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« CHOM1WT 3cells
(ATCC cat. # CRL - 1985)
« 1321 N 1 cells (ECACC cat. # 86030402)
o SEHFIEY
o REREMH
(carbachol; Sigma cat. # C 4382)
o ZERBBFRS LY (Sigma cat.# A 6625)

s BIFILEY
o [E#ES (Sigma cat. #A0132)
« FLIPR® Calcium 6 Assay Kit
(Molecular Devices cat. # R 8190)
« 1 M HEPES (Thermo cat. # 15630 - 080)
» ReadiUse™ water - soluble probenecid
(AAT Bioquest cat. # 20061)
+ SpectraMax®i3x ZIhBEMFLARIZARMN
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For Each Well  Bazeline 5 Injector 1: 50 W Lm1 485, 535
Bandwidth
Excitation Snm
Emission 15nm

Monochromator
MONO

—@®)
Timing
Well Time: 0:20
Interval: 00:00:00.200
Reads: 101
Min Interval: 00:00.167

PMT and Optics
10 Flashes/read
Read From Bottom
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Parameter Setting

Read type Flex
Fluorescence
Read mode Bottom read
Ex 485 nm
Wavelengths Em 525 nm
Cutoff 515 nm
e Readings: 3
Sensitivity PMT: Medium
. Run time: 90 sec
Timing

Interval: 2.1 sec

Compound transfer

Initial volume: 150 pL
Transfers: 1

Pipette height: 150 uL
Volume: 50 pL

Rate: 2

Time Point: 19 sec

Triturate

Not used
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Carbachol (nM)
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Atropine (nM)
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Acetylcholine (uM)
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Atropine (nM)
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SpectraMax i3x FlexStation 3
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fEFAR SpectraMax ‘ZNS@RRGE, _ CHO MIWT 3 carbachol 32.8 nM 21.7nM
I3RS 7 MR EIRERA T, ECy Al Agonist ECs 132 1N 1 acetylcholine 0.54nM 1.4nM
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BIBERRIBE, (£ SoftMax KEFEY  anwagonistic, | oL 33tOPIne 0-50 M 0.24 M
Acquisition HE U AEHETENS 1321 N 1 atropine 0.24 nM 0.62 nM
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