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Abstract

expressed under control of the GRP promoter.

in this region.

substance P or the closely related peptide neurokinin A.

Background: Gastrin-releasing peptide (GRP) and its receptor have been shown to play an important role in the
sensation of itch. However, although GRP immunoreactivity has been detected in the spinal dorsal horn, there is
debate about whether this originates from primary afferents or local excitatory interneurons. We therefore examined
the relation of GRP immunoreactivity to that seen with antibodies that label primary afferent or excitatory interneuron
terminals. We tested the specificity of the GRP antibody by preincubating with peptides with which it could potentially
cross-react. We also examined tissue from a mouse line in which enhanced green fluorescent protein (EGFP) is

Results: GRP immunoreactivity was seen in both primary afferent and non-primary glutamatergic axon terminals in
the superficial dorsal horn. However, immunostaining was blocked by pre-incubation of the antibody with substance P,
which is present at high levels in many nociceptive primary afferents. EGFP* cells in the GRP-EGFP mouse did not
express Pax2, and their axons contained the vesicular glutamate transporter 2 (VGLUT2), indicating that they

are excitatory interneurons. In most cases, their axons were also GRP-immunoreactive. Multiple-labelling
immunocytochemical studies indicated that these cells did not express either of the preprotachykinin peptides,
and that they generally lacked protein kinase Cy, which is expressed by a subset of the excitatory interneurons

Conclusions: These results show that GRP is expressed by a distinct population of excitatory interneurons in
laminae I-Il that are likely to be involved in the itch pathway. They also suggest that the GRP immunoreactivity
seen in primary afferents in previous studies may have resulted from cross-reaction of the GRP antibody with

Background

Itch is an aversive sensation, distinct from pain, which is
associated with the desire to scratch. Chronic itch is a
common and distressing condition associated with many
diseases and certain drug treatments [1], and often occurs
in the absence of obvious disease [2]. Since it is difficult to
treat, chronic itch represents a major unmet clinical need,
and there has therefore been considerable interest in the
peripheral and central mechanisms that underlie the per-
ception of itch [3,4].
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A major advance in our understanding came with the
finding that gastrin-releasing peptide (GRP, a member of
the bombesin family) and its receptor, gastrin-releasing
peptide receptor (GRPR) play an important role in itch
[5,6]. Specifically, it was shown that itch (but not pain)
behaviour was dramatically reduced in mice lacking
GRPR [5], and also in mice in which GRPR-expressing
neurons in the spinal cord had been ablated by intra-
thecal injection of bombesin conjugated to saporin [6].
It was also reported that GRP was present in a subset of
dorsal root ganglion (DRG) cells, identified by the pres-
ence of calcitonin gene-related peptide (CGRP) [5], which
is thought to be expressed by all peptidergic primary affer-
ents [7]. However, while it is generally accepted that GRP
is an important mediator if itch [3], there has been debate
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about whether it is expressed by primary afferents. For ex-
ample, several papers have reported that the level of GRP
mRNA is very low in the DRG [8-10], and it has been
suggested that the staining seen with GRP antibodies in
primary afferents represented cross-reaction with one of
two other peptides that are present in these afferents:
neuromedin B (NMB) or substance P [8,9].

There is also disagreement over whether dorsal horn
neurons express GRP. Although Sun and Chen [5] found
no GRP mRNA in the superficial dorsal horn of adult
mice, other published studies [8,10-15] and the Allen Brain
atlas [16] have reported numerous GRP mRNA-positive
cells in laminae I-1I. These were found to be absent in mice
lacking the transcription factors Lmx1b, TIx3 or Gsx1/2
[11,12,15], which are required for normal development of
the glutamatergic phenotype, suggesting that they were
excitatory interneurons [17-19]. In addition, many cells
containing enhanced green fluorescent protein (EGEP) are
seen in this region in a BAC transgenic mouse line from
the GENSAT project, Tg(GRP-EGFP), in which expression
of EGFP is under control of the GRP promoter [10]. How-
ever, Liu et al. [20] have recently questioned whether the
GRP mRNA in superficial dorsal horn neurons is trans-
lated into GRP.

Most (if not all) peptide-expressing primary afferents
contain CGRP [7], which is restricted to primary affer-
ents in the dorsal horn, and peptidergic primary afferent
terminals can therefore be identified by the presence of
CGRP [21,22]. The axons of glutamatergic interneurons
can be detected with antibodies against the vesicular
glutamate transporter 2 (VGLUT2), which is thought to
be expressed by all excitatory interneurons in this region
[23,24]. Despite the controversy over the source of
GRP-immunoreactive axons in the superficial laminae,
there have apparently been no studies to date in which
co-expression of GRP with either of these markers has
been investigated within the dorsal horn.

The main aim of this study was to determine whether
GRP-immunoreactivity could be detected in peptidergic
(CGRP") afferent terminals and/or in VGLUT2"/CGRP"~
boutons, which are likely to originate from local excita-
tory interneurons. Because many of the latter express
somatostatin [23-25] we looked for co-localisation of
GRP and somatostatin in VGLUT2-containing profiles.
We also tested the specificity of the GRP antibody by
pre-absorption with NMB and substance P. Finally, we
examined tissue from the GRP-EGFP mouse line, to look
for evidence that GRP was present in EGFP expressing
cells, and to provide an initial characterisation of these
cells.

Methods
All animal experiments were approved by the Ethical
Review Process Applications Panel of the University of
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Glasgow and were performed in accordance with the
European Community directive 86/609/EC and the UK
Animals (Scientific Procedures) Act 1986.

Animals and general features of tissue processing

Three adult C57Bl/6 mice of either sex (21-24 g) and 2
Tg(GRP-EGFP) mice of either sex (21 g, 27 g) (GENSAT)
[10] were deeply anaesthetised with pentobarbitone
(30 mg i.p.) and perfused through the left ventricle with
fixative that contained 4% freshly depolymerised formalde-
hyde in 0.1 M PB. Lumbar spinal cord segments (L2-5)
were dissected out and stored for 1-5 hours in the same
fixative. They were then cut into transverse or sagittal sec-
tions with a vibrating-blade microtome and immersed in
50% ethanol for 30 mins to enhance antibody penetration.

Multiple-labelling immunofluorescence staining was
performed as described previously [26-28]. Briefly,
sections were incubated for 1-3 days in mixtures of
primary antibodies and then for 4-18 hours in species-
specific secondary antibodies that were raised in don-
key and conjugated to Rhodamine Red, Alexa 488,
Alexa 647, Pacific Blue or biotin (Jackson Immunore-
search, West Grove, PA, USA). All secondary anti-
bodies were diluted 1:500, apart from those conjugated
to Pacific Blue or Rhodamine Red, which were diluted
1:200 and 1:100, respectively. The biotinylated anti-
body was revealed with Pacific Blue conjugated to
avidin (1:1000; Life Technologies, Paisley, UK). All
antibodies were diluted in PBS that contained 0.3%
Triton X-100 and incubations were at 4°C. Following
the immunocytochemical reaction, sections were mounted
in anti-fade medium and stored at -20°C. Details of all pri-
mary antibodies used, their sources and concentrations
are given in Table 1.

Sections were scanned with a Zeiss LSM 710 confocal
microscope equipped with Argon multiline, 405 nm
diode, 561 nm solid-state and 633 nm HeNe lasers.
Scans were obtained through either a 63x or 40x oil-
immersion lens (numerical aperture 1.4 and 1.3, re-
spectively), with the aperture set to 1 Airy unit.

Co-localisation of GRP-immunoreactivity with other
axonal markers

Sections from the 3 wild-type mice were reacted with the
following combinations of primary antibodies: (1) rabbit
anti-GRP, goat anti-CGRP and guinea pig anti-VGLUT?2,
or (2) rabbit anti-GRP, guinea pig anti-somatostatin and
goat anti-VGLUT2, and in each case these were revealed
with different fluorochromes. For each antibody combin-
ation, 3 sections were selected from each mouse before
the immunostaining was viewed at high magnification.
These were then scanned through the 63x oil-immersion
lens. z-stacks consisting of around 35 optical sections
(z-spacing 0.3 pm) were obtained from the middle part
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Table 1 Primary antibodies used in this study

Antibody Species Catalogue no Dilution Source

GRP Rabbit BML-GA1166 lot # X09015 1:500 Enzo

CGRP Goat BML-CA1134 1:10,000 Enzo

VGLUT2 Rabbit 135 402 1:5,000 Synaptic Systems
VGLUT2 Guinea pig ab2251 1:5,000 Millipore
VGLUT2 Goat 1:500 M Watanabe
Somatostatin Guinea pig 1:1,000 P Ciofi

Substance P Rat OBT06435 1:200 Oxford Biotech
PPTB Guinea pig 1:1,500 P Ciofi

EGFP Chicken ab13970 1:1,000 Abcam

Pax2 Rabbit 716000 1:1,000 Life Technologies
PKCy Guinea pig 1:500 M Watanabe
NeuN Mouse MAB377 1:500-1000 Millipore

of the dorsal horn to include the whole dorsoventral
extent of laminae I-II.

The confocal image stacks from sections reacted to reveal
CGRP and VGLUT?2 were analysed with Neurolucida for
Confocal software (MBF Bioscience, Williston, VT, USA).
The outline of the grey matter was drawn, and the ventral
border of the GRP plexus (which corresponded approxi-
mately to the boundary between the inner and outer parts
of lamina II) was determined from a maximum intensity
projection and plotted onto the drawing. A 4 x4 um grid
was then superimposed on the image stack. A section near
the middle of the z-series was initially viewed with only
the VGLUT?2 and CGRP channels visible, and 100 boutons
that were VGLUT2-immunoreactive but lacked CGRP
(VGLUT2'/CGRP") were selected from within the GRP
plexus by choosing the bouton nearest the bottom right
corner of successive grid squares, starting from a square
at the dorsal surface of the grey matter and progressing
through the squares in a dorsal-to-ventral, and then a
left-to-right, direction until the 100 boutons had been
acquired [29]. The GRP channel was then viewed and
the presence or absence of GRP-immunoreactivity was
recorded for each of the selected VGLUT2"/CGRP~
boutons. To compensate for bias towards larger profiles
in the selection process [30], the z-axis length of each
selected bouton was estimated by determining the number
of z-sections on which it was present [29].

In order to estimate the proportion of peptidergic
afferents that were labelled with the GRP antibody, we
then re-examined the sections and selected 100 CGRP*
boutons in the same way. These were then assessed for
the presence of GRP-immunoreactivity.

Since many glutamatergic interneurons in the superfi-
cial dorsal horn express the neuropeptide somatostatin
[23-25], we looked for evidence of co-expression of GRP
and somatostatin in VGLUT2-immunoreactive boutons.

The level of VGLUT2 in peptidergic primary afferent
boutons is far lower than that seen in the axons of
neuropeptide-containing excitatory interneurons [23], and
we therefore initially viewed the channels representing
GRP and VGLUT?2, and selected 50 boutons from each
section that were GRP-immunoreactive and had relatively
high levels of staining for VGLUT2 (axons of presumed
GRP" local neurons). We then assessed these boutons for
the presence of somatostatin.

Specificity of GRP immunostaining

Since GRP shows considerable sequence similarity to NMB,
and it has been suggested that GRP-immunoreactivity in
the dorsal horn may in part result from cross-reactivity
with NMB [8], we tested whether the immunostaining
could be blocked with either GRP or NMB peptides
(Phoenix Pharmaceuticals, Burlingame, CA, USA). These
were added to anti-GRP antibody at its working concen-
tration (1:500) and the resulting solutions were stored for
18 hours at 4°C before the immunoreaction was started.
For each peptide, we tested 3 different concentrations:
107>, 107° and 1077 M. Sections were then incubated in
primary and fluorescent secondary antibody, as described
above.

In preliminary experiments, we had observed that if a
monoclonal antibody against substance P was included
in the primary antibody mixture, staining intensity with
the GRP antibody was consistently reduced (data not
shown). This raised the possibility that the GRP antibody
could cross-react with substance P (which is expressed
by many nociceptive primary afferents [31,32]), and that
this cross-reaction was reduced in the presence of sub-
stance P antibody, which would bind to substance P
and thus mask antigenic sites. We therefore also tested
the effect of pre-incubating the anti-GRP antibody with
substance P at 107°, 107 and 10”7 M, as described above.
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Characterisation of EGFP cells in the GRP-EGFP mouse
We initially tested whether any GRP-EGEP cells were
inhibitory interneurons by looking for co-localisation
with the transcription factor Pax2, which is expressed by
GABAergic neurons in this region [17], and can readily
be detected in adult spinal cord sections [33,34]. Trans-
verse sections from L4 were reacted with chicken anti-
EGEFPD, rabbit anti-Pax2 and mouse monoclonal antibody
NeuN. Three sections from each mouse were scanned
through the 40x objective to produce z-stacks (20 optical
sections at 1 pum z-separation). The EGFP and NeuN
channels were initially viewed with Neurolucida. A thresh-
old was applied to allow identification of GRP-EGFP cells,
and the positions of these were marked on an outline of
the dorsal horn. The Pax2 channel was then switched on,
and the selected GRP-EGFP cells were assessed for the
presence or absence of Pax2.

Since we found that some EGFP-labelled profiles
resembled axonal boutons, we tested these for expression
of VGLUT?2 and the vesicular GABA transporter (VGAT),
which are present in the boutons of excitatory and in-
hibitory interneurons, respectively [24]. We also deter-
mined the proportion of EGFP" glutamatergic (VGLUT2")
boutons that were GRP-immunoreactive, and the propor-
tion of GRP-immunoreactive non-primary glutamatergic
(GRP*/VGLUT2") boutons that contained detectable
EGFP. Transverse sections from L4 were reacted with
chicken anti-EGFP, rabbit anti-GRP, guinea pig anti-
VGLUT?2 and goat anti-VGAT, and these were revealed
with different fluorochromes as described above. Three
sections from each animal were scanned through the
63x lens to produce z-stacks (30-35 optical sections at
0.3 um z-spacing) that included the central part of lam-
inae I-Ilo. We initially looked for possible coexistence
of either GRP or EGFP with VGAT by examining the
entire z-series scanned from each section. We then
quantified the relationship between EGFP and GRP in
VGLUT2" boutons. The channels corresponding to
VGLUT?2 and EGFP were initially viewed with Neurolu-
cida, and 50 double-labelled boutons were identified in
each section. The channel corresponding to GRP was
then examined, and the presence or absence of GRP-
immunoreactivity in each of the selected boutons was
recorded. The sections were then re-analysed: 50 GRP*
boutons with strong VGLUT2 immunoreactivity were ini-
tially selected from each section and then the EGFP chan-
nel was viewed, and the presence or absence of EGFP in
each bouton was noted. In order to test for possible sam-
pling bias, we measured the z-axis lengths of a sample
of 60 boutons of each type (VGLUT2'/EGFP'/GRP",
VGLUT2"/EGFP"/GRP™ and VGLUT2'/EGFP/GRP"), by
selecting 10 of each type from each of the sections analysed.

Since we found evidence that the GRP antibody may
cross-react with substance P (see below), we were
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concerned that the GRP immunoreactivity that we de-
tected in EGFP" axons could have resulted from binding
of the antibody to a tachykinin peptide (substance P, neu-
rokinin A or neurokinin B). These peptides, which share
the same C-terminal amino acid sequence, are derived
from two different genes, which code for preprotachykinin
A (PPTA, which gives rise to both substance P and neuro-
kinin A, NKA) and preprotachykinin B (PPTB, which gen-
erates neurokinin B, NKB). PPTA and PPTB are expressed
by largely non-overlapping populations of excitatory neu-
rons in the superficial dorsal horn [35-38], while PPTA
(but not PPTB) is expressed by many nociceptive primary
afferents [31,32,39,40]. We therefore reacted transverse
sections from the L2 segment with chicken anti-EGFP,
rabbit anti-VGLUT2, rat anti-substance P and guinea pig
anti-PPTB. One section from each animal was scanned
through the 40x lens to generate a z-stack of ~20 optical
sections at 0.5 pm z-spacing. These were opened in
Neurolucida for confocal, with only the EGFP and VGLUT2
channels visible, and 100 EGFP"/VGLUT2" boutons were
selected from each animal. The channels corresponding to
substance P and PPTB were then viewed, and the presence
or absence of these peptides was noted for each of the
selected boutons.

Because some excitatory interneurons in the superfi-
cial dorsal horn express protein kinase Cy (PKCy) [41],
we tested whether this population included any of the
GRP-EGFP cells. Transverse sections of L4 were reacted
with chicken anti-EGFP, guinea pig anti-PKCy and
mouse monoclonal antibody NeuN. Three sections from
each mouse were scanned through the 40x lens to produce
z-series (20 sections, 1 um z-separation) that covered the
entire width of the superficial dorsal horn. The EGFP and
NeuN channels were initially viewed with Neurolucida, and
GRP-EGFP cells were selected as described above. The
PKCy channel was then examined, and the proportion of
GRP-EGFP cells that were PKCy" was determined.

Finally, since populations of interneurons in the superfi-
cial dorsal horn have been classified based on morphology
[24,34,42-48], we carried out a preliminary survey of the
morphology of the GRP-EGFP cells by reacting sagittal
sections through the L3 segment of both animals with
chicken anti-EGFP. Three sections from each animal were
scanned with the 40x lens through the full thickness of
the section to produce z-stacks of 0.5 pum z-separation.
These were examined in the original z-series, and also as
maximum intensity projections.

Characterisation of antibodies

The GRP antibody was raised against the C-terminal se-
quence [14-27] of human GRP (MYPRGNHWAVGHLM)
conjugated to bovine serum albumin (BSA) with glutaral-
dehyde. This sequence is identical to that of the corre-
sponding region of mouse GRP, apart from a single amino
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acid (N for S at position 19). The antibody against CGRP
was directed against synthetic rat a CGRP conjugated to
BSA, and is blocked by pre-incubation with the incubating
peptide at 1077 M (manufacturer’s specification). The
guinea pig, rabbit and goat antibodies against VGLUT2
were raised against peptides corresponding to amino
acids 565-582 of rat VGLUT2 (guinea pig antibody)
and amino acids 510-582 (rabbit antibody) or 550—-582
(goat antibody) of mouse VGLUT?2, respectively. The
guinea pig antibody stains identical structures to the
rabbit antibody [23], and both goat and rabbit antibodies
detect a single protein band of the appropriate molecular
weight (60 kDa) [49,50]. The somatostatin antibody was
raised against residues 1-12 of somatostatin-24, and de-
tects identical structures to those labelled with a different
somatostatin antibody, raised in rabbit [51]. The monoclo-
nal substance P antibody detects the C-terminal 5-8
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amino acids of the peptide [52], and does not appear to
recognise NKB when used at concentrations sufficient to
reveal substance P [35,38]. The PPTB antibody was raised
against a synthetic 40 amino acid peptide corresponding
to residues 50-79 of PPTB, which was conjugated to hu-
man serum albumen with glutaraldehyde [53]. Immuno-
staining with this antibody is blocked by preincubation
with the immunising peptide, but not by preincubation
with substance P, NKA or NKB [53]. This antibody was
used as it allows the identification of cells that express
PPTB, and therefore presumably release NKB. The EGFP
antibody was raised against recombinant full-length EGFP,
while the antibody against Pax2 was raised against amino
acids 188-385 of the mouse protein. The guinea pig anti-
body against PKCy was raised against the C terminal 14
amino acids of the mouse protein and recognises a single
band of the appropriate molecular weight on Western

VGLUTZ

~

Figure 1 The relationship between GRP, CGRP and VGLUT2 in laminae I-ll. a-c, Immunostaining with antibodies against GRP (green), CGRP
(blue) and VGLUT2 (red) in a projection of two confocal sections (0.5 um z-separation). d shows a merged image. At this magnification, the distribution
of GRP immunoreactivity resembles that of CGRP, and many profiles are double-labelled (some shown with arrowheads). However, there are also
GRP-immunoreactive profiles that lack CGRP and are strongly stained with the VGLUT2 antibody, and three of these are indicated with arrows.

Scale bar=50 um.




Gutierrez-Mecinas et al. Molecular Pain 2014, 10:79
http://www.molecularpain.com/content/10/1/79

Page 6 of 15

Figure 2 High magnification view of GRP, CGRP and VGLUT2 in the superficial dorsal horn. a-c, Immunostaining with antibodies against
GRP (green), CGRP (blue) and VGLUT?2 (red) in a single optical section. d shows a merged image. Several GRP-immunoreactive profiles are visible
in this field. Two of these are CGRP™ and are stained very weakly with the VGLUT2 antibody (arrowheads), while several lack CGRP but show
strong VGLUT2 immunoreactivity (three indicated with arrows). Scale bar= 10 pm.

blots of brain homogenates from wild-type, but not
PKCy™’~ mice [54]. The mouse monoclonal antibody
NeuN was raised against cell nuclei extracted from
mouse brain [55] and apparently labels all neurons but
no glial cells in the rat spinal dorsal horn [56].

Statistics

Differences in the z-axis lengths of different neurochem-
ical types of axonal bouton were compared by using either
a t-test or one-way ANOVA.

Results

Immunostaining with GRP antibody in the dorsal horn
Immunostaining with the GRP antibody resembled that
reported in previous studies with antibodies against GRP
or bombesin [5,8,57]. There was a dense band of staining
in the superficial part of the dorsal horn, mainly in lam-
inae I-Ilo, and this was restricted to structures that resem-
bled axons (Figure 1). No GRP immunoreactivity was seen
in cell bodies.

In sections reacted with antibodies against GRP, CGRP
and VGLUT2, we found numerous boutons that were im-
munoreactive for both GRP and CGRP, and these typically
showed strong GRP immunoreactivity. However, we also

identified many GRP-immunoreactive profiles that lacked
CGRP, and these were frequently immunoreactive with
the VGLUT2 antibody (Figures 1 and 2). Quantitative ana-
lysis revealed that GRP immunoreactivity was present in
70.1% (range 66.7-75.7%, n =3 mice) of CGRP" boutons
in laminae I-Ilo. As reported previously [23], we found
that VGLUT2 immunoreactivity in CGRP* boutons was
either very weak or undectable, even though all primary
afferents are thought to be glutamatergic [58,59]. GRP
immunoreactivity was seen in 30.2% (27.3-32%) of the
VGLUT2"/CGRP™ profiles in laminae I-Ilo, and the inten-
sity of GRP labelling in these was often lower than that
seen in the CGRP" profiles. The mean z-axis length of
GRP*/VGLUT2" boutons was 1.53 + 0.51 (n = 276 bou-
tons), while that of the GRP/VGLUT2"* boutons was
1.48 + 0.47 (n =624 boutons). These were not signifi-
cantly different (p=0.19, ¢-test), suggesting that our
estimate was unlikely to be affected by a sampling bias
towards larger boutons.

In the sections reacted for GRP, VGLUT2 and somato-
statin, 70.2% (68-72%) of the GRP*/VGLUT2"* boutons
in laminae I-Ilo (axons of presumed GRP* local neurons,
see above) were somatostatin-immunoreactive (Figure 3).
The sizes of boutons with and without somatostatin

Scale bar=5 pym.

Figure 3 Co-localisation of somatostatin and GRP in axons with strong VGLUT2 immunoreactivity. a-c, Immunostaining with antibodies
against GRP (green), somatostatin (Som, blue) and VGLUT2 (red) in a projection of 5 confocal sections (0.3 pm z-separation). d shows a merged
image. Several profiles showing all three types of immunoreactivity are visible in this field, and 3 of these are indicated with arrows.

VGLUTZ2
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no block |GRP

NMB
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Figure 4 The effect of pre-incubating the GRP antibody with
GRP and NMB. a, Immunostaining with the GRP antibody in the
superficial dorsal horn from a transverse section. b, An equivalent
field from a section in which the GRP antibody had been
preincubated with GRP at 107 M overnight. ¢, Staining with
antibody that had been preincubated with NMB at 107 M
overnight. Note that preincubation with GRP completely blocked
specific staining, whereas the staining was not affected by NMB.
Scale bar=20 pm.

da

were 1.93 + 0.45 pm and 1.84 + 0.51 pm, and again, these
were not significantly different (p = 0.06).

To test for the possibility that GRP immunoreactivity
in peptidergic primary afferents represented a cross-
reaction with either NMB [8] or a tachykinin peptide
[9], we pre-incubated the anti-GRP antibody with either
GRP, NMB or substance P, as described above. Pre-
incubating the anti-GRP antibody with GRP completely
blocked immunostaining, even at the lowest concentration
tested (1077 M), whereas immunostaining was not affected
by pre-incubation with NMB, even at the highest concen-
tration tested (10~ M, Figure 4). Pre-incubation with sub-
stance P at 107> M largely blocked GRP immunostaining,
and this was also reduced at 10 and 1077 M (Figure 5).

GRP-EGFP cells

As described by Mishra and Hoon [10], numerous EGFP*
cells were present in the dorsal horn of the GRP-EGFP
mice, and these were concentrated in laminae I-II, with
scattered cells present in the deeper laminae (Figures 6
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and 7). The laminar distribution could be seen best in the
transverse sections that had been reacted for PKCy
(Figure 6), as the plexus of PKCy-immunoreactive dendrites
can be used to define the inner half of lamina II [60]. As re-
ported previously [10], we did not see EGFP-positive cells
in the dorsal root ganglia of these mice (data not shown).

Altogether, 180 EGFP cells were identified in the
superficial dorsal horn in sections reacted for Pax2 and
NeuN (125 and 55 cells in the 2 mice), and none of
these was Pax2-immunoreactive (Figure 8), indicating
that they are unlikely to be inhibitory interneurons.
Interestingly, the staining for NeuN in the GRP-EGFP
cells was consistently weak, compared to that seen in
many EGFP-negative neurons. The consistently low
level of NeuN probably reflects the fact that the GRP
cells originate form a distinct developmental popula-
tion, and has also been observed for y-motoneurons in
the ventral horn [61].

In the sections reacted to reveal EGFP, GRP, VGLUT?2
and VGAT, numerous boutons with VGLUT2 or VGAT
were present, and these formed non-overlapping popu-
lations. As described above, we found that GRP and
VGLUT2 were frequently co-localised in boutons,
whereas co-localisation of GRP and VGAT was extremely
rare (only 6 examples of GRP"/VGAT" profiles were
seen throughout the full depth of the 6 z-stacks ana-
lysed in this part of the study, and we estimate that this
corresponds to around 0.1% of the GRP boutons). This
supports the suggestion that GRP expression by superficial
dorsal horn neurons is largely restricted to those that are
excitatory [11]. EGFP was never co-localised with VGAT in
these sections, providing further evidence that the EGFP
cells were not inhibitory interneurons. In contrast, EGFP
and VGLUT2 were frequently colocalised (Figures 9 and
10). GRP-immunoreactivity was detected in 72.3% (69.3%
and 75.3% in the two mice) of the profiles that contained
both EGFP and VGLUT2. Conversely, EGEP was seen in
41.7% (46%, 37.3%) of profiles that were immunoreactive for
both VGLUT2 and GRP. The mean z-axis lengths of
EGFP*/GRP", EGFP*/GRP™ and EGFP"/GRP" boutons in
this sample were 1.88 um +0.51 pm, 1.83 pm + 0.44 um

absent at 107° and 107> M. Scale bar =20 pm.

Figure 5 The effect of pre-incubating the GRP antibody with different concentrations of substance P. a, Immunostaining with the GRP
antibody in lamina I-llo from a transverse section. b-d, Equivalent fields from sections incubated in GRP antibody that had been preincubated
overnight with different concentrations of substance P. Note that staining is diminished by preincubation with 10~ M substance P, and largely

~
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Figure 6 (See legend on next page.)




Gutierrez-Mecinas et al. Molecular Pain 2014, 10:79
http://www.molecularpain.com/content/10/1/79

Page 9 of 15

(See figure on previous page.)

Scale bars= 100 um (a,b) and 20 um (c-e).

Figure 6 Distribution of EGFP cells in the GRP-EGFP mouse. a, Immunostaining for EGFP (green) in a transverse section shows scattered cell
bodies throughout laminae |-l (projection of 20 optical sections at 1 um z-spacing). The outer dashed line represents the outline of the dorsal
horn, while the region between inner two lines corresponds to the inner half of lamina Il, as defined by the plexus of PKCy* dendrites. b shows
the same field scanned to reveal EGFP and PKCy (magenta). Note that these are expressed in largely non-overlapping neuronal populations. c-e,
Immunostaining with antibodies against EGFP (green) and PKCy (magenta) showing the inner part of lamina Il in a single optical section. Two
EGFP™ cells that show weak PKCy-immunoreactivity are indicated with arrowheads, and an EGFP* cell that lacks PKCy is marked with an arrow.

and 1.94 ym + 047 pum. These did not differ significantly
(one-way ANOVA, p =0.49), indicating that our results
were not likely to have been affected by a sampling bias
due to size differences between the different populations.

In sections reacted to reveal EGFP, VGLUT?2, substance
P and PPTB, we found virtually no expression of either
substance P or PPTB among the EGFP"/VGLUT2" bou-
tons (Figure 10). Only 1 of the 200 selected boutons was
also immunoreactive for PPTB, and none for substance
P. Although many VGLUT2 boutons showed either
substance P or PPTB immunoreactivity, we found very
few that were stained for both peptides (as reported
previously for the rat [35,38]). Since NKA is apparently
restricted to neurons that also express substance P [62],
the lack of either SP or PPTB immunoreactivity in the
boutons of the GRP-EGEFP cells indicates that the GRP im-
munoreactivity that we observed in them is not due to
cross-reactivity with a tachykinin peptide, and is therefore
likely to be genuine.

In the sections reacted for PKCy, there was some
overlap in the distribution of EGFP* and PKCy" cells
in lamina IIi, although many EGFP" cells were located
dorsal to the main band of PKCy" cells (Figure 6). In
these sections, 112 EGFP cells were selected in one
animal and 73 in the other. The great majority of the
EGEFP cells were not PKCy-immunoreactive, although a

few (15.2% and 9.6%, respectively) showed weak PKCy
immunoreactivity (Figure 6c¢-e).

Numerous EGFP-labelled cells were seen in the sagittal
sections, and these varied considerably in the strength of
staining (Figure 7). For strongly labelled cells it was
possible to follow dendritic trees for some distance,
and dendritic spines could easily be identified. The
EGFP-labelled cells were morphologically heterogeneous,
and in most cases dendrites were orientated along the ros-
trocaudal axis or travelled obliquely in both rostrocaudal
and dorsoventral axes. A small number of EGFP-labelled
neurons resembled vertical cells, and an example is shown
in Figure 7 (inset).

Discussion

The main findings of this study are: (1) that immuno-
staining with a GRP antibody is present in both pri-
mary afferents and non-primary glutamatergic axons
in the superficial dorsal horn, (2) that immunostaining
is partially blocked by pre-incubation with substance P,
but not with NMB, (3) that EGFP-labelled cells in the
GRP-EGFP mouse line are Pax2-negative, with most
lacking PKCy, and (4) that many of the axons derived
from EGFP-labelled cells in this line express detectable
levels of GRP-immunoreactivity, but are not immuno-
reactive with antibodies against substance P or PPTB.

Figure 7 Appearance of EGFP cells in the GRP-EGFP mouse in sagittal section. Immunostaining for EGFP in a sagittal section (projected
image through full thickness of a 60 um section) reveals the dense band of GRP-EGFP cells that occupy laminae I-Il, with scattered cells below this level.
Note that the cells are morphologically diverse, with no obvious characteristic orientation of their proximal dendrites. Inset: a projected image (26 op-
tical sections at 0.5 um z-spacing) from a different section shows an EGFP-labelled cell with ventrally

directed dendrites, which could be classified as a vertical cell. Scale bar =100 um for main image, 20 pm for inset.
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some of which are indicated with arrowheads. Scale bar =50 pm.

Figure 8 Lack of Pax2 in EGFP cells in the GRP-EGFP mouse. a-c, Immunostaining with antibodies against EGFP (green), Pax2 (blue) and
NeuN (red) in a single optical section. d shows a merged image. Several EGFP" cells, all of which are Pax2™ are visible, and 3 of these are marked
with arrows. Note the very weak NeuN staining in these cells, compared to that seen in other nearby neurons, including those that are Pax2”,

Sources of GRP-immunoreactive axons in the superficial
dorsal horn

Our finding that GRP immunoreactivity could be detected
in the majority of CGRP" axons in laminae I-Ilo is consist-
ent with several previous reports that other antibodies
raised against GRP or the related peptide bombesin stain
cell bodies of peptidergic primary afferents in the dorsal
root ganglion [5,57,63-66], and that there is significant de-
pletion of immunostaining in the dorsal horn following
dorsal rhizotomy [8,57]. However, although GRP mRNA
has been identified in dorsal root ganglion cells with in
situ hybridisation and the polymerase chain reaction by
the Chen laboratory [5,20], studies from two other groups
have failed to detect significant levels of the mRNA in dor-
sal root ganglia using either these methods or quantitative
RNA sequencing [8-10]. The question of whether GRP is
actually expressed in primary afferents therefore remains
controversial. Fleming et al. [8], noting the high level of
expression of NMB in dorsal root ganglia and the close se-
quence similarity between NMB and GRP, suggested that
much of the GRP immunoreactivity identified in primary

afferents could result from cross-reaction of the GRP anti-
bodies with NMB. However, we found that relatively high
concentrations of NMB (10> M) were unable to block
immunostaining with our anti-GRP antibody, even though
this was completely blocked by GRP at 100 times this
dilution (1077 M). It is therefore unlikely that the primary
afferent staining that we saw with anti-GRP represents a
cross-reaction with NMB. Goswami et al. [9] suggested
that GRP antibodies might cross-react with tachykinin
peptides, such as substance P, which are highly expressed
in primary afferents, and which show some similarity in
their C-terminal amino acid sequence to GRP (-GLM in
tachykinin peptides, compared to -GHLM in GRP and
-GHFM in NMB). In addition, we had found in prelimin-
ary studies that including anti-substance P in the primary
antibody mixture reduced the staining for GRP in these
sections (MGM and AJT, unpublished data). We therefore
tested the effects of pre-incubating with substance P on
the staining seen with the GRP antibody, and found that
this was suppressed. Although we cannot be certain that
the GRP antibodies would bind to substance P in fixed
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of immunoreactivity are marked with arrowheads. Scale bar =5 pm.

Figure 9 GRP expression in EGFP cells in the GRP-EGFP mouse. a-c, Immunostaining with antibodies against EGFP (green), GRP (red) and
VGLUT2 (blue) in a projected confocal image (4 optical sections at 0.3 um z-spacing). d shows a merged image. Four profiles showing all three types

tissue, this observation raises the possibility that the
GRP-like immunoreactivity seen in peptidergic primary
afferents in this study may represent a cross-reaction
with substance P or the closely related peptide NKA. It
is also possible that previous reports of primary afferent
labelling with different GRP antibodies [5,57,63-66] may
have resulted, at least in part, from cross-reaction with
tachykinin peptides. This could be tested in future studies
by analysis of tissue from mice in which the gene for
PPTA has been knocked out [67].

GRP-immunoreactivity was also detected in boutons
that were VGLUT2" but lacked CGRP, and most of
these are likely to originate from local excitatory in-
terneurons [23,24]. Consistent with this suggestion,
we found that somatostatin, which is expressed by
many excitatory interneurons in the superficial dorsal
horn [25], was frequently co-localised with GRP in
VGLUT2" axons. It is likely that at least some of this
represents genuine GRP, as it was sometimes co-localised
with EGFP in axonal boutons in the GRP-EGFP mouse,
and these cells did not express either of the two
preprotachykinins.

Since only ~40% of the GRP"/VGLUT2" boutons in
this mouse line were immunoreactive for EGFD, it is
possible that the staining in other non-primary (i.e.
VGLUT2*/EGFP") axonal boutons resulted from cross-
reaction of the GRP antibody with tachykinin peptides,

which are expressed by many excitatory neurons in this
region [35-37]. However, the failure to detect EGFP in
these boutons may alternatively have resulted from weak
expression (or lack of expression) of EGFP in some GRP-
containing cells in this BAC transgenic line.

GRP-expression by excitatory interneurons

Several studies have reported that large numbers of cells
with GRP mRNA are present in the superficial dorsal
horn [8,10-15]. It has also been shown that these are
likely to be excitatory neurons, since their survival is
dependent on expression of transcription factors that
are involved in determining a glutamatergic phenotype
[11,12,15]. In addition, it has been reported that most of
the GRP-expressing cells are lost in mice lacking the
testicular orphan nuclear receptor (TR4), in which there
is preferential depletion of excitatory interneurons [14].
However, Liu et al. [20] recently claimed that cells with
GRP mRNA were restricted to lamina I and state that
“to date, little evidence exists to support that Grp
mRNA in lamina I of the spinal cord is in fact translated
into GRP protein”. This statement was apparently based
on the failure of immunocytochemical studies to dem-
onstrate GRP-immunoreactivity within cell bodies in
the superficial dorsal horn. However, although some of
the neuropeptides expressed by neurons in this region
can be identified in their cell bodies with
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Figure 10 Lack of co-localisation of EGFP and either substance
P or PPTB in glutamatergic boutons in the GRP-EGFP mouse. a
Immunostaining with antibodies against EGFP (green), substance P
(SP, red) and PPTB (blue) in a single optical section through lamina Il
from the L2 segment of one of the GRP-EGFP mice. b shows the
same field scanned to reveal VGLUT2 (grey). ¢ a merged image.
Several VGLUT2-immunoreactive profiles that also stain for EGFP are
visible, and 3 of these are indicated with arrows. These are not
stained for either substance P or PPTB. Other VGLUT2 boutons that
are stained with the substance P or PPTB antibodies are also present
in this field, and some of these are marked with arrowheads or
double arrowheads, respectively. Scale bar= 10 um.

immunocytochemistry [25,68-70], others, such as sub-
stance P, NKB, dynorphin or the enkephalins are either
not detected, or else are seen in very few cells. The failure
to detect somatic staining for these peptides results from
rapid transport of the peptide out of the cell body, and
for this reason colchicine was administered in several
early studies to prevent axoplasmic transport, therefore
elevating the levels of neuropeptides in cell bodies
[71,72].

Our finding that ~70% of the axon terminals that
contained EGFP in the GRP-EGFP mouse were GRP-
immunoreactive (and that they lacked tachykinins,
with which the GRP antibody can cross-react) strongly
suggests that these cells are indeed translating the
mRNA into GRP. The lack of immunoreactivity in the
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other ~30% of EGFP"/VGLUT2" boutons may reflect
variable levels of GRP expression, with some axons
containing amounts below the detection threshold of
the GRP antibody. Alternatively it could result from
ectopic expression of EGFP in this line. However, even
if there is ectopic EGFP expression, it is evidently not ran-
dom, as it seems to be restricted to excitatory (Pax2")
cells.

Excitatory interneurons account for ~70% of the neu-
rons in the superficial dorsal horn [73], and are thought to
include several distinct subpopulations that are likely to
have differing roles in the processing of sensory informa-
tion [14,59,74-76]. Several attempts have been made to
define these functional populations, using morphological,
electrophysiological, neurochemical and/or developmental
approaches [12,24,34,44-47,77-79]. Although the neurons
in this region are morphologically diverse, certain dis-
tinctive classes have been identified among the excitatory
cells in lamina II. These include vertical cells, which have
dendrites that project ventrally from the soma and an
axon that often enters lamina I where it may be presynap-
tic to projection neurons, and radial cells, which are small
and have short radiating dendrites [24,34,44-47,80]. A
third morphological group (central cells), has also been
described [34,44-46]. These have relatively short dendritic
trees orientated along the rostrocaudal axis. However,
central cells are a more diverse set that includes both
excitatory and inhibitory interneurons [24]. A limitation
of this scheme is that all morphological studies have
found a significant fraction of lamina II interneurons
(typically ~25%) that cannot be be assigned to any of
these morphological classes [24,34,44-46]. Based on the
appearance of GRP-EGFP cells in sagittal sections, most
did not appear to be vertical or radial cells, and so they
are likely to belong to central or unclassified populations.

A neurochemical approach has proved useful in defining
functional subsets among the inhibitory interneurons in
the superficial dorsal horn. For example, we have identi-
fied four largely non-overlapping populations, those that
express neuropeptide Y (NPY), galanin, neuronal nitric
oxide synthase (nNOS) and parvalbumin, and found that
these differ in their responses to noxious stimulation [27].
Many of the cells that contained NPY or galanin were
activated by noxious heat, as well as by subcutaneous
injection of formalin or capsaicin. In contrast, the
nNOS-containing cells responded to noxious heat and
formalin injection, but seldom to capsaicin, while the
parvalbumin cells were not activated by any of these
stimuli. In addition, it has been shown that the
parvalbumin-expressing cells give rise to axoaxonic
synapses on myelinated low-threshold mechanorecep-
tive afferents [81], while the nNOS and/or galanin popu-
lations have been implicated in the suppression of itch by
counterstimuli [33].
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Several neurochemical markers are expressed by sub-
sets of excitatory neurons, and it would be of value if we
could also define non-overlapping populations among
these cells. It had already been shown that there is little
co-localisation of PPTB and substance P in axons in
laminae I-1I [35,38], and taken together with the results
of this study, it therefore appears that different sets of
excitatory neurons express PPTA, PPTB and GRP. Neu-
rotensin is also present in some excitatory neurons in
laminae IIi-IIT [23,82]. These are known to be different
from those that express PPTB [35], and we have found
little or no co-localisation of neurotensin and substance
P (MGM and AJT, unpublished data). Since most of the
neurotensin-containing cells also express PKCy [41], it is
likely that they are largely separate from the cells with
GRP, as the EGFP" cells seen in this study were generally
PKCy-negative. This suggests that there may be four
distinct neuropeptide-expressing populations among the
excitatory neurons in laminae I-III: those with PPTA,
PPTB, GRP and neurotensin. Since the axonal boutons
of these cells can be recognised by co-localisation of the
corresponding peptide with VGLUT?2, it should be pos-
sible to use immunocytochemistry to investigate the
postsynaptic targets for each population. Nothing is
apparently known yet about the responses of the GRP-
expressing interneurons to peripheral stimuli, but as
GRP and the GRPR have been implicated in itch [5,6],
it will be important to determine whether the GRP-
expressing neurons in laminae I-II are activated by
pruritic stimuli.

Conclusions

The results of the present study indicate that GRP is
expressed by at least some of the neurons that contain
EGFP in the GENSAT mouse line Tg(GRP-EGFP). They
also show that these cells are excitatory interneurons,
and are largely different from those that express PPTA,
PPTB or PKCy. In addition, they raise the possibility that
some of the GRP immunoreactivity seen in this and pre-
vious studies may have resulted from a cross-reaction
with substance P and/or NKA.

Abbreviations

BSA: Bovine serum albumin; CGRP: Calcitonin gene-related peptide;

DRG: Dorsal root ganglion; EGFP: Enhanced green fluorescent protein;

GRP: Gastrin-releasing peptide; GRPR: Gastrin-releasing peptide receptor;
NKA: Neurokinin A; NKB: Neurokinin B; NMB: Neuromedin B; nNOS: Neuronal
nitric oxide synthase; NPY: Neuropeptide Y; PKCy: Protein kinase Cy;

PPTA: Preprotachykinin A; PPTB: Preprotachykinin B; VGAT: Vesicular GABA
transporter; VGLUT2: Vesicular glutamate transporter 2.

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

Authors’ contributions
MGM and AJT designed the study, performed the anatomical experiments
and analysed the resulting data; MW generated antibodies used in the study.

Page 13 of 15

All authors contributed to the writing of the manuscript and approved the
final version.

Acknowledgements

We are grateful to Mr R Kerr and Ms C Watt for excellent technical assistance,
to Dr P Ciofi for the generous gift of antibodies, to Dr M Hoon for help in
setting up the colony of GRP-EGFP mice, and to Dr E Polgar for help in some
experiments. The mouse strain Tg(GRP-EGFP) was originally obtained from
the Mutant Mouse Regional Resource Center (MMRRC), a National Center for
Research Resources- and NIH-funded strain repository, and was donated to
the MMRRC by the NINDS-funded GENSAT BAC transgenic project. The work
was supported by the Wellcome Trust (Grant Number 102645).

Author details

'Institute of Neuroscience and Psychology, College of Medical, Veterinary
and Life Sciences, University of Glasgow, Glasgow G12 8QQ, UK.
’Department of Anatomy, Hokkaido University School of Medicine, Sapporo
060-8638, Japan.

Received: 16 October 2014 Accepted: 2 December 2014
Published: 11 December 2014

References

1. Stander S, Weisshaar E, Mettang T, Szepietowski JC, Carstens E, lkoma A,
Bergasa NV, Gieler U, Misery L, Wallengren J, Darsow U, Streit M, Metze D,
Luger TA, Greaves MW, Schmelz M, Yosipovitch G, Bernhard JD: Clinical
classification of itch: a position paper of the International Forum for the
Study of Itch. Acta Derm Venereol 2007, 87:291-294.

2. Matterne U, Strassner T, Apfelbacher CJ, Diepgen TL, Weisshaar E:
Measuring the prevalence of chronic itch in the general population:
development and validation of a questionnaire for use in large-scale
studies. Acta Derm Venereol 2009, 89:250-256.

3. Bautista DM, Wilson SR, Hoon MA: Why we scratch an itch: the molecules,
cells and circuits of itch. Nat Neurosci 2014, 17:175-182.

4. Ross SE: Pain and itch: insights into the neural circuits of aversive
somatosensation in health and disease. Curr Opin Neurobiol 2011,
21:880-887.

5. Sun YG, Chen ZF: A gastrin-releasing peptide receptor mediates the itch
sensation in the spinal cord. Nature 2007, 448:700-703.

6. Sun YG, Zhao ZQ, Meng XL, Yin J, Liu XY, Chen ZF: Cellular basis of itch
sensation. Science 2009, 325:1531-1534.

7. Ju G, Hokfelt T, Brodin E, Fahrenkrug J, Fischer JA, Frey P, Elde RP, Brown JC:
Primary sensory neurons of the rat showing calcitonin gene-related peptide
immunoreactivity and their relation to substance P-, somatostatin-, galanin-,
vasoactive intestinal polypeptide- and cholecystokinin-immunoreactive
ganglion cells. Cell Tissue Res 1987, 247:417-431.

8. Fleming MS, Ramos D, Han SB, Zhao J, Son YJ, Luo W: The majority of
dorsal spinal cord gastrin releasing peptide is synthesized locally
whereas neuromedin B is highly expressed in pain- and itch-sensing
somatosensory neurons. Mol Pain 2012, 8:52.

9. Goswami SC, Thierry-Mieg D, Thierry-Mieg J, Mishra S, Hoon MA, Mannes AJ,
ladarola MJ: Itch-associated peptides: RNA-Seq and bioinformatic analysis
of natriuretic precursor peptide B and gastrin releasing peptide in dorsal
root and trigeminal ganglia, and the spinal cord. Mol Pain 2014, 10:44.

10. Mishra SK, Hoon MA: The cells and circuitry for itch responses in mice.
Science 2013, 340:968-971.

11, Li MZ, Wang JS, Jiang DJ, Xiang CX, Wang FY, Zhang KH, Williams PR, Chen
ZF: Molecular mapping of developing dorsal horn-enriched genes by
microarray and dorsal/ventral subtractive screening. Dev Biol 2006,
292:555-564.

12. Brohl D, Strehle M, Wende H, Hori K, Bormuth |, 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.

13. Mishra SK, Holzman S, Hoon MA: A nociceptive signaling role for
neuromedin B. J Neurosci 2012, 32:8686-8695.

14.  Wang X, Zhang J, Eberhart D, Urban R, Meda K, Solorzano C, Yamanaka H,
Rice D, Basbaum Al: Excitatory superficial dorsal horn interneurons are
functionally heterogeneous and required for the full behavioral
expression of pain and itch. Neuron 2013, 78:312-324.



Gutierrez-Mecinas et al. Molecular Pain 2014, 10:79
http://www.molecularpain.com/content/10/1/79

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31

32.

33.

34.

35.

Xu Y, Lopes C, Wende H, Guo Z, Cheng L, Birchmeier C, Ma Q: Ontogeny of
excitatory spinal neurons processing distinct somatic sensory modalities.
J Neurosci 2013, 33:14738-14748.

Allen Spinal Cord Atlas. http://mousespinal.brain-map.org/.

Cheng L, Arata A, Mizuguchi R, Qian Y, Karunaratne A, Gray PA, Arata S,
Shirasawa S, Bouchard M, Luo P, Chen CL, Busslinger M, Goulding M,
Onimaru H, Ma Q: TIx3 and TIx1 are post-mitotic selector genes
determining glutamatergic over GABAergic cell fates. Nat Neurosci 2004,
7:510-517.

Glasgow SM, Henke RM, Macdonald RJ, Wright CV, Johnson JE: Ptf1a
determines GABAergic over glutamatergic neuronal cell fate in the
spinal cord dorsal horn. Development 2005, 132:5461-5469.

Mizuguchi R, Kriks S, Cordes R, Gossler A, Ma Q, Goulding M: Ascl1 and
Gsh1/2 control inhibitory and excitatory cell fate in spinal sensory
interneurons. Nat Neurosci 2006, 9:770-778.

Liu XY, Wan L, Huo FQ, Barry DM, Li H, Zhao ZQ, Chen ZF: B-type
natriuretic peptide is neither itch-specific nor functions upstream of the
GRP-GRPR signaling pathway. Mol Pain 2014, 10:4.

Sakamoto H, Spike RC, Todd AJ: Neurons in laminae Ill and IV of the rat
spinal cord with the neurokinin-1 receptor receive few contacts from
unmyelinated primary afferents which do not contain substance P.
Neuroscience 1999, 94:903-908.

Todd AJ, Puskar Z, Spike RC, Hughes C, Watt C, Forrest L: Projection
neurons in lamina | of rat spinal cord with the neurokinin 1 receptor are
selectively innervated by substance P-containing afferents and respond
to noxious stimulation. J Neurosci 2002, 22:4103-4113.

Todd AJ, Hughes DI, Polgar E, Nagy GG, Mackie M, Ottersen OP,

Maxwell DJ: The expression of vesicular glutamate transporters VGLUT1
and VGLUT2 in neurochemically defined axonal populations in the rat
spinal cord with emphasis on the dorsal horn. Eur J Neurosci 2003,
17:13-27.

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

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.

Iwagaki N, Garzillo F, Polgar E, Riddell JS, Todd AJ: Neurochemical
characterisation of lamina Il inhibitory interneurons that express GFP in
the PrP-GFP mouse. Mol Pain 2013, 9:56.

Polgar E, Sardella TC, Tiong SY, Locke S, Watanabe M, Todd AJ:
Functional differences between neurochemically defined populations
of inhibitory interneurons in the rat spinal dorsal horn. Pain 2013,
154:2606-2615.

Baseer N, Al-Baloushi AS, Watanabe M, Shehab SA, Todd AJ: Selective
innervation of NK1 receptor-lacking lamina | spinoparabrachial neurons
by presumed nonpeptidergic Adelta nociceptors in the rat. Pain 2014,
155:2291-2300.

Sardella TC, Polgar E, Watanabe M, Todd AJ: A quantitative study of
neuronal nitric oxide synthase expression in laminae I-lll of the rat spinal
dorsal horn. Neuroscience 2011, 192:708-720.

Guillery RW: On counting and counting errors. J Comp Neurol 2002,
447:1-7.

Hokfelt T, Kellerth JO, Nilsson G, Pernow B: Substance-P - localization in
central nervous system and in some primary sensory neurons. Science
1975, 190:889-890.

Lawson SN, Crepps BA, Perl ER: Relationship of substance P to afferent
characteristics of dorsal root ganglion neurones in guinea-pig. J Physiol
1997, 505:177-191.

Kardon AP, Polgar E, Hachisuka J, Snyder LM, Cameron D, Savage S, Cai X,
Karnup S, Fan CR, Hemenway GM, Bernard CS, Schwartz ES, Nagase H,
Schwarzer C, Watanabe M, Furuta T, Kaneko T, Koerber HR, Todd AJ, Ross SE:
Dynorphin acts as a neuromodulator to inhibit itch in the dorsal horn of
the spinal cord. Neuron 2014, 82:573-586.

Punnakkal P, von Schoultz C, Haenraets K, Wildner H, Zeilhofer HU:
Morphological, biophysical and synaptic properties of glutamatergic
neurons of the mouse spinal dorsal horn. J Physiol 2014, 592:759-776.
Polgér E, Furuta T, Kaneko T, Todd A: Characterization of neurons that
express preprotachykinin B in the dorsal horn of the rat spinal cord.
Neuroscience 2006, 139:687-697.

36.

37.

38.

39.

40.

42.

43.

44,

45.

46.

47.

48.

49.

50.

51

52.

53.

54.

55.

56.

57.

Page 14 of 15

Warden MK, Young WS 3rd: Distribution of cells containing mRNAs
encoding substance P and neurokinin B in the rat central nervous
system. J Comp Neurol 1988, 272:90-113.

Noguchi K, Ruda MA: Gene regulation in an ascending nociceptive
pathway: inflammation-induced increase in preprotachykinin mRNA in
rat lamina | spinal projection neurons. J Neurosci 1992, 12:2563-2572.
McLeod AL, Krause JE, Ribeiro-Da-Silva A: Immunocytochemical localization
of neurokinin B in the rat spinal dorsal horn and its association with
substance P and GABA: an electron microscopic study. / Comp Neurol
2000, 420:349-362.

Ogawa T, Kanazawa |, Kimura S: Regional distribution of substance P,
neurokinin alpha and neurokinin beta in rat spinal cord, nerve roots and
dorsal root ganglia, and the effects of dorsal root section or spinal
transection. Brain Res 1985, 359:152-157.

Too HP, Cordova JL, Maggio JE: Heterogeneity of tachykinin-like
immunoreactive peptides in rat spinal cord and dorsal root ganglia.
Peptides 1989, 10:25-30.

Polgér E, Fowler JH, McGill MM, Todd AJ: The types of neuron which
contain protein kinase C gamma in rat spinal cord. Brain Res 1999,
833:71-80.

Gobel S: Golgi studies in the substantia gelatinosa neurons in the spinal
trigeminal nucleus. J Comp Neurol 1975, 162:397-415.

Gobel S: Golgi studies of the neurons in layer Il of the dorsal horn of the
medulla (trigeminal nucleus caudalis). J Comp Neurol 1978, 180:395-413.
Grudt TJ, Perl ER: Correlations between neuronal morphology and
electrophysiological features in the rodent superficial dorsal horn.

J Physiol 2002, 540:189-207.

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

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.

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.

Uta D, Furue H, Pickering AE, Rashid MH, Mizuguchi-Takase H, Katafuchi T,
Imoto K, Yoshimura M: TRPA1-expressing primary afferents synapse with
a morphologically identified subclass of substantia gelatinosa neurons in
the adult rat spinal cord. Eur J Neurosci 2010, 31:1960-1973.

Kawamura Y, Fukaya M, Maejima T, Yoshida T, Miura E, Watanabe M,
Ohno-Shosaku T, Kano M: The CB1 cannabinoid receptor is the major
cannabinoid receptor at excitatory presynaptic sites in the
hippocampus and cerebellum. J Neurosci 2006, 26:2991-3001.
Takamori S, Rhee JS, Rosenmund C, Jahn R: Identification of differentiation-
associated brain-specific phosphate transporter as a second vesicular
glutamate transporter (VGLUT2). J Neurosci 2001, 21:RC182.

Ciofi P, Leroy D, Tramu G: Sexual dimorphism in the organization of the
rat hypothalamic infundibular area. Neuroscience 2006, 141:1731-1745.
Cuello AC, Galfre G, Milstein C: Detection of substance P in the central
nervous system by a monoclonal antibody. Proc Natl Acad Sci U S A 1979,
76:3532-3536.

Ciofi P, Krause JE, Prins GS, Mazzuca M: Presence of nuclear androgen
receptor-like immunoreactivity in neurokinin B-containing neurons of
the hypothalamic arcuate nucleus of the adult male rat. Neurosci Lett
1994, 182:193-196.

Yoshida T, Fukaya M, Uchigashima M, Miura E, Kamiya H, Kano M, Watanabe
M: Localization of diacylglycerol lipase-alpha around postsynaptic spine
suggests close proximity between production site of an endocannabinoid,
2-arachidonoyl-glycerol, and presynaptic cannabinoid CB1 receptor.

J Neurosci 2006, 26:4740-4751.

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

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.

Takanami K, Sakamoto H, Matsuda KI, Satoh K, Tanida T, Yamada S, Inoue K,
Oti T, Sakamoto T, Kawata M: Distribution of gastrin-releasing peptide in


http://mousespinal.brain-map.org/

Gutierrez-Mecinas et al. Molecular Pain 2014, 10:79
http://www.molecularpain.com/content/10/1/79

58.

59.

60.

61.

62.

63.

64.

65.

66.

67.

68.

69.

70.

71.

72.

73.

74.

75.

76.

77.

78.

79.

80.

the rat trigeminal and spinal somatosensory systems. J Comp Neurol
2014, 522:1858-1873.

Koga K, Chen T, Li X-Y, Descalzi G, Ling J, Gu J, Zhuo M: Glutamate acts as
a neurotransmitter for gastrin releasing peptide-sensitive and insensitive
itch-related synaptic transmission in mammalian spinal cord. Mol Pain
2011, 7:47.

Todd AJ: Neuronal circuitry for pain processing in the dorsal horn. Nat
Rev Neurosci 2010, 11:823-836.

Hughes DI, Scott DT, Todd AJ, Riddell JS: Lack of evidence for sprouting of
Abeta afferents into the superficial laminas of the spinal cord dorsal
horn after nerve section. J Neurosci 2003, 23:9491-9499.

Friese A, Kaltschmidt JA, Ladle DR, Sigrist M, Jessell TM, Arber S: Gamma
and alpha motor neurons distinguished by expression of transcription
factor Err3. Proc Natl Acad Sci U S A 2009, 106:13588-13593.

Helke CJ, Krause JE, Mantyh PW, Couture R, Bannon MJ: Diversity in
mammalian tachykinin peptidergic neurons: multiple peptides,
receptors, and regulatory mechanisms. FASEB J 1990, 4:1606-1615.

Liu T, Xu ZZ, Park CK, Berta T, Ji RR: Toll-like receptor 7 mediates pruritus.
Nat Neurosci 2010, 13:1460-1462.

Liu'Y, Abdel Samad O, Zhang L, Duan B, Tong Q, Lopes C, Ji RR, Lowell BB,
Ma Q: VGLUT2-dependent glutamate release from nociceptors is
required to sense pain and suppress itch. Neuron 2010, 68:543-556.
Akiyama T, Tominaga M, Davoodi A, Nagamine M, Blansit K, Horwitz A,
Carstens MI, Carstens E: Roles for substance P and gastrin-releasing
peptide as neurotransmitters released by primary afferent pruriceptors.
J Neurophysiol 2013, 109:742-748.

Akiyama T, Tominaga M, Takamori K, Carstens M, Carstens E: Roles of glutamate,
substance P, and gastrin-releasing peptide as spinal neurotransmitters of
histaminergic and nonhistaminergic itch. Pain 2014, 155:30-92.

Cao YQ, Mantyh PW, Carlson EJ, Gillespie AM, Epstein CJ, Basbaum Al:
Primary afferent tachykinins are required to experience moderate to
intense pain. Nature 1998, 392:390-39%4.

Fleming AA, Todd AJ: Thyrotropin-releasing hormone- and GABA-like
immunoreactivity coexist in neurons in the dorsal horn of the rat spinal
cord. Brain Res 1994, 638:347-351.

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.

Simmons DR, Spike RC, Todd AJ: Galanin is contained in GABAergic
neurons in the rat spinal dorsal horn. Neurosci Lett 1995, 187:119-122.
Hunt SP, Kelly JS, Emson PC, Kimmel JR, Miller RJ, Wu JY: An
immunohistochemical study of neuronal populations containing
neuropeptides or gamma-aminobutyrate within the superficial layers of
the rat dorsal horn. Neuroscience 1981, 6:1883-1898.

Leah J, Menetrey D, de Pommery J: Neuropeptides in long ascending
spinal tract cells in the rat: evidence for parallel processing of ascending
information. Neuroscience 1988, 24:195-207.

Polgar E, Durrieux C, Hughes DI, Todd AJ: A quantitative study of
inhibitory interneurons in laminae I-lll of the mouse spinal dorsal horn.
PLoS One 2013, 8:78309.

Braz J, Solorzano C, Wang X, Basbaum Al: Transmitting pain and itch
messages: a contemporary view of the spinal cord circuits that generate
gate control. Neuron 2014, 82:522-536.

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.

Zeilhofer HU, Wildner H, Yevenes GE: Fast synaptic inhibition in spinal
sensory processing and pain control. Physiol Rev 2012, 92:193-235.
Ruscheweyh R, Sandkuhler J: Lamina-specific membrane and discharge
properties of rat spinal dorsal horn neurones in vitro. J Physiol 2002,
541:231-244.

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.

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

Page 15 of 15

81. 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.

82. Todd AJ, Spike RC, Price RF, Neilson M: Immunocytochemical evidence
that neurotensin is present in glutamatergic neurons in the superficial
dorsal horn of the rat. J Neurosci 1994, 14:774-784.

doi:10.1186/1744-8069-10-79

Cite this article as: Gutierrez-Mecinas et al.: Expression of gastrin-releasing
peptide by excitatory interneurons in the mouse superficial dorsal horn.
Molecular Pain 2014 10:79.

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

( BiolVied Central




	Abstract
	Background
	Results
	Conclusions

	Background
	Methods
	Animals and general features of tissue processing
	Co-localisation of GRP-immunoreactivity with other axonal markers
	Specificity of GRP immunostaining
	Characterisation of EGFP cells in the GRP-EGFP mouse
	Characterisation of antibodies
	Statistics


	Results
	Immunostaining with GRP antibody in the dorsal horn
	GRP-EGFP cells

	Discussion
	Sources of GRP-immunoreactive axons in the superficial dorsal horn
	GRP-expression by excitatory interneurons

	Conclusions
	Abbreviations
	Competing interests
	Authors’ contributions
	Acknowledgements
	Author details
	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


