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Abstract
The neuropeptide calcitonin gene-related peptide (CGRP) plays a key role in migraine. However,
a major challenge for studying CGRP actions is the lack of animal models for migraine. Clinical
studies suggested that migraineurs are more sensitive to CGRP than people who do not suffer from
migraine. We therefore generated a transgenic mouse that is sensitized to CGRP (nestin/hRAMP1
mice). The mice have elevated expression of a subunit of the CGRP receptor, human receptor
activity-modifying protein 1 (hRAMP1). Nestin/hRAMP1 mice have two symptoms of migraine:
photophobia and mechanical allodynia. The light aversion was greatly enhanced by
intracerebroventricular administration of CGRP. CGRP had little effect on motility in the light
zone, but once in the dark, the mice moved less than controls. The CGRP-induced light aversion
was attenuated by co-administration of the CGRP receptor antagonist olcegepant. These findings
suggest that CGRP acts as a neuromodulator to increase sensory responses and that regulation of a
single gene, hRAMP1, could potentially contribute to migraine susceptibility.
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The starting point for this PharmSight is the emerging concept that the neuropeptide CGRP
is a peptide that is a regulator of the cardiovascular system, a mediator of neurogenic
inflammation, and a modulator of nociceptive input (1–3). While the mechanisms
underlying migraine remain elusive, there is growing agreement that it involves the
trigeminal system and CGRP (4–7).

The first hint of a connection between CGRP and migraine was from pioneering studies by
Edvinsson and Goadsby in the early 1990’s. They reported that CGRP was elevated in the
jugular outflow during severe migraine attacks and that treatment with sumatriptan restored
the levels to normal, co-incident with alleviation of symptoms (8,9). While that finding has
recently been questioned (10,11), other studies have confirmed that CGRP is elevated in
migraineurs (12–14).

Clinical studies have now firmly established the connection between CGRP and migraine. In
a study by Olesen’s group, CGRP was injected into the cubital vein of migraineurs (15).
Remarkably, CGRP was sufficient to cause a delayed headache in all the patients of an
admittedly small study. Furthermore, three of the nine individuals had symptoms that met
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the criteria for migraine. In contrast, injection of CGRP into nonmigraineurs yielded only a
mild headache (16). In 2004, a key proof of principle study was done using a small molecule
inhibitor of the CGRP receptor developed by Doods at Boehringer Ingelheim (17). This
compound, now called olcegepant, demonstrated that a CGRP receptor antagonist alleviates
migraine headache and associated symptoms. This finding has now been extended with a
second, oral CGRP receptor antagonist, telcagepant, developed by Merck. Telcagepant has
successfully reduced the symptoms of migraine in two Phase III clinical trials (18,19).
Importantly, telcegepant appears to be as effective as the currently used triptan drugs, with
fewer adverse side effects and without causing vasoconstriction, which contraindicates the
use of triptans in patients with cardiovascular disease.

To study the role of CGRP in migraine, we generated a CGRP-sensitized mouse. The
rationale was that migraineurs, but not non-migraineurs, are sensitive to CGRP-induced
headache (15,16). This suggested to us that migraineurs are somehow sensitized to CGRP.
One mechanism that could account for this increased sensitivity is elevated CGRP receptors.
We therefore reasoned that elevating CGRP receptor expression might sensitize a mouse to
CGRP actions.

However, it was not immediately obvious which subunit of the receptor should be elevated.
CGRP acts at an unusual G protein coupled receptor called CLR that has an obligate
requirement for a subunit called receptor activity-modifying protein 1 (RAMP1) (Figure 1).
CLR also binds an intracellular protein (RCP) that increases G protein coupling. RAMP1 is
necessary for trafficking of CLR to the cell surface and CGRP binding specificity (20).
Interaction of CLR with the related RAMP 2 and 3 subunits generates adrenomedullin
receptors that have lower affinity for CGRP. Importantly, RAMP1 can also bind other G
protein coupled receptors. Most notably, RAMP1 converts a calcitonin receptor to an amylin
receptor (21), which may contribute to the phenotype of the mice described below. RAMP1
is also responsible for the species selectivity of CGRP receptor antagonists being used in
clinical studies (22). For this reason we chose to use human RAMP1 (hRAMP1).

As a starting point, since RAMP1 and RCP proteins can couple with multiple receptors, we
figured that RAMP1 or RCP was most likely limiting. Studies with adenoviral vectors
encoding hRAMP1 with cultured trigeminal ganglia neurons and vascular smooth muscle
revealed that RAMP1 is functionally rate limiting for CGRP-mediated actions (Figure 1)
(23,24). In contrast, overexpression of human RCP had no detectable effect in either system
(unpublished data). These observations provided the rationale for engineering CGRP-
sensitized mice by transgenic overexpression of hRAMP1.

Not knowing where we would need to elevate RAMP1, we chose a flexible expression
strategy that relies on Cre recombinase to activate the RAMP1 transgene. As a starting
point, we focused on the nervous system. The first studies were done with RAMP1
expressed throughout the peripheral and central nervous system (CNS), in both glia and
neurons. These mice, referred to as nestin/hRAMP1, are double transgenics that express
hRAMP1 only after removal of an upstream stop sequence in neurons and glia by Cre
recombinase under control of the nestin promoter (24). Nestin/hRAMP1 mice have 1.5–2-
fold greater levels of total mouse and human RAMP1 in peripheral ganglia and the CNS and
increased CGRP-induced neurogenic inflammation (24).

Having established the transgenic mouse, we faced the question of how do you measure
migraine in a mouse? Of course, we cannot fully recapitulate migraine in a mouse, but we
reasoned that the associated symptoms might be measurable parameters. One such symptom
we examined was mechanical allodynia (25). Mechanical allodynia is when normally
nonpainful stimuli, such as a light touch, are painful. While not one of the diagnostic criteria
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of migraine, mechanical allodynia is reported by over half of migraineurs in the facial
region, and in many cases, it can spread to other parts of the body (26–30). Nestin/hRAMP1
mice exhibited CGRP-induced mechanical allodynia due to central sensitization (25). These
observations demonstrated that the mice are sensitized to CGRP actions and exhibit at least
one symptom similar to some migraineurs.

A more characteristic symptom of migraine that we examined was photophobia, which is
one of the diagnostic criteria of migraine (31). Photophobia reflects an allodynic response
where ordinarily non-painful light is noxious. Photophobia is one of the most common
migraine symptoms, affecting 66%-88% of migraineurs (32) and enhanced sensitivity to
light is also reported to a lesser degree between attacks (32). In addition to migraine,
photophobia also accompanies other less common, but likewise disabling conditions, such as
mild traumatic brain injury, cluster headache, trigeminal autonomic cephalalgias,
blepharospasm, meningitis, and subarachnoid hemorrrhage (33–38). An emerging problem
is that a large number of veterans suffering from mild traumatic brain injury have an
unexpectedly high incidence of migraine with photophobia compared to civilians with
similar brain injuries (39,40). In addition, approximately 50% have light sensitivity
independent of migraine symptoms (34,41).

The approach we took was to study light aversive behavior as a surrogate for photophobia.
To do this we used the light/dark box developed by Crawley that has primarily been used to
study anxiety behavior in rodents (42–44). Along with our studies, another group has also
recently used this relatively straightforward paradigm as an indicator of photophobia (45–
47). We have used a custom-made and a commercially available light/dark chamber (Med
Associates Inc.), with similar results in both chambers (46). Advantages of the new unit are
that it is more automated, is fully enclosed in a sound-proof cabinet, can be scaled up to
analyze multiple mice simultaneously, and allows measurement of more parameters in both
the light and dark zones, including control measurements with both zones kept dark.

Nestin/hRAMP1 mice display more light aversion than littermate controls. We have
proposed that this light aversion is an indicator of photophobia (45). Untreated nestin/
hRAMP1 mice spent 30% less time in the light than their littermates (45). While there were
no significant differences based on sex or control genotypes, it is intriguing that female mice
showed a trend towards greater light aversion. Further studies with changes in the
experimental parameters may possibly reveal a sex-bias.

Since CGRP levels are reported to be elevated during migraine, we tested the effect of
exogenously delivered CGRP on light aversion. The light aversion was greatly enhanced by
icv injection of CGRP. After CGRP treatment, nestin/hRAMP1 mice spent less time in the
light compared with vehicle or control mice given CGRP (Figure 2) 45. CGRP-induced light
aversion was seen in both the first and second 5 min testing intervals, with the greatest effect
in the second interval. Nestin/hRAMP1 mice spent 77% less time in the light after icv
CGRP compared with vehicle and 85% less time than control mice given icv CGRP.

The specificity of CGRP-induced light aversion for the CGRP receptor was confirmed by
co-injecting the CGRP receptor antagonist olcegepant (BIBN4096BS) (Figure 2). This drug
was selected because of its relatively high affinity for the CLR/hRAMP1 CGRP receptor
and its efficacy in migraine clinical trials (17). Olcegepant on its own had no effect on the
mice, yet it was able to block CGRP induced light aversion. These results establish that the
light aversion is due to CGRP actions at the CLR/hRAMP1 receptor complex. This is
important because the amylin receptor (RAMP1 with calcitonin receptor, AMY1(a)) has a
relatively high affinity for CGRP (21). Olcegepant has ~150-fold higher affinity for the
CGRP receptor than for the AMY1(a) receptor (48). However, a caveat is that the drug
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concentrations at the relevant sites are not known; thus, we cannot exclude a combination of
CGRP and AMY1(a) receptor actions contributing to the light-aversive phenotype. Further
studies with olcegepant and the amylin antagonist AC187 will be needed to establish
whether amylin also contributes to the light aversive phenotype.

A potential confounder of the light/dark exploratory assay is motor activity. For example,
with a significant motor loss, a mouse would have difficulty moving within the chamber.
We assessed motor activity as rearings, distance traveled, ambulatory time, mean
ambulatory velocity, and resting time. In general our findings with control and nestin/
hRAMP1 mice agree with previous reports that CGRP decreases motor activity (45,46). An
intriguing paradox from our initial studies was that while CGRP reduced motility in the lit
open field (used for anxiety tests described below), there was no apparent decrease in the
light zone of the light/dark chamber (45). This paradox was resolved by measuring motility
in the dark zone using infra-red beams.

We found that after CGRP treatment there was a striking difference between movement in
the light and dark zones. CGRP-treated nestin/hRAMP1 and control mice had similar
behavior in the light zone, while in the dark zone, nestin/hRAMP1 moved less than control
mice (46). We interpret this light-dependent difference to indicate that when the mice have
reached a non-aversive environment (the dark), they prefer to not move as much. In the open
field chamber they do not have an option to escape to the dark, hence reduced motility was
observed. This may reflect the clinical state in which pain is aggravated upon movement
during migraine. Thus, CGRP induced motility changes in both nestin/hRAMP1 and control
mice that were consistently more noticeable in the dark compartment.

As mentioned earlier, the light/dark assay is often used to predict effects of anxiolytic drugs.
Hence, the increased light aversion in the nestin/hRAMP1 mice could be due to increased
anxiety/fear behavior. We ruled out a major contribution from anxiety by using two different
anxiety or fear-related behavioral paradigms (45). There were no significant differences in
an open field anxiety test both at baseline and after icv treatment with CGRP. Likewise, the
differences in the predator odor freezing behavior assay would not explain the greater light
aversion of hRAMP1 (e.g. hRAMP1 mice froze less than littermates at baseline). Future
experiments with other paradigms, such as the elevated plus maze, should further elucidate
behavioral contributions of hRAMP1 and CGRP.

It is interesting to speculate on the sites of CGRP action. Surprisingly, there is remarkably
little known about the mechanisms underlying photophobia, although evidence points to
involvement of the trigeminal pathway (49–51). The ophthalmic branch of the trigeminal
nerve heavily innervates the eye and conveys nociceptive signals to second order neurons of
the trigeminal nucleus that project to the thalamus and higher cortical regions. In a recent
case study, activation of the trigeminal ganglion and trigeminal nucleus caudalis was
observed by fMRI in a photophobic patient exposed to bright light (52). In a rat model,
Bereiter and colleagues demonstrated that bright light activates the trigeminal nucleus
caudalis (49). The possibility of direct input from melanopsin retinal ganglion cells that
project to the thalamus has recently been raised by activation and tracing studies by Burstein
(personal communication). Photophobia in patients blind due to rods and cones
degeneration, but who have intact, functioning melanopsin retinal ganglion cells, further
suggests contributions from the non-visual pathway mediated by the intrinsically light
sensitive melanopsin retinal ganglion cells (53). Furthermore, the intrinsic light activation of
these photosensitive ganglion cells is maximal in the blue wavelength range and blue-
blocking lenses have been shown to reduce photophobia (54–56).
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How exactly the trigeminal nerve is activated by light is unknown. Models have been
proposed involving the convergence of afferent pathways of the trigeminal and visual
systems, possibly from the melanopsin ganglion cells (53) as previously mentioned, or
trigeminal activation by changes in vascular tone (49) or mechanosensitivity (52). A
common theme of these models is release of CGRP. CGRP is in trigeminal ganglion neurons
that innervate the anterior portion of the eye and CGRP binding sites are in ocular structures,
which support a possible contributory role. As a major neuropeptide in the trigeminal
system, CGRP is likely to be involved in the pathophysiology of photophobia, which is
supported by our mouse studies (45,46).

What does this all mean? We predict that CGRP is a neuromodulator at glutamatergic
synapses that convey sensory information (Figure 3). CGRP is co-localized with glutamate
in neurons of the trigeminal ganglion and presumably in the CNS. Hence, CGRP may act by
sensitizing synapses in the CNS, and that over-sensitization leads to migraine. This
modulation could be both presynaptic and postsynaptic. A presynaptic role is supported by
our studies showing that CGRP increases cAMP levels and substance P release from
cultured trigeminal ganglia neurons (24). Likewise, a postsynaptic function could involve
cAMP or calcium signals from the CGRP receptor that could activate glutamate receptors.
In addition, CGRP actions on nearby satellite glia or on dural mast cells in the periphery
could influence synaptic signaling (57,58). It will be interesting to test the effect of specific
glutamate receptor antagonists on CGRP-induced light aversion. As a result of either
presynaptic or postsynaptic enhancement, increased RAMP1 is predicted to increase CGRP
modulation of sensory perception. This suggests that while migraine is clearly a multigenic
disorder, genetic or epigenetic regulation of a single gene, hRAMP1, may contribute to
migraine susceptibility.
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Figure 1. CGRP receptor
Left, schematic of CGRP receptor complex containing RAMP1, CLR, and RCP. Right,
Increased sensitivity to CGRP following expression of RAMP1 from an adenoviral vector in
cultured trigeminal ganglia neurons. Ad-GFP is a control vector. Figure modified from (24).
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Figure 2. CGRP-induced light aversion by nestin/hRAMP1 mice
A. The nestin/hRAMP1 mice spent less time in the light after icv CGRP (0.5 nmol/2 ul)
compared to vehicle (PBS) or control mice given CGRP or vehicle. Data are shown from the
second 5 min monitoring interval. B. The antagonist olcegepant (0.5 nmol) prevented the
CGRP-induced light aversion seen in the nestin/hRAMP1 mice. For both panels, * P<0.05
(Student’s two tailed t test) compared to vehicle. Error bars are standard error of the mean.
Figure modified from (45).
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Figure 3. Model of CGRP as a neuromodulator of glutamatergic synapses
Co-release of CGRP with glutamate from presynaptic neurons (for example, a peripheral
nociceptor) could act presynaptically to further increase neurotransmitter release and/or
postsynaptically to increase glutamate receptor activity. In addition, CGRP could act in a
paracrine fashion on nearby glia (lower left cell) and/or dural mast cells (not shown) to
indirectly act on the neurons.
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