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Introduction

Radioligand Competition Binding Assays

¢ Radiolabeled ligand binding assays were performed by Eurofins Cerep (Celle
I'Evescault, France) and Eurofins Panlabs (Taipei, Taiwan), in which a range of

Table 2. gpcrMAX Antagonist Mode Results

Receptor/Receptor Subtype % Inhibition

Figure 2. Percent Inhibition of Radioligand Binding to 5-HT in the
Presence of DHE Mesylate

Findings of agonist activity at the D,and a,, receptor subtypes contrasts with
previous findings of antagonist activity”?

— Transient hypertension has been associated with agonist activity at peripheral
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— Rapid onset*
— Efficacy against a full range of acute symptoms of migraine®®
— Minimal risk of medication overuse*

e We have previously proposed a hypothetical model illustrating how DHE
mesylate may target the whole migraine, suggesting it may exert a
greater influence than single receptor agonists/antagonists over migraine
pathophysiology and migraine phases due to its broad pharmacological

In Vitro Screening for Functional Receptor Activity of DHE Mesylate

e DHE mesylate (10 pM) demonstrated agonist activity at a,; CXC chemokine
receptor 7 (CXCR7), Dyg 51 5, and 5-HT, 1554 5¢ 54 F€CEpPtOr subtypes (Table 1)

e DHE mesylate (10 uM) demonstrated antagonist activity at a , calcitonin

18,2A,2C

receptor (CALCR)-receptor activity modifying protein 2 (RAMP2), D, , ., and 5-
HT,, receptor subtypes (Table 2)

Radioligand Competition Binding Assays

¢ Radioligand competition binding assays revealed that DHE mesylate did not bind
to the 5-HT, receptor at concentrations up to 300 nM and bound with limited
affinity to the 5-HT,; and D receptors demonstrating IC5,values of 230 and 370
nM, respectively (Table 3)

DHE mesylate bound with higher affinity to the D,, 5-HT,;, and a,, receptors with
IC,,values of 0.47,0.58, and 2.8 nM, respectively (Figures 1-3, Table 3)
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DHE = dihydroergotamine; IC = half maximal inhibitory concentration.

Figure 3. Percent Inhibition of Radioligand Binding to a,g in the
Presence of DHE Mesylate
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Conclusion

@
Unlike other migraine therapeutics, which only target single receptor subtypes,?
DHE mesylate has a broad receptor pharmacology and may exhibit a greater
impact on the migraine cycle

DHE mesylate (10 uM) was screened for functional activity at 168 GPCRs, and
demonstrated:

activity reported in the literature® e Since DHE mesylate (10 pM) exhibited fairly strong antagonist activity at the 100 = Agonist activity at 10 receptors including 5-HT,, ,; ,. ¢ 5 Dis o150 @3N
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— Antagonist effects were considered significant if receptor activity was
inhibited by >50%

45 — Agonist activity may be involved in the inhibition of CGRP release and result in
pain relief®
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HT,;, activity was not available in this screen.

a,g = adrenoceptor alpha 2B; CXCR7 = CXC chemokine receptor 7; D, = dopaminergic receptor 2L; D, =
dopaminergic receptor 2S; D, = dopaminergic receptor 5. 5-HT,, = 5-hydroxytryptamine receptor 1A; 5-HT,, = 5-
hydroxytryptamine receptor 1B; 5-HT,, = 5-hydroxytryptamine receptor 1E; 5-HT,. = 5-hydroxytryptamine receptor
1F; 5-HT,, = 5-hydroxytryptamine receptor 2A; 5-HT, = 5-hydroxytryptamine receptor 2C; 5-HT,, = 5-
hydroxytryptamine receptor 5A.
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Note: Analysis was for D,
DHE = dihydroergotamine; IC,, = half maximal inhibitory concentration.
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