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Abstract

Background: Inhibitory interneurons in the superficial dorsal horn play important roles in modulating sensory
transmission, and these roles are thought to be performed by distinct functional populations. We have identified 4
non-overlapping classes among the inhibitory interneurons in the rat, defined by the presence of galanin,
neuropeptide Y, neuronal nitric oxide synthase (nNOS) and parvalbumin. The somatostatin receptor sst2A is
expressed by ~50% of the inhibitory interneurons in this region, and is particularly associated with nNOS- and
galanin-expressing cells. The main aim of the present study was to test whether a genetically-defined population of
inhibitory interneurons, those expressing green fluorescent protein (GFP) in the PrP-GFP mouse, belonged to one or
more of the neurochemical classes identified in the rat.

Results: The expression of sst2A and its relation to other neurochemical markers in the mouse was similar to that in
the rat, except that a significant number of cells co-expressed nNOS and galanin. The PrP-GFP cells were entirely
contained within the set of inhibitory interneurons that possessed sst2A receptors, and virtually all expressed nNOS
and/or galanin. GFP was present in ~3-4% of neurons in the superficial dorsal horn, corresponding to ~16% of the
inhibitory interneurons in this region. Consistent with their sst2A-immunoreactivity, all of the GFP cells were
hyperpolarised by somatostatin, and this was prevented by administration of a selective sst2 receptor antagonist or
a blocker of G-protein-coupled inwardly rectifying K+ channels.

Conclusions: These findings support the view that neurochemistry provides a valuable way of classifying inhibitory
interneurons in the superficial laminae. Together with previous evidence that the PrP-GFP cells form a relatively
homogeneous population in terms of their physiological properties, they suggest that these neurons have specific
roles in processing sensory information in the dorsal horn.
Background
Lamina II of the spinal dorsal horn contains numerous
densely-packed interneurons, which are involved in
transmitting and modulating somatosensory information
before it is conveyed to the brain (through projection
neurons located in other laminae) and to deeper regions
of the spinal cord [1]. Quantitative immunocytochemical
studies in rat and mouse have suggested that approxi-
mately 30% of the interneurons in this lamina are
GABAergic, with some using glycine as a co-transmitter
[2-4], and these are thought to play an important role in
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suppressing pain and itch [5-8]. Numerous attempts
have been made to identify distinct functional popula-
tions among the interneurons in this region, based on
their morphological, physiological and neurochemical
properties, or their developmental lineage [9-28]. The
most widely accepted scheme is that developed by Grudt
and Perl [11], which recognises four major classes of
lamina II interneuron, defined mainly by their somatoden-
dritic morphology: islet, vertical, central and radial cells. It
has been shown that islet cells are inhibitory, while most
vertical and radial cells are excitatory [14,15,19,20,29].
However, although these cell types have been recognised
in other studies, a significant proportion of the lamina II
neurons cannot be unequivocally assigned to any of these
classes [11,12,14,15,23,30].
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Table 1 Antibodies used in this study

Antibody Species Dilution Source

GABA rabbit 1:5,000 DV Pow

sst2A guinea pig 1:2,000 Gramsch laboratories

GFP mouse 1:100 Synaptic Systems

nNOS sheep 1:2,000 PC Emson

Galanin rabbit 1:1,000 Bachem

NPY rabbit 1:1,000 Bachem

Parvalbumin goat 1:500 Swant

Parvalbumin rabbit 1:500 M Watanabe

NeuN mouse 1:500 Millipore
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Neurochemistry provides a complementary way of
classifying neurons, and we have identified four non-
overlapping populations of dorsal horn inhibitory inter-
neurons that express neuropeptide Y (NPY), galanin,
neuronal nitric oxide synthase (nNOS) or parvalbumin,
in the rat [17,31]. The somatostatin receptor sst2A is
restricted to GABAergic neurons in the superficial
laminae, and is expressed by around half of these cells
[4,13,14,32]. We have recently found that in the rat,
most of the galanin and nNOS-expressing inhibitory in-
terneurons showed sst2A-immunoreactivity, while this
was present on only 16% of the NPY cells and virtually
none of those with parvalbumin [13]. This suggests that
the receptor is associated with specific functional classes
of inhibitory interneuron. However, little is yet known
about the relationship between these neurochemical
populations in the mouse, which is now widely used
in pain research, due to the availability of genetically
modified lines.
Several recent studies have used mice in which fluor-

escent proteins are expressed in subsets of interneurons,
in order to target these for whole cell patch-clamp re-
cording [12,33-40]. One of these lines is the PrP-GFP
mouse, in which enhanced green fluorescent protein
(GFP) is expressed under control of the prion pro-
moter [34,35,40,41]. GFP expression in the spinal cord
of this mouse is largely restricted to lamina II, where it
labels a set of inhibitory interneurons [35]. These cells
form a physiologically homogeneous population, and
show consistent features in terms of their synaptic inputs
and outputs [34,35,40]. However, little is known about
their expression of the neurochemical markers that have
been identified in inhibitory interneurons, apart from the
fact that they do not contain parvalbumin [34].
The initial aims of this study were to test whether

the pattern of expression of sst2A by cells that contained
galanin, nNOS, NPY or parvalbumin was the same in
the mouse as reported for the rat [13], and to determine
whether the PrP-GFP cells corresponded to one or more
of these neurochemical populations. Since we found
that all of the PrP-GFP cells expressed sst2A receptors,
we went on to characterise their responses to somato-
statin, specifically testing whether these were mediated
by sst2 receptors. We also looked for involvement of
G-protein-coupled inwardly rectifying K+ (GIRK) channels,
which are thought to be activated by somatostatin in lamina
II neurons [42].

Methods
All animal experiments were approved by the Ethical
Review Process Applications Panel of the University of
Glasgow, and were performed in accordance with the
European Community directive 86/609/EC and the UK
Animals (Scientific Procedures) Act 1986.
Neurochemistry of inhibitory interneurons
Animals
Nine PrP-GFP mice [41] of either sex (6–10 week old;
University of Glasgow Biological Services) and 3 male
NIHS mice (32-34 g; Harlan UK; closely related to the
Swiss-Webster strain from which the PrP-GFP line was
derived) were deeply anaesthetised with pentobarbitone
(30 mg i.p.) and perfused through the left ventricle with
fixative. For the PrP-GFP mice this contained 4% freshly
de-polymerised formaldehyde, while for the NIHS mice
it contained 4% formaldehyde/0.2% glutaraldehyde. The
glutaraldehyde-containing fixative was used to maximise
retention of GABA [43,44].

General features of tissue processing, confocal microscopy
and analysis
Following perfusion fixation, the lumbar spinal cord was
removed from all animals and the L4 segment was cut
into transverse sections 60 μm thick with a vibrating
microtome. All sections were immersed in 50% ethanol
for 30 mins, and those from glutaraldehyde-fixed animals
were treated with 1% sodium borohydride for 30 mins
(to reduce free aldehyde groups), followed by extensive
rinsing. Sections were then processed for multiple-
labelling immunofluorescent detection, as described
below. Details of the sources and concentrations of
primary antibodies are given in Table 1. All secondary
antibodies were raised in donkey and were species-specific.
Secondary antibodies were conjugated to Rhodamine Red,
DyLight 649 (1:100, 1:500, respectively; both from Jackson
Immunoresearch, West Grove, PA, USA), or Alexa 488
(1:500; Life Technologies, Paisley, UK). In some cases,
biotinylated secondary antibodies (1:500; Jackson Immu-
noresearch) were used, and these were revealed with avidin
conjugated to Pacific Blue (1:1,000; Life Technologies).
Primary antibody incubations were for 3 days and those
in secondary antibodies were overnight (both at 4°C).
Antibodies were diluted in PBS that contained 0.3%
Triton-X100, except for reactions involving anti-sst2A,
in which 5% normal donkey serum was included in both
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primary and secondary antibody solutions. Sections
from the PrP-GFP mice that were used to estimate the
percentage of neurons with GFP were incubated in
propidium iodide as a nuclear counterstain following
the immunoreaction [32]. All sections were mounted
in anti-fade medium and stored at −20°C.
To avoid observer bias, sections were selected for con-

focal scanning and analysis before immunofluorescence
was examined. They were scanned with a Zeiss LSM710
confocal microscope (with Argon multi-line, 405 nm diode,
561 nm solid state and 633 nm HeNe lasers) through a
40× oil-immersion lens (numerical aperture 1.3) with the
pin-hole set to 1 Airy unit. Overlapping fields to cover the
whole of laminae I-III were scanned at 2 μm z-separation
through the full thickness of the section, except for the
analysis of GABA immunoreactivity and for the counts of
GFP+ neurons (see below).
All quantitative analyses were carried out with

Neurolucida for Confocal software (MBF Bioscience;
Williston, VT, USA). The outline of the grey matter
and the border between laminae II and III were drawn for
the transverse sections, and the locations of immunoreac-
tive cells were plotted onto these outlines. The position of
the lamina II/III border was determined either from dark
field scans, or from the ventral border of the plexus of
sst2A-immunoreactive dendrites [4,32]. In some cases the
lamina I/II border, identified in dark field scans, was also
included. A stereological method was used to determine
the proportion of superficial dorsal horn neurons that
were GFP-positive (see below), but not for any of the ana-
lyses of cell counts in the z-stacks that were obtained from
the full thickness of the sections. However, the sampling
bias towards larger neurons in these analyses is likely to
have been very small, as the section thickness (60 μm) was
considerably larger than the cell bodies of the neurons
that were being sampled.

GABA, sst2A and nNOS
We have recently demonstrated that sst2A is restricted to
GABA-immunoreactive neurons in laminae I-II of C57Bl/
6 mice [4]. To confirm that this arrangement applied to
NIHS mice (which are closely related to the PrP-GFP line)
and to assess the extent of sst2A expression among nNOS-
containing inhibitory interneurons, we reacted sections
from the 3 NIHS mice with rabbit anti-GABA, guinea pig
anti-sst2A and sheep anti-nNOS, and revealed these with
fluorescent secondary antibodies.
The relationship between sst2A and GABA was exam-

ined in 4 dorsal horns from each of 3 mice. Since pene-
tration of GABA immunostaining is extremely limited in
sections that have been reacted by this method [4,45,46],
only the upper surface of the section was scanned, at
0.5 μm z-separation. Overlapping z-stacks to cover the
whole of laminae I-III were obtained. All sst2A

+ cells in
laminae I-III that were present at the section surface (i.e. on
the first optical section in the z-series that contained tissue)
were initially identified and plotted onto a dorsal horn
outline, and these cells were then examined for the
presence of GABA-immunoreactivity.
Since nNOS is expressed by both inhibitory and excita-

tory interneurons [45], we used these sections to determine
the proportion of inhibitory (GABA-immunoreactive)
nNOS+ neurons that possessed sst2A receptors. For this
part of the study, 8 dorsal horns from each mouse were
analysed, in order to provide a sufficient sample size. All
nNOS+/GABA+ cells with nuclei at the section surface
were identified and their locations were plotted. The
presence or absence of sst2A was then assessed for each
of the selected cells.

Neurochemical markers in PrP-GFP mice and their expression
by GFP+ cells
Sections from the PrP-GFP mice were used to analyse:
(i) the expression of sst2A by neurons immunoreactive
for galanin, NPY or parvalbumin, (ii) expression of sst2A
by GFP+ neurons, (iii) the presence of nNOS, galanin, NPY
or parvalbumin in GFP+ neurons, and (iv) the relation-
ship between galanin and nNOS in sst2A

+ (inhibitory)
interneurons. The sections were reacted with mouse
anti-GFP and guinea pig anti-sst2A, together with either
(i) rabbit anti-galanin and sheep anti-nNOS, (ii) rabbit
anti-NPY (in some cases combined with goat anti-
parvalbumin), or (iii) rabbit anti-parvalbumin. These
were revealed with appropriate fluorescent secondary
antibodies. From each of four mice, we scanned four
dorsal horns that had been reacted with the galanin/nNOS
antibody combination, and four dorsal horns reacted for
NPY and parvalbumin.
To investigate expression of sst2A among the different

neurochemical populations, all cells in laminae I-III that
were immunoreactive for galanin, NPY or parvalbumin
were plotted, and then the sst2A channel was viewed and
the presence or absence of the receptor was noted for each
of these neurons. Expression of sst2A by GFP+ cells was
analysed in 5 mice (4–8 dorsal horns from each mouse).
The GFP channel was initially viewed and the locations
of all GFP+ cells in laminae I-II were plotted. The sst2A
channel was then examined and the presence or absence
of sst2A staining was noted for each of the GFP+ cells.
To determine whether GFP+ cells contained nNOS,

galanin, NPY or parvalbumin, we looked for the pres-
ence of these types of immunoreactivity in all of the
GFP+ cells identified in 4 dorsal horns from each of 4
mice for each neurochemical type.
During this part of the study, we observed that unlike

the situation in the rat [31], there was significant coex-
istence of galanin and nNOS in sst2A-expressing neu-
rons in laminae I-II. However, cells that were strongly
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galanin-immunoreactive were generally weakly stained
for nNOS, and vice versa. We therefore analysed this
coexistence quantitatively in two of the dorsal horns
from each of four mice. To do this, the sst2A and galanin
channels were viewed, and all of the sst2A-expressing
cells were identified. All of the cells that were galanin-
immunoreactive were then assigned a score for the
intensity of galanin-immunoreactivity, ranging from 4
(very strong) to 1 (weak) or 0 (negative). The sections
were then re-examined, in this case with the channels for
sst2A and nNOS, and sst2A

+ cells that were nNOS immuno-
reactive were assigned a score of 4 (very strong) to 1 (weak)
or 0 (negative) to indicate the intensity of the nNOS
immunoreactivity. The resulting Neurolucida files were
then combined to reveal the strength of galanin and
nNOS immunostaining for each of the cells that con-
tained either or both of these substances.
Many of the cells with galanin and/or nNOS were found

to be GFP+, and the intensity of GFP expression differed
among these neurochemical groups. We therefore recorded
the strength of GFP immunoreactivity in all GFP+ cells
identified in these sections and related this to the pattern of
galanin and nNOS expression. As before, we assigned a
score of 4 (very strong) to 1 (weak) for GFP. This was done
by an observer who was blind to the strength of galanin or
nNOS immunoreactivity in these cells. As reported previ-
ously [35], occasional GFP+ cells were found below lamina
II, but these were not included in any of the analyses.

Proportion of superficial dorsal horn neurons with GFP in
PrP-GFP mice
In order to estimate the proportion of superficial dorsal
horn neurons that were GFP+, we examined sections
from 3 PrP-GFP mice that had been reacted with mouse
anti-GFP, and then with NeuN antibody (revealed with
Alexa 488 and DyLight 649, respectively), followed by
propidium iodide. Four dorsal horns from each of these
animals were scanned to produce z-series of 24 optical
sections at 1 μm z-separation. These were analysed by
using a modification of the optical disector method [32] as
described in detail by Polgár et al. [47].

Characterisation of antibodies
The GABA antibody was raised against GABA conju-
gated to porcine thyroglobulin with glutaraldehyde, and
shows negligible cross-reactivity against other amino
acids (glutamate, aspartate, glycine or taurine) [48]. The
sst2A antibody was raised against the C terminal 15
amino acids of the peptide sequence of the rat and
mouse sst2A receptor, coupled to keyhole limpet haemo-
cyanin. Immunostaining was blocked by incubation with
the peptide antigen (manufacturer’s specification). The
GFP antibody was raised against recombinant GFP, and
the distribution of immunostaining matched that of
cells that expressed GFP. The nNOS antibody labels a
band of 155 kDa in Western blots of rat hypothalamus,
and staining is abolished by pre-incubation with nNOS
[49]. We have reported that dorsal horn immunostain-
ing with the galanin and NPY antibodies can be abol-
ished by pre-treatment with the corresponding peptides
[50,51], and staining of neurons with the galanin antibody
is absent from the brains of galanin knock-out mice [52].
The rabbit and goat parvalbumin antibodies were raised
against mouse and rat parvalbumin, respectively, and rec-
ognise a protein band of the appropriate size on Western
blots. The NeuN antibody was raised against cell nuclei
extracted from mouse brain and found to react with a pro-
tein specific for neurons [53]. We have shown that NeuN
labels all neurons but does not label glial cells in the rat
spinal dorsal horn [32].

Responses of PrP-GFP cells to somatostatin
Young adult (4–6 week old) PrP-GFP mice (University
of Glasgow Biological Services) were anaesthetised with
continuous inhalation of 1-3% isoflurane. After laminec-
tomy, the mid-thoracic to sacral spinal cord was removed
and transferred to ice-cold dissecting solution containing:
(mM) 3.0 KCl, 1.2 NaH2PO4, 2.4 CaCl2, 1.3 MgCl2, 26.0
NaHCO3, 15.0 glucose, 251.6 sucrose, oxygenated with
95% O2 and 5% CO2. The mouse was killed by anaesthetic
overdose and decapitation. The dura and pia mater were
removed, together with all dorsal and ventral roots. The
isolated spinal cord was placed on an agar block positioned
on a vibrating blade microtome (Microm HM 650 V,
Fisher Scientific, Loughborough, UK). Parasagittal slices
(200–300 μm) were cut, and these were subsequently
kept for at least 30 min in recording solution contain-
ing: (mM) 125.8 NaCl, 3.0 KCl, 1.2 NaH2PO4, 2.4 CaCl2,
1.3 MgCl2, 26.0 NaHCO3, 15.0 glucose, oxygenated with
95% O2 and 5% CO2.
Slices were transferred to a recording chamber per-

fused with the oxygenated recording solution (flow
rate ~2 ml/min) at room temperature. Whole-cell patch-
clamp recordings were made from GFP-positive neurons.
The targeted cells were visualised under infrared differential
interference contrast and fluorescence microscopy on
an Olympus BX51WI microscope. Patch electrodes were
pulled with a horizontal puller (Sutter Instrument, Novato,
CA, USA) from thin wall glass capillaries (World Precision
Instruments, Sarasota, FL, USA). The electrode was filled
with internal solution containing: (mM) 130 potassium
gluconate, 10 KCl, 2 MgCl2, 10 HEPES, 0.5 EGTA, 2
ATP-Na2, 0.5 GTP-Na, pH adjusted to 7.3 with 1 M
KOH. Neurobiotin (0.2%, Life Technologies) was also
included in the internal solution for morphological analysis
of recorded cells (to be reported subsequently). Typical
electrical resistance of solution-filled electrodes was 4–6
MΩ. Patch-clamp signals were amplified and filtered
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(4 kHz low-pass Bessel filter) with a MultiClamp 700B
amplifier (Molecular Devices, Sunnyvale, CA, USA) and
acquired at 10 kHz using a Digidata 1440 A A/D board
and pClamp 10 software (Molecular Devices). Acquired
data were analysed using pClamp 10 software, and data
are reported as mean ± SEM.
Drugs were bath-applied via 3-way stopcocks without

any change in perfusion rate or temperature. They were
purchased as follows: somatostatin (Merck Chemicals,
Nottingham, UK), CYN 154806 (Tocris Bioscience, Bristol,
UK), and tertiapin-Q (Abcam, Cambridge, UK).
Although the mice used for electrophysiology were

slightly younger than the PrP-GFP mice in the anatomical
part of the study, this should have no effect on the re-
sponses to somatostatin, as we have found that the pattern
of sst2A expression is already established within the first
postnatal week in mice (AJT and EP, unpublished data).

Statistical tests
Spearman’s rank correlation test was used to investigate
the relationship between galanin and nNOS staining in-
tensity among sst2A-expressing cells in the PrP-GFP mice,
and Student’s t-test for electrophysiological data. P values
of < 0.05 were taken as significant.

Results
Neurochemistry of interneuron populations
The distribution of immunostaining for nNOS, galanin,
NPY, parvalbumin, sst2A and GABA in the mouse spinal
cord was very similar to that seen in the rat, although as re-
ported by Hughes et al. [36], parvalbumin-immunoreactive
lamina III cells were more numerous than in the rat.
Between 104 and 132 (mean 118) sst2A

+ cells were
identified in laminae I-II in the sections from the 3
glutaraldehyde-fixed mice, and all but one of these
cells (99.7%) were GABA-immunoreactive (Figure 1).
Fourteen sst2A

+ cells (mean 4.7/mouse) were present in
lamina III in the sections analysed, and 10 of these
(mean 67.5%) were GABA-immunoreactive.
The relationship of sst2A to galanin, nNOS/GABA, NPY

and parvalbumin in the mouse was generally very similar
to what we have reported previously in the rat [13]
Figure 1 nNOS, GABA and sst2A in lamina II in the mouse. A single con
GABA and sst2A. A nNOS+/GABA+ neuron (double arrow) is sst2A

+ . Several ot
that are sst2A

+ are marked with arrows, while two that are sst2A
- are indicate

asterisks. Scale bar: 20 μm.
(Table 2, Figure 1, Figure 2). In laminae I-II, sst2A was
expressed by virtually all galanin+ and most (95%)
nNOS+/GABA+ cells, but only by 24% of NPY+ cells
and no parvalbumin+ cells. In lamina III, the receptor
was expressed by 42% of the nNOS+/GABA+ cells and
by a few galanin cells.
Since GABA immunostaining could only be assessed

at the top surface of the sections, there could be a sam-
pling bias towards larger cells in this part of the analysis.
However, since GABA was detected in 99.7% of sst2A
cells in laminae I-II, while 95% of GABA+/nNOS+ cells
in this region were sst2A-immunoreactive, sampling bias
is unlikely to have affected our interpretation.
As stated above, there was some coexistence of galanin

and nNOS expression among sst2A
+ cells in laminae I-II

in the mouse (Figure 2a-e), unlike the situation in the rat
[31]. Among the sst2A cells, 17% (range 14-18%, n = 4 mice)
were nNOS+/galanin-, 31% (24-36%) were nNOS-/galanin+,
13% (10-17%) were nNOS+/galanin+, while 39% (36-44%)
contained neither galanin nor nNOS (Figure 3). The
strength of immunostaining for nNOS and galanin
among the sst2A

+ cells that expressed one or both of
these markers is shown in Figure 4a. There was a clear
inverse relationship between the staining intensity for
each marker (RS = −0.76, P < 0.001, Spearman’s rank
order correlation test).

GFP neurons in the PrP-GFP mouse
In the PrP-GFP mouse, many GFP+ cells were present in
the dorsal horn and these were largely restricted to lamina
II, with occasional cells in laminae I and III, as reported
previously [34,35,40]. Altogether, 1133 GFP+ neurons in the
superficial dorsal horn (laminae I and II) were examined in
sections from 5 mice (133–302 neurons per mouse) and
all but one of these cells (99.9%, range 99.7-100%) were
sst2A

+ (Figure 2).
We next examined the expression of GFP among the

different neurochemical populations. In the sections
reacted for GFP, sst2A, galanin and nNOS, 98% (range
97-99%, n = 4 mice) of the GFP cells were nNOS- and/
or galanin-immunoreactive (Figures 2a-j). Specifically,
35% (23-41%) were nNOS+/galanin-, 28% (23-33%) were
focal scan through a section that had been reacted to reveal nNOS,
her GABA+ cells that lack nNOS are present in this field. Two of these
d with arrowheads. Three nearby GABA-negative cells are labelled with



Table 2 Expression of sst2A by different neurochemical
types of interneuron in the mouse dorsal horn

Laminae I + II Lamina III

Number
counted

% sst2A Number
counted

% sst2A

nNOS/GABA 62.7 94.9 8.3 42.1

(56–67) (91–98.2) (6–12) (33.3-50)

Galanin 202.3 99.8 3 10.4

(194–219) (99.5-100) (1–6) (0–25)

NPY 95.6 24.2 28.5 4.1

(73–109) (17.4-31.5) (21–34) (0–6.9)

Parvalbumin 18.8 0 162.8 0

(15–25) (144–183)

In each case the mean values for 3 NIHS mice (nNOS/GABA) or 4 PrP-GFP mice
(galanin, NPY, parvalbumin) are shown, with the range in brackets.

Figure 2 GFP and sst2A expression among different neurochemical
interneuron populations in the PrP-GFP mouse. a-e, a field from
lamina II contains three GFP-labelled neurons, all of which are sst2A

+ . The
cells numbered 1 and 3 show weak immunoreactivity for both nNOS
and galanin, while the cell numbered 2 is strongly nNOS+ and galanin-.
f-j, a nearby region from the same section includes a cell with weak GFP
(arrow) that is sst2A

+ and shows strong galanin immunoreactivity, but lacks
nNOS. k-o, This field from lamina II includes a GFP cell (arrow) that is sst2A

+

but does not contain NPY or parvalbumin (PV). Two nearby cells are
indicated with arrowheads. The one on the left is PV+/NPY-, while the
one on the right is PV-/NPY+. Both of these cells lack sst2A. Scale
bar (in o): 20 μm.
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nNOS-/galanin+, and 35% (29–41) were nNOS+/galanin+.
In contrast, none of the GFP+ cells that were seen in the
sections reacted for NPY or parvalbumin contained either
of these markers (Figure 2k-o), consistent with the finding
by Hantman and Perl [34] that the GFP cells are different
from those that contain parvalbumin.
The relationship between GFP, galanin, nNOS and

sst2A was analysed in detail in 2 dorsal horns each from
4 mice (selected from the sections used to investigate
coexistence of galanin and nNOS). The GFP cells consti-
tuted 28.8% (25.5-31.2%) of all sst2A neurons in laminae I
and II. When considering the different sub-populations
of sst2A-expressing neurons, GFP cells accounted for
23% (15.9-33.3%) of those that contained galanin but
not nNOS, 57% (44.4-67.4%) of those that contained
nNOS but not galanin, 83% (66.7-90.7%) of the cells that
contained both nNOS and galanin, and 4% (1.9-6%) of
those that contained neither (Figure 3, Figure 4b). GFP
was expressed by 69.2% (62.1-73.5) of all nNOS+/sst2A

+

cells and by 41% (27.4-57.3) of all galanin+/sst2A
+ cells in

laminae I-II.
The intensity of GFP labelling varied considerably

among these cells, and this was related to their expression
pattern for galanin and nNOS, and also to their location
within lamina II (Figure 5). To simplify this part of the
analysis, we divided the cells into 3 groups: those that
were galanin+/nNOS-, or for which the galanin intensity
score was higher than that for nNOS (galanin group),
those that were galanin-/nNOS+ or for which the
nNOS intensity score was higher than that for galanin
(nNOS group) and the few cells for which the intensity
scores for galanin and nNOS were equal ("both" group).
As can be seen from Figure 5, cells belonging to the
galanin group tended to have a lower intensity of GFP
and to be located dorsally, while those in the nNOS
group generally showed stronger GFP labelling and were
located more ventrally within lamina II.
In the sections reacted with anti-GFP, NeuN and propi-
dium iodide, between 676 and 756 (mean 710) neurons in
laminae I and II were included in the disector sample from
the 3 mice, and 3.4% (3.3-3.7%) of these were GFP+. When
laminae I and II were analysed separately, between 71–88
neurons in lamina I were included and none of these were
GFP+, while for lamina II 590–668 (mean 628) neurons
were included in the sample and 3.9% (3.7-4.2%) of these
were GFP+. This result is consistent with our finding
that ~29% of sst2A

+ neurons in laminae I-II contain GFP,
and that sst2A

+ cells account for ~14% of all neurons in
laminae I-II in C57Bl/6 mice [4]. It is somewhat lower



Figure 3 Expression of galanin and nNOS among sst2A
+ neurons

in the superficial dorsal horn, and their relationship with GFP
in the PrP-GFP mouse. The pie chart shows the sizes of different
neurochemical populations among the inhibitory interneurons in
laminae I-II. We have estimated that 54% of the inhibitory interneurons
in this region are sst2A-immunoreactive in a different mouse strain
(C57Bl/6) [4], and the present results indicate that the proportion of
these cells that contain only nNOS, only galanin or both nNOS and
galanin are 17%, 31% and 13%, respectively. The proportions of each
of these populations that are accounted for by GFP+ neurons in the
PrP-GFP mouse are shown in green, with the corresponding
percentages indicated.
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than the estimate of Hantman et al. [35] that 8% of lamina
II neurons were GFP+, and this discrepancy may have
arisen because these authors did not use a stereological
method. Since we have previously estimated that 24.2% of
lamina II neurons are GABAergic in C57Bl/6 mice [4], the
GFP cells are likely to account for ~16% of the inhibitory
interneurons in this lamina.
Figure 4 Strength of immunostaining for nNOS and galanin among s
The frequency of cells with different intensities of labelling for nNOS and g
were pooled from 4 mice (two dorsal horns from each mouse). Although m
showed both types of immunoreactivity. b, The equivalent frequency histo
Responses of PrP-GFP neurons to somatostatin
Whole-cell patch-clamp recordings were performed on
17 PrP-GFP cells in lamina II. Brief subthreshold voltage
steps (100 ms, -70 to −50 mV, 2.5 mV increments) were
applied from a holding potential of −60 mV to establish
the current–voltage (I-V) relationship of the recorded
cells. The resting membrane potential and input resistance
of each cell were determined from the I-V relationship. The
mean resting membrane potential was −54.3 ± 2.5 mV and
the input resistance was 796.6 ± 106.4 MΩ (n = 17). In
current-clamp mode, each cell was injected with suprathres-
hold square-wave current pulses (1 s duration) to character-
ise its firing pattern. All of the cells were able to produce
action potentials repetitively. Most (16/17) showed tonic
firing, as reported previously [35], while the remaining cell
was defined as an initial burst firing cell [10,54].
Since all of the PrP-GFP cells were found to show

sst2A-immunoreactivity, their response to bath-applied
somatostatin was investigated. Application of somato-
statin (2 μM) caused strong hyperpolarisation in all 7
PrP-GFP neurons tested (mean 8.9 ± 2.8 mV) (Figure 6a,b),
which was statistically significant (p < 0.05) (Figure 6b).
To assess the receptor subtype that mediated this
somatostatin-evoked hyperpolarisation, a specific sst2
receptor antagonist, CYN 154806 (1 μM), was applied
prior to and during application of somatostatin (2 μM)
on a further 5 cells. In the presence of CYN 154806,
the application of somatostatin did not change resting
membrane potential in any of these cells (Figure 6c),
st2A
+ and GFP+ neurons in laminae I-II of the PrP-GFP mouse. a,

alanin, graded from 4 (strong) to 1 (very weak), or 0 (negative). Data
any cells were only immunoreactive for nNOS or galanin, some

gram for all of the cells shown in a that were also GFP-labelled.



Figure 5 GFP intensity among galanin and nNOS cells in the superficial dorsal horn of the PrP-GFP mouse and their laminar distribution.
The GFP+ cells that contained either galanin or nNOS were divided into 3 groups: those that had a higher intensity score for galanin (galanin), those
with a higher score for nNOS (nNOS) and those for which the scores were equal (both). a The numbers of cells belonging to each group that were
defined as having weak (1), medium (2), strong (3) or very strong (4) labelling for GFP. Each column shows the mean number of cells per mouse and
the range across the 4 mice. Note that cells in the galanin group tended to have a low level of GFP, while those in the nNOS group often had high
GFP levels. b The laminar location of cells in these 3 groups plotted onto an outline of the superficial dorsal horn. In each drawing the upper line
represents the edge of the dorsal horn and the lower line the lamina II-III border. Cells belonging to the nNOS group are shown as open circles, those
in the galanin group as filled circles and those defined as both as filled triangles. The lower right drawing shows all 3 groups combined.
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indicating that sst2 receptors underlie the membrane
hyperpolarisation.
To investigate the ionic current responsible for the

somatostatin-evoked hyperpolarisation, the I-V relation-
ship for somatostatin-evoked current was generated by
subtracting the I-V plot obtained in the control recording
solution from that obtained in the presence of somatostatin
(n = 7, Figure 6d,e). Fitting a linear regression model,
the reversal potential of this somatostatin current was
approximately −90 mV, which is close to the K+
equilibrium potential (−97 mV) calculated by the
Nernst equation (Figure 6e). Since it has been reported
that the somatostatin-evoked hyperpolarising current is
mediated by inwardly rectifying K+ channels [42,55,56],
we next investigated whether GIRK channels were acti-
vated during somatostatin application. Following bath-
application of the GIRK channel antagonist tertiapin-Q
(0.5 μM), somatostatin (2 μM) did not alter resting mem-
brane potentials in any of the 5 PrP-GFP cells tested
(Figure 6f ). Taken together, these results suggest that



Figure 6 The effect of somatostatin in PrP-GFP neurons. a An example trace showing the membrane hyperpolarisation in response to
somatostatin application. b The membrane potential before (control) and during somatostatin application. The mean hyperpolarisation was 8.9 ±
2.8 mV, and this was statistically significant (p < 0.05, n = 7). c The membrane potential did not change when somatostatin was applied in the
presence of the sst2 receptor antagonist, CYN 154806 (n = 5). d Currents measured in response to brief voltage steps (100 ms, −70 to −50 mV) in
control and somatostatin conditions. e The current–voltage (I-V) relationship for the somatostatin-evoked current (n = 7). The reversal potential of
this current is approximately −90 mV. f The membrane potential did not change when somatostatin was applied in the presence of the GIRK
channel blocker, tertiapin-Q (n = 5), suggesting that the somatostatin-mediated membrane hyperpolarisation in the PrP-GFP cells involves
activation of GIRK channels.
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somatostatin acts through sst2 receptors, which are
coupled to the activation of GIRK channels, to produce
a significant membrane hyperpolarisation of PrP-GFP
neurons.

Discussion
The main findings of this study are that: (1) sst2A is re-
stricted to inhibitory interneurons in mouse superficial
dorsal horn and that its expression among neurochem-
ical subpopulations is similar to that reported in rat [13];
(2) unlike the situation in the rat [31], there is some co-
existence of nNOS and galanin in superficial dorsal horn
neurons in mouse; (3) all GFP cells in lamina II of the
PrP-GFP mouse possess sst2A receptors, and virtually all
express nNOS and/or galanin; and (4) the GFP cells are
all hyperpolarised by somatostatin, an effect that is pre-
vented by application of a specific sst2 receptor antagon-
ist or a GIRK-channel blocker.

Neurochemical populations of interneurons in the mouse
It is important to identify distinct populations among
the inhibitory interneurons in the superficial dorsal horn,
as these are likely to have specific functions, for example
preventing different types of pain [7], suppressing itch [6],
or regulating other sensory inputs [36]. We have previ-
ously identified 4 non-overlapping populations among the
GABAergic neurons in this region in the rat [31], and have
shown that these differ in their expression of sst2A, which
is present on approximately half of the inhibitory cells in
laminae I-II [32]. Galanin- and nNOS-containing cells were
found to constitute ~60% of the sst2A-expressing neurons
in the rat, while most cells with NPY (84%) and all of those
with parvalbumin did not possess sst2A receptors [13]. The
present results demonstrate that a similar arrangement ap-
plies in the mouse, since cells with galanin and/or nNOS
again constitute ~60% of those with sst2A. However, there
are two differences between the species: firstly, the propor-
tion of NPY cells that express sst2A is somewhat higher
(24% in mouse, compared with 16% in rat [13]), and
secondly there is a significant population of cells that
contain both galanin and nNOS in the mouse. These
cells correspond to 30% of those with galanin and 56% of
those with nNOS, and they generally contain relatively
low levels of both substances.
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There is already evidence that these neurochemically
defined populations differ in their postsynaptic targets.
We have reported that in the rat, GABAergic axons
containing NPY preferentially innervate lamina III pro-
jection neurons that express the neurokinin 1 receptor
(NK1r) [57,58], while some of those that contain nNOS
are presynaptic to giant lamina I spinoparabrachial neu-
rons [59]. It has also been shown that the parvalbumin-
containing inhibitory interneurons, most of which are
islet cells [60], give rise to axoaxonic synapses on low-
threshold myelinated primary afferents, and these cells
are therefore presumably involved in the regulation of
tactile inputs [36]. In the case of the NPY innervation of
lamina III projection neurons, this is thought to arise from
a specific subset of NPY-containing inhibitory interneurons
[57], and a similar arrangement may also apply to the
nNOS inputs to the giant lamina I cells. If this is the
case, it would suggest that the populations defined by
these neurochemical markers are not homogeneous, but
are likely to contain further subpopulations that differ
in connections, and therefore function.

PrP-GFP cells and the nNOS and galanin populations of
inhibitory interneurons
In a series of elegant studies, Perl and colleagues have
described the physiological properties of the PrP-GFP
cells in detail [34,35,40]. These cells receive monosynaptic
primary afferent input from a class of relatively fast-
conducting C fibres, but not from Aδ afferents. They also
show specific patterns of connection to other neurons in
lamina II, since they can be reciprocally connected to islet
cells (which are also GABAergic), and can be presynaptic
(but not postsynaptic) to excitatory vertical cells [40].
These studies had already provided evidence that at least

the majority of the PrP-GFP cells were inhibitory, as GABA
immunoreactivity was seen in >80% of them [35], and they
invariably generated IPSCs in the postsynaptic cell in paired
recordings [40]. Here we show that all of these cells are in-
hibitory, since they all express sst2A, which is restricted to
GABA-immunoreactive neurons in lamina II. As stated by
Hantman et al. [35], it is likely that their failure to detect
GABA in all of the PrP-GFP cells was due to limited pene-
tration of GABA-immunostaining. This was not an issue in
the present study, as our assessment of GABA in sst2A

+ cells
was restricted to those located at the section surface.
Our immunocytochemical findings with the PrP-GFP

cells further support the neurochemical classification
scheme outlined above, since the GFP cells were entirely
contained among those inhibitory interneurons that express
sst2A [4], and within this group, they corresponded to
part of the set that contained nNOS and/or galanin.
The expression of GFP among the nNOS- and galanin-
containing inhibitory interneuron populations was not
random, as GFP cells accounted for less than a quarter of
the galanin+/nNOS- cells, over half of the galanin-/nNOS+

cells, and the great majority (>80%) of those that contained
both nNOS and galanin. In addition, the strength of GFP
labelling tended to be higher in the nNOS-containing cells.
Although both nNOS- and galanin-containing inhibitory

interneurons express sst2A, several features indicate that in
the rat there are significant differences between them.
Glycine is often present at high levels in the nNOS cells,
but is not enriched in the galanin-containing cells [51,61].
This suggests that nNOS (but not galanin) cells may
use glycine as a co-transmitter, although it is not known
whether somatic glycine enrichment is a reliable marker
for glycinergic neurons [39]. In addition, although studies
with the transcription factor Fos indicate that both types
can respond to noxious stimuli, the nNOS cells appear far
less likely to phosphorylate extracellular signal-regulated
kinases than the galanin cells, and are less responsive
to subcutaneous injection of capsaicin [13]. However,
the present results indicate that there are common fea-
tures between nNOS and galanin populations in the
mouse, since some cells can contain both substances,
and the PrP-GFP cells include those with nNOS and/or
galanin. The Allen Brain atlas shows that although
cells with mRNA for galanin are concentrated in lam-
ina I and the outer part of lamina II in adult mice
(matching the pattern seen with immunocytochemistry),
they are more widely distributed at P4, with numerous
cells located in the inner half of lamina II and lamina III.
In contrast, expression of nNOS by neurons in laminae
I-III appears relatively late in development, with the
adult pattern only being established by the end of the
third postnatal week in the rat [62]. This raises the pos-
sibility that some inhibitory interneurons may initially
contain galanin, and then switch to nNOS expression
during postnatal development. If so, then this mechan-
ism may be more effective in the rat, whereas in the
mouse some cells continue to express both nNOS and
galanin, but with relatively low levels of each. We have
recently found that in mice lacking the transcription
factor Bhlhb5 [6], there is a substantial loss of cells that
contain nNOS and/or galanin, but not of other inhibi-
tory interneurons, (AJT, EP, D Cameron and SE Ross,
unpublished data), which supports the suggestion that
the nNOS and galanin cells are developmentally linked.
As stated above, studies with activity-dependent markers

have suggested that there are differences in the responsive-
ness of nNOS- and galanin-containing cells in the rat
superficial dorsal horn to different forms of noxious stimu-
lation [13]. Both populations seem to be activated by nox-
ious heat and subcutaneous formalin, while the galanin
(but not the nNOS) cells also respond to capsaicin. It will
therefore be of interest to determine in future studies
whether there are similar differences between these neuro-
chemical populations in the mouse, and if so, how the cells
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that co-express nNOS and galanin respond to these stimuli.
It will also be important to see whether there are dif-
ferences in the types of primary afferent that innervate
these populations.

Role of somatostatin
Our pharmacological results are consistent with the
anatomical finding of sst2A expression by PrP-GFP cells,
since all of the GFP neurons tested were hyperpolarised
by bath-applied somatostatin, and this effect was pre-
vented by a specific sst2 antagonist. Kim et al. [42] had
previously reported that the somatostatin-evoked hyper-
polarization of lamina II neurons involved GIRK chan-
nels, and our finding that the action of somatostatin on
the GFP cells was blocked by tertiapin-Q supports this
conclusion. Further evidence for the specificity of som-
atostatin comes from the observation that it does not
cause outward currents when applied to excitatory in-
terneurons in lamina II of the rat [14]. This consistency
between anatomical and pharmacological results is in
contrast to findings with the μ-opioid receptor MOR-1,
since MOR-1-immunoreactivity is apparently restricted
to a small proportion (~10%) of lamina II neurons [63],
whereas hyperpolarising effects of μ-opioid agonists are
seen on a far higher proportion (often more than 50%)
of neurons recorded in both lamina I and II [64-67].
Among the 5 somatostatin receptors, only sst2 appears

to be expressed by neurons in the mouse superficial
dorsal horn (Allen Brain atlas), although both sst1 and
sst2 receptors are present on small and medium-sized
(presumed nociceptive) primary afferents [68,69]. Several
previous studies have reported that sst2A receptors were
concentrated in the superficial dorsal horn [4,32,68-70],
and we have demonstrated that in both rat and mouse
these are virtually restricted to GABAergic interneurons
[4,14,32] (present study). Since somatostatin exerts an in-
hibitory action, activation of sst2A receptors on these in-
terneurons should lead to disinhibition, and is therefore
likely to increase sensory transmission, for example result-
ing in increased pain or itch [14]. In contrast, activation of
somatostatin receptors on primary afferents would sup-
press sensory transmission. It is therefore not surprising
that both pro-nociceptive [71-73] and anti-nociceptive
[74-76] effects of intrathecal somatostatin have been
reported. In fact, the main behavioural sign that was seen
following intrathecal administration of a low dose of som-
atostatin was caudally directed biting and scratching, and
although this was interpreted as increased pain [71-73], it
could also have been caused by increased itching.
The somatostatin that acts on the sst2A receptors

expressed by the GFP cells could originate from primary
afferents [77] and/or excitatory interneurons in lamina II
[78]. Nakatsuka et al. [56] were able to evoke a GIRK-
mediated hyperpolarisation in some lamina II neurons,
which was thought to be caused by somatostatin, as it
was partially occluded by somatostatin-evoked cur-
rents, and was blocked by the non-specific antagonist
cyclo-somatostatin. This hyperpolarisation was con-
sistently obtained by focal electrical stimulation in the
dorsal horn, but not by dorsal root stimulation, which
suggests that the excitatory interneurons may be a
more important source of somatostatin acting on these
receptors, contributing to the intrinsic modulation of
the neuronal network in the superficial dorsal horn.
Hantman and Perl [34] have shown that all the PrP-GFP
cells tested were hyperpolarised by both norepinephrine
and serotonin, whereas varied responses were observed for
other lamina II neurons. Taken together with the present
results, this indicates that the PrP-GFP cells show consist-
ent responses to a variety of neuromodulators.
Conclusions
These results demonstrate that the neurochemical organ-
isation of inhibitory interneurons in the superficial dorsal
horn of the mouse is similar to that previously reported for
the rat. The finding that all GFP+ neurons in the PrP-GFP
mouse possess sst2A receptors, and that they express nNOS
and/or galanin supports the suggestion that neurochemistry
provides a useful way of defining functional populations
among the interneurons in the superficial laminae. The
present findings, taken together with previous reports that
the PrP-GFP cells form a relatively homogeneous popula-
tion in terms of their physiological properties, suggest that
these cells may have discrete functional roles in processing
somatosensory information.

Abbreviations
GFP: Green fluorescent protein; GIRK: G-protein-coupled inwardly rectifying K+;
NA: Numerical aperture; nNOS: Neuronal nitric oxide synthase;
NPY: Neuropeptide Y.

Competing interests
The authors declare that they have no competing interests.

Authors’ contributions
NI was involved in design of the electrophysiological part of the study,
performed the patch-clamp experiments and analysed the resulting data; FG
participated in the anatomical studies and analysed the data; EP contributed
to the anatomical studies; JSR helped design the electrophysiological
experiments and contributed to data interpretation; AJT conceived the study,
participated in the design, experiments and analysis, and drafted the
manuscript. All authors read and approved the final manuscript.

Acknowledgements
We are grateful to Dr ER Perl, Dr AN van den Pol and Ms B Taylor-Blake for
the gift of PrP-GFP mice, to Dr T Yasaka for expert advice, to Mr R Kerr and
Ms C Watt for excellent technical assistance, and to Profs P.C. Emson, D.V.
Pow and M. Watanabe for the generous gifts of antibodies. The work was
supported by the BBSRC and the Wellcome Trust.

Received: 25 September 2013 Accepted: 28 October 2013
Published: 31 October 2013



Iwagaki et al. Molecular Pain 2013, 9:56 Page 12 of 13
http://www.molecularpain.com/content/9/1/56
References
1. Todd AJ: Neuronal circuitry for pain processing in the dorsal horn. Nat

Rev Neurosci 2010, 11:823–836.
2. Polgár E, Hughes DI, Riddell JS, Maxwell DJ, Puskar Z, Todd AJ: Selective

loss of spinal GABAergic or glycinergic neurons is not necessary for
development of thermal hyperalgesia in the chronic constriction injury
model of neuropathic pain. Pain 2003, 104:229–239.

3. Todd AJ, Sullivan AC: Light microscope study of the coexistence of
GABA-like and glycine-like immunoreactivities in the spinal cord of the
rat. J Comp Neurol 1990, 296:496–505.

4. Polgár E, Durrieux C, Hughes DI, Todd AJ: A quantitative study of
inhibitory interneurons in laminae I-III of the mouse spinal dorsal horn.
PloS one 2013:e78309.

5. Basbaum AI, Bautista DM, Scherrer G, Julius D: Cellular and molecular
mechanisms of pain. Cell 2009, 139:267–284.

6. Ross SE, Mardinly AR, McCord AE, Zurawski J, Cohen S, Jung C, Hu L, Mok SI,
Shah A, Savner EM, et al: Loss of inhibitory interneurons in the dorsal
spinal cord and elevated itch in Bhlhb5 mutant mice. Neuron 2010,
65:886–898.

7. Sandkuhler J: Models and mechanisms of hyperalgesia and allodynia.
Physiol Rev 2009, 89:707–758.

8. Zeilhofer HU, Wildner H, Yevenes GE: Fast synaptic inhibition in spinal
sensory processing and pain control. Physiol Rev 2012, 92:193–235.

9. Gobel S: Golgi studies of the neurons in layer II of the dorsal horn
of the medulla (trigeminal nucleus caudalis). J Comp Neurol 1978,
180:395–413.

10. Graham BA, Brichta AM, Callister RJ: Moving from an averaged to specific
view of spinal cord pain processing circuits. J Neurophysiol 2007,
98:1057–1063.

11. Grudt TJ, Perl ER: Correlations between neuronal morphology and
electrophysiological features in the rodent superficial dorsal horn.
J Physiol 2002, 540:189–207.

12. Heinke B, Ruscheweyh R, Forsthuber L, Wunderbaldinger G, Sandkuhler J:
Physiological, neurochemical and morphological properties of a
subgroup of GABAergic spinal lamina II neurones identified by
expression of green fluorescent protein in mice. J Physiol 2004,
560:249–266.

13. Polgár E, Sardella TCP, Tiong SYX, Locke S, Watanabe M, Todd AJ:
Functional differences between neurochemically-defined populations of
inhibitory interneurons in the rat spinal cord. Pain 2013, 2606–2615. in press.

14. Yasaka T, Tiong SYX, Hughes DI, Riddell JS, Todd AJ: Populations of
inhibitory and excitatory interneurons in lamina II of the adult rat spinal
dorsal horn revealed by a combined electrophysiological and anatomical
approach. Pain 2010, 151:475–488.

15. Maxwell DJ, Belle MD, Cheunsuang O, Stewart A, Morris R: Morphology of
inhibitory and excitatory interneurons in superficial laminae of the rat
dorsal horn. J Physiol 2007, 584:521–533.

16. Davies AJ, North RA: Electrophysiological and morphological properties of
neurons in the substantia gelatinosa of the mouse trigeminal
subnucleus caudalis. Pain 2009, 146:214–221.

17. Laing I, Todd AJ, Heizmann CW, Schmidt HH: Subpopulations of
GABAergic neurons in laminae I-III of rat spinal dorsal horn defined by
coexistence with classical transmitters, peptides, nitric oxide synthase or
parvalbumin. Neuroscience 1994, 61:123–132.

18. Light AR, Trevino DL, Perl ER: Morphological features of functionally
defined neurons in the marginal zone and substantia gelatinosa of the
spinal dorsal horn. J Comp Neurol 1979, 186:151–171.

19. Lu Y, Perl ER: A specific inhibitory pathway between substantia
gelatinosa neurons receiving direct C-fiber input. J Neurosci 2003,
23:8752–8758.

20. Lu Y, Perl ER: Modular organization of excitatory circuits between
neurons of the spinal superficial dorsal horn (laminae I and II). J Neurosci
2005, 25:3900–3907.

21. Réthelyi M, Light AR, Perl ER: Synaptic ultrastructure of functionally and
morphologically characterized neurons of the superficial spinal dorsal
horn of cat. J Neurosci 1989, 9:1846–1863.

22. Santos SF, Rebelo S, Derkach VA, Safronov BV: Excitatory interneurons
dominate sensory processing in the spinal substantia gelatinosa of rat.
J Physiol 2007, 581:241–254.

23. Todd AJ, Lewis SG: The morphology of Golgi-stained neurons in lamina II
of the rat spinal cord. J Anat 1986, 149:113–119.
24. Wang H, Zylka MJ: Mrgprd-expressing polymodal nociceptive neurons
innervate most known classes of substantia gelatinosa neurons.
J Neurosci 2009, 29:13202–13209.

25. Woolf CJ, Fitzgerald M: The properties of neurones recorded in the
superficial dorsal horn of the rat spinal cord. J Comp Neurol 1983,
221:313–328.

26. Hu HJ, Gereau RW: ERK integrates PKA and PKC signaling in superficial
dorsal horn neurons. II. Modulation of neuronal excitability. J
Neurophysiol 2003, 90:1680–1688.

27. Brohl D, Strehle M, Wende H, Hori K, Bormuth I, Nave KA, Muller T,
Birchmeier C: A transcriptional network coordinately determines
transmitter and peptidergic fate in the dorsal spinal cord. Dev Biol 2008,
322:381–393.

28. Wildner H, Das Gupta R, Brohl D, Heppenstall PA, Zeilhofer HU, Birchmeier
C: Genome-wide expression analysis of Ptf1a- and Ascl1-deficient mice
reveals new markers for distinct dorsal horn interneuron populations
contributing to nociceptive reflex plasticity. J Neurosci 2013,
33:7299–7307.

29. Todd AJ, McKenzie J: GABA-immunoreactive neurons in the dorsal horn
of the rat spinal cord. Neuroscience 1989, 31:799–806.

30. Yasaka T, Kato G, Furue H, Rashid MH, Sonohata M, Tamae A, Murata Y,
Masuko S, Yoshimura M: Cell-type-specific excitatory and inhibitory
circuits involving primary afferents in the substantia gelatinosa of the rat
spinal dorsal horn in vitro. J Physiol 2007, 581:603–618.

31. Tiong SYX, Polgár E, van Kralingen JC, Watanabe M, Todd AJ: Galanin-
immunoreactivity identifies a distinct population of inhibitory
interneurons in laminae I-III of the rat spinal cord. Mol Pain 2011, 7:36.

32. Todd AJ, Spike RC, Polgar E: A quantitative study of neurons which
express neurokinin-1 or somatostatin sst2a receptor in rat spinal dorsal
horn. Neuroscience 1998, 85:459–473.

33. Daniele CA, MacDermott AB: Low-threshold primary afferent drive onto
GABAergic interneurons in the superficial dorsal horn of the mouse.
J Neurosci 2009, 29:686–695.

34. Hantman AW, Perl ER: Molecular and genetic features of a labeled class
of spinal substantia gelatinosa neurons in a transgenic mouse. J Comp
Neurol 2005, 492:90–100.

35. Hantman AW, van den Pol AN, Perl ER: Morphological and physiological
features of a set of spinal substantia gelatinosa neurons defined by
green fluorescent protein expression. J Neurosci 2004, 24:836–842.

36. Hughes DI, Sikander S, Kinnon CM, Boyle KA, Watanabe M, Callister RJ,
Graham BA: Morphological, neurochemical and electrophysiological
features of parvalbumin-expressing cells: a likely source of axo-axonic
inputs in the mouse spinal dorsal horn. J Physiol 2012, 590:3927–3951.

37. Leitner J, Westerholz S, Heinke B, Forsthuber L, Wunderbaldinger G, Jager T,
Gruber-Schoffnegger D, Braun K, Sandkuhler J: Impaired excitatory drive to
spinal GABAergic neurons of neuropathic mice. PloS one 2013, 8:e73370.

38. Mesnage B, Gaillard S, Godin AG, Rodeau JL, Hammer M, Von Engelhardt J,
Wiseman PW, De Koninck Y, Schlichter R, Cordero-Erausquin M:
Morphological and functional characterization of cholinergic
interneurons in the dorsal horn of the mouse spinal cord. J Comp Neurol
2011, 519:3139–3158.

39. Zeilhofer HU, Studler B, Arabadzisz D, Schweizer C, Ahmadi S, Layh B, Bosl
MR, Fritschy JM: Glycinergic neurons expressing enhanced green
fluorescent protein in bacterial artificial chromosome transgenic mice.
J Comp Neurol 2005, 482:123–141.

40. Zheng J, Lu Y, Perl ER: Inhibitory neurones of the spinal substantia
gelatinosa mediate interaction of signals from primary afferents. J Physiol
2010, 588:2065–2075.

41. van den Pol AN, Ghosh PK, Liu RJ, Li Y, Aghajanian GK, Gao XB: Hypocretin
(orexin) enhances neuron activity and cell synchrony in developing
mouse GFP-expressing locus coeruleus. J Physiol 2002, 541:169–185.

42. Kim SJ, Chung WH, Rhim H, Eun SY, Jung SJ, Kim J: Postsynaptic action
mechanism of somatostatin on the membrane excitability in spinal
substantia gelatinosa neurons of juvenile rats. Neuroscience 2002,
114:1139–1148.

43. Ottersen OP, Storm-Mathiesen J: Localization of amino acid
neurotransmitters by immunocytochemistry. Trends Neurosci 1987,
10:250–255.

44. Somogyi P, Hodgson AJ, Chubb IW, Penke B, Erdei A: Antisera to gamma-
aminobutyric acid. II. Immunocytochemical application to the central
nervous system. J Histochem Cytochem 1985, 33:240–248.



Iwagaki et al. Molecular Pain 2013, 9:56 Page 13 of 13
http://www.molecularpain.com/content/9/1/56
45. Sardella TC, Polgar E, Watanabe M, Todd AJ: A quantitative study of
neuronal nitric oxide synthase expression in laminae I-III of the rat spinal
dorsal horn. Neuroscience 2011, 192:708–720.

46. Sloviter RS, Ali-Akbarian L, Horvath KD, Menkens KA: Substance P receptor
expression by inhibitory interneurons of the rat hippocampus: enhanced
detection using improved immunocytochemical methods for the
preservation and colocalization of GABA and other neuronal markers.
J Comp Neurol 2001, 430:283–305.

47. Polgár E, Sardella T, Watanabe M, Todd AJ: A quantitative study of NPY-
expressing GABAergic neurons and axons in rat spinal dorsal horn.
J Comp Neurol 2011, 519:1007–1023.

48. Pow DV, Crook DK: Extremely high titre polyclonal antisera against small
neurotransmitter molecules: rapid production, characterisation and use
in light- and electron-microscopic immunocytochemistry. J Neurosci
Methods 1993, 48:51–63.

49. Herbison AE, Simonian SX, Norris PJ, Emson PC: Relationship of neuronal
nitric oxide synthase immunoreactivity to GnRH neurons in the
ovariectomized and intact female rat. J Neuroendocrinol 1996, 8:73–82.

50. Rowan S, Todd AJ, Spike RC: Evidence that neuropeptide Y is present in
GABAergic neurons in the superficial dorsal horn of the rat spinal cord.
Neuroscience 1993, 53:537–545.

51. Simmons DR, Spike RC, Todd AJ: Galanin is contained in GABAergic
neurons in the rat spinal dorsal horn. Neurosci Lett 1995, 187:119–122.

52. Makwana M, Werner A, Acosta-Saltos A, Gonitel R, Pararajasingham A, Ruff
C, Rumajogee P, Cuthill D, Galiano M, Bohatschek M, et al: Peripheral facial
nerve axotomy in mice causes sprouting of motor axons into
perineuronal central white matter: time course and molecular
characterization. J Comp Neurol 2010, 518:699–721.

53. Mullen RJ, Buck CR, Smith AM: NeuN, a neuronal specific nuclear protein
in vertebrates. Development 1992, 116:201–211.

54. Ruscheweyh R, Sandkuhler J: Lamina-specific membrane and discharge
properties of rat spinal dorsal horn neurones in vitro. J Physiol 2002,
541:231–244.

55. Jiang N, Furue H, Katafuchi T, Yoshimura M: Somatostatin directly inhibits
substantia gelatinosa neurons in adult rat spinal dorsal horn in vitro.
Neurosci Res 2003, 47:97–107.

56. Nakatsuka T, Fujita T, Inoue K, Kumamoto E: Activation of GIRK channels in
substantia gelatinosa neurones of the adult rat spinal cord: a possible
involvement of somatostatin. J Physiol 2008, 586:2511–2522.

57. Polgar E, Sardella TC, Watanabe M, Todd AJ: Quantitative study of NPY-
expressing GABAergic neurons and axons in rat spinal dorsal horn.
J Comp Neurol 2011, 519:1007–1023.

58. Polgár E, Shehab SA, Watt C, Todd AJ: GABAergic neurons that contain
neuropeptide Y selectively target cells with the neurokinin 1 receptor in
laminae III and IV of the rat spinal cord. J Neurosci 1999, 19:2637–2646.

59. Puskár Z, Polgár E, Todd AJ: A population of large lamina I projection
neurons with selective inhibitory input in rat spinal cord. Neuroscience
2001, 102:167–176.

60. Antal M, Freund TF, Polgar E: Calcium-binding proteins, parvalbumin- and
calbindin-D 28 k-immunoreactive neurons in the rat spinal cord and
dorsal root ganglia: a light and electron microscopic study. J Comp
Neurol 1990, 295:467–484.

61. Spike RC, Todd AJ, Johnston HM: Coexistence of NADPH diaphorase with
GABA, glycine, and acetylcholine in rat spinal cord. J Comp Neurol 1993,
335:320–333.

62. Liuzzi FJ, Wu W, Scoville SA, Schinco FP: Development of nitric oxide
synthase expression in the superficial dorsal horn of the rat spinal cord.
Exp Neurol 1993, 121:275–278.

63. Kemp T, Spike RC, Watt C, Todd AJ: The mu-opioid receptor (MOR1) is
mainly restricted to neurons that do not contain GABA or glycine in
the superficial dorsal horn of the rat spinal cord. Neuroscience 1996,
75:1231–1238.

64. Jeftinija S: Enkephalins modulate excitatory synaptic transmission in the
superficial dorsal horn by acting at mu-opioid receptor sites. Brain
research 1988, 460:260–268.

65. Yoshimura M, North RA: Substantia gelatinosa neurones hyperpolarized in
vitro by enkephalin. Nature 1983, 305:529–530.

66. Schneider SP, Eckert WA 3rd, Light AR: Opioid-activated postsynaptic,
inward rectifying potassium currents in whole cell recordings in
substantia gelatinosa neurons. J Neurophysiol 1998, 80:2954–2962.
67. Grudt TJ, Williams JT: mu-Opioid agonists inhibit spinal trigeminal
substantia gelatinosa neurons in guinea pig and rat. J Neurosci 1994,
14:1646–1654.

68. Imhof AK, Gluck L, Gajda M, Lupp A, Brauer R, Schaible HG, Schulz S:
Differential antiinflammatory and antinociceptive effects of the
somatostatin analogs octreotide and pasireotide in a mouse model of
immune-mediated arthritis. Arthritis Rheum 2011, 63:2352–2362.

69. Schulz S, Schreff M, Schmidt H, Handel M, Przewlocki R, Hollt V:
Immunocytochemical localization of somatostatin receptor sst2A in the
rat spinal cord and dorsal root ganglia. Eur J Neurosci 1998, 10:3700–3708.

70. Schindler M, Sellers LA, Humphrey PP, Emson PC: Immunohistochemical
localization of the somatostatin SST2(A) receptor in the rat brain and
spinal cord. Neuroscience 1997, 76:225–240.

71. Seybold VS, Hylden JL, Wilcox GL: Intrathecal substance P and
somatostatin in rats: behaviors indicative of sensation. Peptides 1982,
3:49–54.

72. Wiesenfeld-Hallin Z: Intrathecal somatostatin modulates spinal sensory
and reflex mechanisms: behavioral and electrophysiological studies in
the rat. Neurosci Lett 1985, 62:69–74.

73. Wiesenfeld-Hallin Z: Somatostatin and calcitonin gene-related peptide
synergistically modulate spinal sensory and reflex mechanisms in the
rat: behavioral and electrophysiological studies. Neurosci Lett 1986,
67:319–323.

74. Chapman V, Dickenson AH: The effects of sandostatin and somatostatin
on nociceptive transmission in the dorsal horn of the rat spinal cord.
Neuropeptides 1992, 23:147–152.

75. Gaumann DM, Yaksh TL: Intrathecal somatostatin in rats: antinociception
only in the presence of toxic effects. Anesthesiology 1988, 68:733–742.

76. Mollenholt P, Post C, Rawal N, Freedman J, Hokfelt T, Paulsson I:
Antinociceptive and 'neurotoxic' actions of somatostatin in rat spinal
cord after intrathecal administration. Pain 1988, 32:95–105.

77. Hokfelt T, Elde R, Johansson O, Luft R, Arimura A: Immunohistochemical
evidence for presence of somatostatin, a powerful inhibitory peptide, in
some primary sensory neurons. Neurosci Lett 1975, 1:231–235.

78. Proudlock F, Spike RC, Todd AJ: Immunocytochemical study of
somatostatin, neurotensin, GABA, and glycine in rat spinal dorsal horn.
J Comp Neurol 1993, 327:289–297.

doi:10.1186/1744-8069-9-56
Cite this article as: Iwagaki et al.: Neurochemical characterisation of
lamina II inhibitory interneurons that express GFP in the PrP-GFP
mouse. Molecular Pain 2013 9:56.
Submit your next manuscript to BioMed Central
and take full advantage of: 

• Convenient online submission

• Thorough peer review

• No space constraints or color figure charges

• Immediate publication on acceptance

• Inclusion in PubMed, CAS, Scopus and Google Scholar

• Research which is freely available for redistribution

Submit your manuscript at 
www.biomedcentral.com/submit


	Abstract
	Background
	Results
	Conclusions

	Background
	Methods
	Neurochemistry of inhibitory interneurons
	Animals
	General features of tissue processing, confocal microscopy and analysis
	GABA, sst2A and nNOS
	Neurochemical markers in PrP-GFP mice and their expression by GFP+ cells
	Proportion of superficial dorsal horn neurons with GFP in PrP-GFP mice
	Characterisation of antibodies

	Responses of PrP-GFP cells to somatostatin
	Statistical tests

	Results
	Neurochemistry of interneuron populations
	GFP neurons in the PrP-GFP mouse
	Responses of PrP-GFP neurons to somatostatin

	Discussion
	Neurochemical populations of interneurons in the mouse
	PrP-GFP cells and the nNOS and galanin populations of inhibitory interneurons
	Role of somatostatin

	Conclusions
	Abbreviations
	Competing interests
	Authors’ contributions
	Acknowledgements
	References


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /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 0.1000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /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 (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV <>
    /HUN <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. 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 for quality printing on desktop printers and proofers.  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 /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.440 793.440]
>> setpagedevice


