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The intracellular biosensar of the GloSensor cAMP S=say (Figure 1)
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Plating medium: 90% CO2-independent medium (Life Technologies, Cat.
#18045), 10% FBS

HEPES buffer: Re-suspend HEPES in deionized water to 10 mM; adjust
pH to7.5 using KOH

GloSensor cAMP Reagent stock solution: Re-suspend 250 mg GloSensor

BHES ALiEREBEL cAMP Reagent (Promega, Cat. #£1291) in 8.17 mL of HEPES buffer; store
y %R at-70°Cin single-use aliquots
CAMP 4l 7 A K o PR R (JLE) 2% 5% GloSensor cAMP i7l;

*  GloSensor cAMP HEK 293 stable cell line (Promega
Corporation, Cat. #£1261)

* GloSensor cAMP 23F CHO K1-stable cell line (Promega R&D)

« Rat Y2R/GloSensor cAMP 23F CHO-K1 double stable cell line
(Promega R&D)

« GloSensor cAMP assay plasmid pGlosensor-22FcAMP
(Promega, Cat. #£2301)

« Dopamine D4 stable HEK 293T cell line (Multispan Inc., Cat.
#C1338)
2 B 7R R
e HEK 293 cell growth medium: 90% DMEM (Life Technologies,
Cat. #11995- 065), 10% FBS (Hyclone, Cat. #SH.30071), 200
Hg/mL hygromycin B (Sigma, Cat. #H3274)

e GloSensor cAMP-23F CHO-K1 cell growth medium: 90% F-12
Medium (Life Technologies, Cat. #11765), 10% FBS, and 200
mg/mL hygromycin B)

Glo Sensor cAMP-23F/Y2R CHO-K1 double stable cell growth
medium: 90% F-12 Medium (Life Technologies, Cat. #11765),
10% FBS, and 200 pg/mL hy- gromycin B), and 500 pg/mL

T AR BRI DT AL

&Y. ()5AE EIR 2 (Sigma, Cat, #16504), F2F AU T & LR
7 (Sigma, Cat. #58260); 2% 7% /R (Sigma, Cat. #P0884); MWki& /K
(Sigma, Cat. #P0778); [ 7% 7 (Sigma, Cat. #A8676); % L%
(Sigma, Cat. # H8502). Peptide YY(3-36), (Tocris Cat. #1618); fiT ik
EYEHIFIECE A 10mM , H1 HBSS +20 mM HEPES fiift— /&
ifipEs

Tk

F45E 1) GloSensor cAMP 4 Jifd £ S8 /7 V%

Step 1. ZH M 7E 384 L2 BEZE 40 Mtk (Coming, Cat.

#712) AU

Step 2. SEIRHT 2 /M, EBRIEFRIEIEAE 37°C F1 5% CO9

FM RIS 1 N, R RFLIIA S Glosensor
CAMP 2% 751 1) T 7 ¥ ¥ 30 L F IR FECE 1 /N

o HEK 41 i & 75 2 2% Glosensor cAMP 18 71 1 ~F i v ¥

o CHO-K1 4MIJuiis & 7 5% Glosensor cAMP izt 71

Step 3. BRI AR v ilid FLIPRTera 257N X AL & 4)

Step4. 4 10 Fb 30 BBRIE—IK, FFAE 1025 73 b

KA. FLIPR 4% & W 1.
Step 6. Aid4t 5 FLIPR f) ScreenWorks®#i {44t %] Graphpad Prism 5
AT




GloSensor CAMP [ I % 44 77 125 F 1A% 72 2635 GPCR A2 4 P 240l FIT PR Y52 1 32 4% 1) 280

Step 1. ERFFML P ANIALA: B2 T 37°C F1 5% COp ik R Es - 40 M, %5 [ vl iA %) 70-80%

Step 2. 7£ Opti-Mem-J¢ HLif5 5 55 4 1 M5B pGloSensor cAMP ki % 20 ng/mL, {575 step 4 H 43 Z FH4HHIA 2 45 1-ug
DNA/mL (Life Technologies, Cat. #31985).

Step 3. #¥I Fugene HD 5 it A A4 (Roche, Cat. #0409705001) , ELfil/2 3:1 6w DNA R TR AR =R VS
15 434, RF(uL) 5 DNA (G)H ELfI /2 3:1.

Step 4. 711 DNA & 4415 % 0.48 million per mL 402 ) 25 008 (Rl i 12000 cells/25 pLiwell for HEK-D4; EX 411 ).
Step5. # # A E M4 M R, £ E AL 25 B F & &R b R HE 8000-12000 ML, FRAE 37°C Fl
5% COp %M FH:FR 2 K.

Step 6. SLIGAK, BRI ELFRIE IR0 30uL 2-6% fiv GloSensor cAMP i 2 “F- i«
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% 1: FLIPR Tetra System Setup Parameters
ZH wE
ICCD Camera Mode Luminescence
Gain 280,000
Gate 100%
No of Reads 60-180
Exposure Time* 1 Sec.
Read Interval 10 Second
Pipettor head 384-well with black tips
Aspirate volume 7.50L
Dispense height 25uL
Dispense speed 30pL/sec
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Stable Glabensor cAMP-23F HEK 293 cells (Figure 2]

Isoproterenol and Sallntamol
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Antagonism of isoproterenal and salbutarmal (Figure 3)
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Gi—coupled agansim results (Figure 4)
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G -coupled moeptor agardsm Teslts i a educton in simal comelated with miueton in cAME dde the cell.
Bamlive itcreass in cAME activity was ihduced by the addition of forskalin Ukivg stable F¥Y receptr in CHO-
K1 cells we oom pared resutts wpon addition of forsuolin either befom or after the agoedst. A: 10 W forsholin
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( HEK-293 cells aver expressing G-coupled D4 receptor (Figure B) h
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HEK-295 calls over expressig Froowpled dopam ine Dd meepior fiom Multispar, Ine. were areenily Tare-
fertd with FloSersor cAMP-22F plasmid. Ligand was added on-live to the wells, followsd by S mivote feuba-
Hor Cordinuing the assy, FLIPR Tetra System added 10 pid forskolin to stimoulate c AME production in the cell
A Inhibitioy of forskolin mediated cATE pooduetion by Dopamive. B Iihibition of forsholin- medisted o AWME
production by the Dopamire Dd meephor specific e pound, FD16S, 07,

- _/

r'" ™
Transient transfection (Figumre B]
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