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Eurofins Discovery Services — cell-based <& eurofins
assay capabilities

Discovery Services

lonFlux HT™

v" lon channel functional assays

v Fluorescence and luminescence-
based assay development and HT

screening

v" Cell membrane production and

radioligand binding assays

v" Bulk transfection of cells and

custom cell line engineering

v" Signaling pathway assays

v' Custom FlexLab assays
MaxCyte
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Nicotinic acetylcholine receptors (nAChRs) belong to the “Cys-loop
superfamily’” of ligand-gated ion channels that includes GABA,,

glycine, and 5-HT3 serotonin receptors.




Basic structure of nicotinic acetylcholine

receptors
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Merging old and new perspectives on nicotinic acetylcholine receptors. Roger L. Papke ; Nicotinic ACh Receptors, Tocris Bioscience
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= Nicotinic acetylcholine receptors (nAChRs) belong to the “*Cys-
loop superfamily’” of ligand-gated ion channels that includes
GABA,, glycine, and 5-HT3 serotonin receptors.

= Eurofins Discovery Services PrecislION® nAChRs cell lines:
v a1B18e (CYL3052)
v a3B4 (CYL3057)
v a4B2 (CYL3106)
v a406B2 (CYL3107)
v a7 (CYL3097)
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adfi2+, abf2s,
. cebodfi2=

4= = Dopaminergic Transmission
=) Glutamatergic Transmission
<& GABAergic Transmission

Front. Mol. Neurosci., 03 August 2012 | doi: 10.3389/fnmol.2012.00083
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= Nicotinic acetylcholine receptors (nAChRs) belong to the “*Cys-
loop superfamily’” of ligand-gated ion channels that includes
GABA,, glycine, and 5-HT3 serotonin receptors.

= NAChRs participate in fundamental aspects of synaptic
plasticity that are involved in attention, learning, memory,
cognition and development.

= Decline, disruption, or alterations of nicotinic cholinergic
mechanisms have been implicated in various human
pathologies such as schizophrenia, epilepsy, autism,
Alzheimer’s disease (AD), Parkinson's disease (PD), major
depression and addiction.




lonFlux™ HT for screening of nicotinic <& eurofins
compounds
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main flow channel
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NAChRs response characterization
JRecording conditions optimization
JCurrent stability
JCross plate uniformity and inter-run precision.

JPharmacology of agonists, antagonists and positive
allosteric modulators (PAMS)

Binding constants and channel kinetics
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Cross plate uniformity and inter-run precision & eurofins
of a4f2 receptors
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Cross plate uniformity and inter-run precision

of NnAChRs
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GraphPad Prism: Fitting Models to Biological Data using Linear and Nonlinear Regression, Harvey Motulsky & Arthur Christopoulos
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Pharmacology of nAChRs agonists
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Pharmacology of

NAChRs antagonists
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Pharmacology of nAChRs antagonists Discovery Services
NAChRs Estimated ICg, (UM)
a-Bungarotoxin Atropine DHBE Mecamylamine MLA Pancuronium
alpBlde - 103.6 5.4 82.4 3.3 2.8
a3p4 - - 7.2 7.0 0.5 96.0nM
a4p2 - 99.0 0.7 - - 119.7
a4a6p2 - 86.7 0.4 3.4 - 36.9

a7/ 3.2nM 1.9 4.3 - 7./7nM -

19



& eurofins
Open channel block of a4B2 receptor ~ Discovery Services

1.2uM Mecamylamine

w— 1.2+ Mecamylamine
% J e OlHM ©ono . ! . ZoneSCurreanr‘aceChan
5 0.4uM o : : : : :
< 2 ] : : : :
k5] o 1M u_j:::
e 5000 e ) i - EH—p i : gy i
,6 ] 200 wd—lﬁl 500 hmzu[:e:,—‘ wu 1200 1200 1600
P
Sweep Overlay
2000
# of ACh applications (30uM) ; P

1000 + 3OMM ACh
— 1.27
= e~ P11C5,=620 nM
= 1.0 P5 1C5,=187 nM
@) -+ P101C5,=81 nM
4 08"
@
o z
O 0.64 £
3
N 0.4+
g
£ 0.2-
S X

0.0 T T T 1
-8 -7 -6 5 -4 -3
Log [Concentration], M
-6000

Time (ms) (1043)

20



<% eurofins |

Pharmacology of nAChRs PAMSs
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ACh Binding Kinetics
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Desensitization characteristics of a432

receptor
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Desensitization characteristics of a42 <* eurofins
receptor Discovery Services
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Onset and recovery of inhibition for DHBE on

a4B2 receptor
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NAChRs response characterization
EfRecording conditions optimization
EfCurrent stability
EfCross plate uniformity and inter-run precision.

EfPharmacoIogy of agonists, antagonists and positive
allosteric modulators (PAMS)

EfBinding constants and channel kinetics
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