respect. Figure 2 (A and B) shows ionic
currents evoked by voltage steps to between
55 and 35 mV delivered after a hyperpolarizing pre-pulse to 120 mV to remove inactivation. Both ESNs (A) and DFNs (B) had
fast K A activated at subthreshold voltages, i.e.
before Na + current. Initial I-V curves are demonstrated on panel C, dotted and solid lines
schematically show activation of Na + spike.
Such presentation of only initial I-V curves
was chosen to minimize the voltage error
inevitable in recording of high-amplitude
currents. As evident from the panel C, the K A
current was significantly larger in ESNs.
Morphology of neurobiotin-filled and
reconstructed in parasagittal slices ESNs was
studied using confocal microscopy and
compared with that of DFNs [13]. The
orientations of dendritic tree and axon trajectory are considered as the most important
morphological criteria, which indicates directionality of information processing in the spinal dorsal horn [4, 5, 20]. Individual ESN could
have quite variable appearance, e.g., shape
and size of the soma, number and width of
primary dendrites, their branching pattern, etc.
However the overall orientation of their dendritic trees was predominantly vertical (6 out
of 9 cells), as in DFNs (Fig. 3). Similarly, their
axons went to lamina I and in 3 cases both to
lamina I and III.
DISCUSSION
SG neurons are known for the large variability of their properties. Here I report the existence of previously unrecognized cell group in
SG with remarkable electrical behavior, the
neurons of which were unable to generate APs
at RMP (ESNs). With membrane depolarization to > -60 mV, ESNs did generate APs. This
suggests, first, that some ionic current is acISSN 0201-8489
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tive at RMP and effectively blocks APs, and
second, preliminary membrane depolarization
inactivates the current and unblocks the APs.
Such voltage dependence of firing is known
specifically for DFNs and is attributable to
powerful K A, which activates at subthreshold
potentials and causes the delay in APs generation [7, 10, 13, 18]. In agreement, ESNs possessed even larger K A than DFNs suggesting
that it might cause not only the delay but also
a block of APs generation. K A is known to
inactivate strongly at negative subthreshold
potentials [10] and it matches well with our
experiments, where ESNs started generating
spikes after preliminary depolarization. HowA

ever, to prove definitely the causative relation between the expression of K A and block
of APs, further experiments with selective
pharmacological suppression of the current
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Fig. 2. Voltage-clamp recordings of subthreshold currents
in delayed firing (DFNs, A) and electrically silent (ESNs,
B) neurons. Voltage protocol is the same and shown below
traces. Both cell types possessed outward A-type K +
current (KA) activating before inward Na + current (arrow).
(C) Initial I-V curve of KA in DFNs (filled) and ESNs
(open symbols). Activation of Na + current is shown schematically for both groups by dashed and solid lines,
respectively. ESNs had larger K A (P < 0.03, unpaired
t-test, n = 6)
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Fig. 3. Morphologic appearance of electrically silent (ESN,
A) and delayed firing neuron (DFN, B) in parasagittal slices.
Confocal images of cells are presented as summed Z-projections. Dashed lines indicate borders between laminas
(numbered). Arrows point to axon-like processes.
Calibration bar, 50 mm
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are needed. All other tested electrophysiological and morphological properties of ESNs and
DFNs were similar suggesting that they might
be the same physiological type of neurons in
dorsal horn networks; ESN might represent
then a non-firing state, i.e. a silent mode, of
DFNs due to up-regulation of K A . If it is the
case, the functional impact of ESNs on sensory processing can be much larger than if to
judge based on their rare abundance; really,
DFNs and ESNs together constitute about one
third of SG neurons. Vertical orientation of
their dendritic and axonal trees suggests that
those neurons perform interlaminar integration by acquiring synaptic input from several
spinal layers and transmitting it to projection
cells, the axons of which form spinothalamic
tract [17]. Their physiological features fit well
with this idea. Really, the delay and high rheobase of APs in DFNs indicates that significant summation of afferent impulses (i.e., in
frequency and amplitude) must happen before
neuronal activation. The appearance and role
of ESNs then can be hypothesized within following physiological scenario. Numerous descending fibre systems have been described
in the dorsal spinal cord, which are supposed
to be involved in antinociception, i.e. in regulation of pain neurotransmission [15]. These
fibers might release various neuromodulators
from their terminals (e.g., oxytocin, serotonin, noradrenalin, dopamine) [2, 3, 6, 9, 16],
which might up-regulate the K A in DFNs and
thus turn them off; the latter would efficiently modulate sensory processing. In principle, the properties of the channels mediating K A can be changed by phosphorylation via
various protein kinases [8, 10]. Those kinases, in turn, can be activated in situ by different mechanisms, e.g., via β-adrenergic receptors, as was shown in hippocampal neurons
[8]. To give more physiological weight to this
hypothesis, the properties of K A in DFNs of
SG and its modulation be relevant neurotransmitters both in vitro and in situ have yet to be
demonstrated.
38

CONCLUSIONS
1. Electrically silent neurons (ESNs) are found
in rat Substantia Gelatinosa. They do not generate action potentials (APs) in response to stimulations at their resting membrane potential, but
only with preliminary depolarization.
2. All electrophysiological and morphological properties of ESNs, except of APs
block, are similar to those of delayed firing
neurons (DFNs).
3. ESNs possessed significantly larger Atype K + current than DFNs, which is presumably a cause for APs block.
².Â. Ìåëüíèê
ÅËÅÊÒÐÈ×ÍÎ ÍÅÇÁÓÄËÈÂ² ÍÅÉÐÎÍÈ Â
ÆÅËÀÒÈÍÎÇÍ²É ÑÓÁÑÒÀÍÖ²¯ ÑÏÈÍÍÎÃÎ
ÌÎÇÊÓ ÙÓÐ²Â
Çà òèïîì ãåíåðàö³¿ ïîòåíö³àë³â ä³¿ (ÏÄ) íåéðîíè æåëàòèíîçíî¿ ñóáñòàíö³¿ ñïèííîãî ìîçêó çâè÷àéíî ï³äðîçä³ëÿþòü
íà òîí³÷í³, ç àäàïòàö³ºþ òà íåéðîíè çàòðèìàíî¿ ãåíåðàö³¿
(ÍÇÃ). Â åêïåðèìåíòàõ íà çð³çàõ ñïèííîãî ìîçêó 35òèæíåâèõ ùóð³â çà äîïîìîãîþ ìåòîä³â patch-clampðåºñòðàö³¿ òà êîíôîêàëüíî¿ ì³êðîñêîï³¿ áóëà âèÿâëåíà ãðóïà
åëåêòðè÷íî íåçáóäëèâèõ íåéðîí³â (ÅÍÍ, 9,3 %), ÿê³ íå
ãåíåðóâàëè ÏÄ ó â³äïîâ³äü íà ñòèìóëÿö³þ ïðè ¿õ âëàñíîìó
ìåìáðàííîìó ïîòåíö³àë³ (áëèçüêî -69 ìÂ). ÏÄ ìîãëè
àêòèâóâàòèñÿ ëèøå ïðè äåïîëÿðèçàö³¿ ìåìáðàíè äî -60 ìÂ,
ïðè öüîìó âîíè çÿâëÿëèñÿ, ïî÷èíàþ÷è ç ê³íöÿ ñòèìóëÿö³¿
 õàðàêòåðíà ðèñà äëÿ ÍÇÃ. Áóëè ñõîæèìè òàêîæ ìàéæå âñ³
³íø³ åëåêòðîô³ç³îëîã³÷í³ òà ìîðôîëîã³÷í³ âëàñòèâîñò³ ÅÍÍ
³ ÍÇÃ. Íà â³äì³íó â³ä îñòàíí³õ, ÅÍÍ ìàëè á³ëüøó àìïë³òóäó
êàë³ºâîãî ñòðóìó À-òèïó (ÊA), ùî, â³ðîã³äíî, ³ áëîêóâàëî
ÏÄ. Òàêèì ÷èíîì, ïðèïóñêàºòüñÿ, ùî ÅÍÍ ³ ÍÇÃ íàëåæàòü
äî ºäèíî¿ ôóíêö³îíàëüíî¿ ïîïóëÿö³¿ íåéðîí³â æåëàòèíîçíî¿
ñóáñòàíö³¿. Çá³ëüøåííÿ ÊA ó ÷àñòèíè òàêèõ íåéðîí³â,
íàïðèêëàä ï³ä ä³ºþ äåÿêèõ íåéðîìåä³àòîð³â ÷è ìîäóëÿòîð³â,
ïðèçâîäèòü äî ¿õ åëåêòðè÷íîãî áëîêó, ùî ìîæå â³ä³ãðàâàòè
çíà÷íó ðîëü ó êîíòðîë³ ïðîâåäåííÿ áîëüîâî¿ ³íôîðìàö³¿.
Êëþ÷îâ³ ñëîâà: ñïèííèé ìîçîê, æåëàòèíîçíà ñóáñòàíö³ÿ,
á³ëü, ïîòåíö³àëè ä³¿, òèï ãåíåðàö³¿, ñòðóì À-òèïó.

È.Â. Ìåëüíèê
ÝËÅÊÒÐÈ×ÅÑÊÈ ÍÅÂÎÇÁÓÄÈÌÛÅ
ÍÅÉÐÎÍÛ ÆÅËÀÒÈÍÎÇÍÎÉ ÑÓÁÑÒÀÍÖÈÈ
ÑÏÈÍÍÎÃÎ ÌÎÇÃÀ ÊÐÛÑÛ
Ïî ñïîñîáó ãåíåðàöèè ïîòåíöèàëîâ äåéñòâèÿ (ÏÄ) íåéðîíû
æåëàòèíîçíîé ñóáñòàíöèè ñïèííîãî ìîçãà îáû÷íî
ïîäðàçäåëÿþò íà òîíè÷åñêèå, àäàïòèðóþùèå è çàäåðæàííîé
ãåíåðàöèè (ÍÇÃ). Â ýêñïåðèìåíòàõ íà ñðåçàõ ñïèííîãî ìîçãà
ISSN 0201-8489
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35-íåäåëüíûõ êðûñ ïðè ïîìîùè ìåòîäîâ patch-clampðåãèñòðàöèè è êîíôîêàëüíîé ìèêðîñêîïèè áûëà îáíàðóæåíà ãðóïïà ýëåêòðè÷åñêè ìîë÷àùèõ íåéðîíîâ (ÝÍÍ,
9,3 %), êîòîðûå íå ãåíåðèðîâàëè ÏÄ â îòâåò íà ñòèìóëÿöèþ
ïðè èõ åñòåñòâåííîì ìåìáðàííîì ïîòåíöèàëå (ïðèìåðíî 69 ìÂ). ÏÄ ìîãëè àêòèâèðîâàòüñÿ ëèøü ïðè ïðåäâàðèòåëüíîé äåïîëÿðèçàöèè ìåìáðàíû äî -60 ìÂ, ïðè ýòîì îíè
ïîÿâëÿëèñü ñ çàäåðæêîé  õàðàêòåðíàÿ ÷åðòà ÍÇÃ. Áûëè
ñõîäíûìè òàêæå ïî÷òè âñå äðóãèå ýëåêòðîôèçèîëîãè÷åñêèå
è ìîðôîëîãè÷åñêèå ñâîéñòâà ÝÍÍ è ÍÇÃ. Â îòëè÷èå îò
ïîñëåäíèõ, ÝÍÍ èìåëè áîëüøóþ àìïëèòóäó êàëèåâîãî òîêà
À-òèïà (ÊA), ÷òî, âåðîÿòíî, è áëîêèðîâàëî ÏÄ. Òàêèì
îáðàçîì ïðåäïîëàãàåòñÿ, ÷òî ÝÍÍ è ÍÇÃ ïðèíàäëåæàò ê
åäèíîé ôèçèîëîãè÷åñêîé ïîïóëÿöèè íåéðîíîâ æåëàòèíîçíîé ñóáñòàíöèè. Óâåëè÷åíèå ÊA ó ÷àñòè òàêèõ íåéðîíîâ,
íàïðèìåð ïîä äåéñòâèåì íåêîòîðûõ ìåäèàòîðîâ èëè
ìîäóëÿòîðîâ, ïðèâîäèò ê èõ ýëåêòðè÷åñêîìó áëîêó, ÷òî
ìîæåò èìåòü âàæíóþ ðîëü â êîíòðîëå ïðîâåäåíèÿ áîëåâîé
èíôîðìàöèè.
Êëþ÷åâûå ñëîâà: ñïèííîé ìîçã, æåëàòèíîçíàÿ ñóáñòàíöèÿ,
áîëü, ïîòåíöèàëû äåéñòâèÿ, òèï ãåíåðàöèè, òîê Àòèïà.
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