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| CERIZE BRI

® 1 VTIHEYDTYEAR)2—LADRNE, BRRETDRIEEELADYET DT, 1 FaX—
2 avHd TopSeal-A (PerkinElmer, #6005185)/2ETYA /0 L —h s —ILLTLIZELY,
L —ILIZRIERTIZRKIL TLESLY,
® FUNZE 2°C - 8°C IZTRELTLEELY, Eu-cAMP tracer M, /N3FLT-20°C TRIEL.
RIS BRARILBE T TR,
o FyrDEEIRE., SNERHICRRISNTOETS,

1. Fybk-BHE-HER

A. YD/ —SH A XERBE
FYNZIETREDORAENMBLET,

| ZERICRDREIIC

TRF0262 TRF0263 TRF0264
REACENT 1,000 assay points* | 10,000 assay points* | 50,000 assay points*
cAMP standard 1vial, 1 mL 1vial, 1 mL 1vial, 1 mL
Eu-cAMP tracer 1 vial, 110 pL 1vial, 1 mL 5 vials, 1 mL each
ULight-anti-cAMP 1 vial, 37 L 1 vial, 340 pL 1 vial, 1.68 mL

mADb

cAMP Detection

1 bottle, 25 mL

1 bottle, 250 mL

4 bottles, 25 mL each

Buffer

BSA Stabilizer
(7.5% Solution)

1vial, 1 mL

1 bottle, 10 mL

1 bottle, 50 mL

* 1 IRAUNE, TytEAR)2—L 20 pl O

AEETHALEIBO LT LIELLET.

B. LANCE Ultra cAMP kit ANz IR BRI - SHFE &
TytADEINT I IERT N\ IT7—OREOFARIZIL, FEeRBOHLET,

HE-CHESR A—H— B Z0—R
1X HBSS Invitrogen 14025-092
1 M HEPES Invitrogen 15630-080
1X PBS Invitrogen 10010-023
Forskolin Calbiochem 344270
IBMX (3-Isobutyl-1-Methylxanthine) | Sigma 17018
DMSO Sigma D2650
1N NaOH Sigma S2770
OptiPlate-384, white PerkinElmer 6007290 (50 #), 6007299 (200 #2)
ProxiPlate-384 Plus, white PerkinElmer 6008280 (50 #), 6008289 (200 #7)
OptiPlate-96, white PerkinElmer 6005290 (50 #), 6005299 (200 #2)
OptiPlate-1536, white PerkinElmer 6004290 (50 #), 6004299 (200 #2)
TopSeal™-A 384 PerkinElmer 6005250

THZHILHR—hERR—; www.perkinelmer.com/ask
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LANCE Ultra cAMPkit 7yt At yh7yFHAR

. 7vteADJRHE

LANCE Ultra cAMP (&, RED =7 AL RN EB I RILF—8xH(TR-FRET)ZE &L
LA LI TyEATHY, G AV B R EZRAKR(GPCR)DFAE % =T EAEINSD cCAMP ZHIE
LET,

TvtA1&, ULight 22z cAMP /70— LIk (7o €72 —) 129 5, 2—aET LFL—k
Z3H CAMP hL—1— (Eu-cAMP o —H—; RF—)& U FILHD cAMP DFEEIES KIS
T,

FERAY Eu-CAMP fo—H—EHEA L TULVDI54A. 320 H50VE 340 nm DFFREHIZL>T Eu FL
—IMNBhEE. FLiR £ D ULight [CTRILF—MERFEL, 665 nm OEEEFLET (FRET), CORKE.
FRET OB ITRIILF—(E, Eu FL—bD 615 nm OERFLELTERESINET,

CAMP JEFE TR TIE, | AD TR-FRET 7 TiLAELN (K 1 &), — AT, MighR%E 2T
CAMP NE4£EN DL, Eu-CAMP No—H —,LRDEE MR S EESN, TR-FRET 7 F LN
ETFLET(”1AH),

Excitation

TA-FRET 320 or 340 nm
ERET Emission
Excitation - Jﬁﬁs e < &) No FRET
320 or 340 nm r i .
uorescen
3 Emission
(D@ &5 )
Fluorescent Free cAMP
Emission
1
wam CAMP JEFEFT CAMP T

K 1. LANCE Ultra cAMP 7 ¥ 214 O JR I8

V. /S T77— AMYBRHROTFSE

BIRMEELH. FRTAMI—IILIZH TNy IT7—ORMN A K E R L TS,

B [BMX (250 mM RbvZ3A%K)
- 50 mg @ IBMX %, 900 puL ® DMSO IZA8#EL. 250 mM DAMY AR ERABLET,
INDFL, -20° CIZTR7IFLET,

B Stimulation buffer
15 mL @ stimulation buffer (HBSS, 5 mM HEPES, 0.5 mM IBMX, 0.1% BSA)ZLT®

FOIZFABLET,

e A2 —L
1X HBSS 14 mL
7.5%L BSA Stabilizer 200 pL
250 mM IBMX 30 pL
1M HEPES 75 pL

IN NaOH ZRWLT pH7.4 IZFA%L. IXHBSS IZT 15 mL IZART7YTLET,

ver.1.0



V. eI

Notes:
* FARBRAEL, ERICEEET,
*  Stimulation buffer (%, Z#4/)L X)) PIdZAN 7PUAIdZANZ vt/ THERBLET,

*  cAMP B EF/ERECZE. 0.5 mM IBMX A INEhf= Stimulation buffer DER%EH

B JALZRIUY (50 MM AbyTEHK)
5mg DT7+ILRAI% 244 UL O DMSO ITA#RLET
INDIFL, -20° C ISTHRELET,

V. #ifanAR

ﬁ#ﬁmwﬂi
37" C DUA—Z—NREANTYIEREREL, Fa—TE2 ETISRLTE#LGAS, 2
EREICREELET,
4 mL @ 1X HBSS ZMNAT= 15 mL OE=LEICHEL, 275 Xg T 10 pEERODLET,
EFEBE 1.5 mL 0 1X HBSS Tlfas B RELET,
MU TIL—FEX0 £MEESAESREANT, MigEstallEd., (Ig0EEFER
(. 90 %Ll EIZRDOZEELBDLET, )
BE 275 XgIZT52E&RMLL. 7ytAIZibl, BEET MR 5L BELES,

EEMOFHR

%ﬂiﬁ’afi 70-90%30> 7))L TURDIRBE TEIYNL TLZELY,
EHEKRE. Ca?'l Mg?' 7))—0 PBS £ AL TERAla% )V ALET,
5 mM EDTA A= PBS(ZOfOMERIBER RLEHATEES, )&MA,. 37° CIZTS
DEAF R, MZERIMLET,
275 XgIZT 10 NEENE. EFETHYT—avRETHhRE, #ili% 1X HBSS 2B %
BLET,
NSO T — a0 TR B BRI ESE AT MEREHRILET., GRIBOEERL,
90 % EMELTLVET, )
BE 275 XgIZT52E&RMLL. 7ytAIZil, BEET M HICR LI BELES,

THZHILHR—hERR—; www.perkinelmer.com/ask
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VI. cAMP BREZFED/ER
REEALBENROONET, MIIR— XD T vtAI=5H5 cAMP EA B EBAEETT,

ARDOFAR:

Stimulation buffer
15 mL @ Stimulation buffer 2> 3> IV IZH>TRELET,

4X cAMP FIR%FI|. cAMP dilutions (4X)
50 UM CAMP Rk Z38#Kk%E. 4 X 10° A5 4 X 10™ M O EIEIZHLNT 0.5 log B TH
L. AX cAMP FIRRFNERABLF T, HRAEZE TEICERHLES,

Tube [Final] (M) [4X] (M) Volume of dilution St'g;f'faet:"”
1 1X10° 4X10° 8 pL from 50 pM stock 92 pL
2 3X10” 1.2X10° 30 pL from 1 70 uL
3 1X10°' 4X1077 30 pL from 2 60 pL
4 3X10° 1.2X10” 30 pL from 3 70 pL
5 1X10° 4X107° 30 pL from 4 60 L
6 3X10° 1.2X10° 30 pL from 5 70 uL
7 1X10° 4%X10° 30 pL from 6 60 uL
8 3X107% 1.2X10° 30 pL from 7 70 pL
9 1x107%° 4%x107" 30 pL from 8 60 L
10 3x10™ 1.2X107" 30 pL from 9 70 pL
11 1x10™* 4X10™ 30 pL from 10 60 uL
12 (ctrl) 0 0 - 70 pL

Note: FARFRAELET,

4X Eu-cAMP tracer A%

cAMP Detection Buffer &L T, Eu-cAMP tracer AhY 8%k %E 50 SFRL. 4X
Eu-cAMP tracer ;A= FRLE T,

#: 245 pL & cAMP Detection Buffer /=, 5 uL & Eu-cAMP tracer /1%, BB 102 EE
LET,

4X ULight-anti-cAMP antibody &

ULight-anti-cAMP antibody A~ %38 % . cAMP Detection Buffer U\ T 150 S L.
4X ULight-anti-cAMP working solution ZFH#8L %Y,

#): 745 uL & cAMP Detection Buffer /=, 5 pL @ ULight-anti-cCAMP Z /7%, £ 154VZ
BLET,

Notes:

* FRAELERET 4 C T24 BEETHREARETT,
¥ RBRTYEANTA—I U REFBIZIE, Eu-cCAMP tracer & ULight-anti-CAMP D #
REEZHELABWNTIES,

ver.1.0




VI. CAMP BB 8D s

7vEADITO—Fv—h:

OptoPlate-384(F) &AL, n=3 T yEA&ETLET,

[ 5uL 04X cAMP HFRFSI |

-6 -11
CAMP #EE(X 1x10 AH1 X 10 M
(0.5log Z&) T,

5 uL 0 Stimulation Buffer & |

5 pL @ 4X Eu-cAMP tracer working solution % 75/l |
#&RE 1X Eu-cAMP tracer

5 uL ® 4X ULight-anti-cAMP working solution %375/ |
#& R E 1X ULight-anti-cAMP

A 4
JL—K% TopSeal-A To—J)LL, ERT 1 BB/ Fa—3v

v

TopSeal-A %L, BB RN T —N)—F—&2ANTHIE

THZHILHR—hERR—; www.perkinelmer.com/ask
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LANCE Ultra cAMPkit 7vtAtyb7yTHAR

TL—hv7:

[cAMP] (M)
1 x10% (from Tube 1)
3x107 (from Tube 2)
1 x107 (from Tube 3)
3x10® (from Tube 4)
1 x10® (from Tube 5)
3 x10? {from Tube 8)
1x10° (from Tube 7)
3x10™" (from Tube 8)
1 x10™" (from Tube 9)
3 x10™ (from Tube 10)

1x10™" (from Tube 11)
0 (from Tube 12)

replicates

S

1 2 3 4 5 6 7 8 9 10 11 12 13 414 15 16 17 18 19 20 24 22 23 24

TOoOZZ2=2r R & —Ioommo O DB

®
cAMP & E# (EnVision TRF laser A F>avI=THIE):

fRATAER:

.11 10 9 -8 -7 -6 -5
Log [cAMP] (M)

EnVision Z AWTAIE 9 5L, ~70 D S/ B (signal-to-background ratio)h\ 1541, X4+ vl
v¥l& 1.5 logs. ICs0 ~1.4 nM @ cAMP # &M E5NET,

ver.1.0




VII. 74)LZ3)0 AE-KIGHER EEME%(Gs-, G- &EZRIK)

VII. 74ILRyBE-RISHE EEMAEEK(Gs-, Gi-HESAK)

THILZAO)UNE VAVRESBEDIEEREN T LT TV V77— CICEREIEAL. cAMP
EEZRELET, 74/ILZAT)2 100 IIRRE (EC1o0) ICBWNTEESNT= CAMP 4%, £D
MO ELRRER RN CAMP 2I2HEHELEYT, SOz, RIEEIZTH/L XU EFEHRL. Mg
N—=ZD cAMP 7yEAIZHBIT2E B M EZRELE T, 74/ A0 RISHIRE, ZEME
#IZHWNT cCAMP BREROEMRBIHAICUINEY, TAHIL XV RIFEED S/ B &£, CAMP R 24
D SI B EFF—BLET, b—2ILRJa—L 20 uL D7 vt (384-well Plate) Tld, 7+/LX3)
VEAE-RISHEE. #iE% 500-5,000 DIE TR T EEHEHLET,

Gs £ESAKIZHNT, TEMEKT. T27I =AM AN E7IZANEE- RS EEADR
EINFET, Gi HEZRETIE, 7TZILEEIIT—ED cAMP EAEMERIET B0,
ECoo BEMNTAIIL ATV EMRAIRMLET,

HEDFHA:

B Stimulation buffer
15 mL @ Stimulation buffer 2> 3> IV IZH>TRELET,

B 2X JAILRIVERRI

- 50 MM ZA LAY AT R (AN 7B R OREE AV IV ESR) EERICTHRE
L. 5 uL % 495 pL o stimulation buffer [(Z1Z. 500 UM T4 /LX) B RERELE T,
500 UM T4 L ZAUEHKRE ., 2X 107 A5 2X 10° M DEEERIZEH N T 0.5 log B THIR
L. 2X THILRO)VHERRINERAELET, HIRAEE FLICERELES,

Tube [Final] (M) [2X] (M) Volume of dilution S“gjf'fg;on
1 1X10* 2X10" 160 pL from 500 pM 240 pL
2 3X107 6 X107 120 pL from 1 280 pL
3 1X107 2X107 120 pL from 2 240 pL
4 3X10° 6X10° 120 pL from 3 280 pL
5 1X10° 2X107° 120 pL from 4 240 pL
6 3X10” 6X10”’ 120 pL from 5 280 pL
7 1X10” 2X10”7 120 pL from 6 240 pL
8 3X10° 6X10° 120 pL from 7 280 pL
9 1X10° 2X10° 120 pL from 8 240 pL
10 3X107 6 X107 120 pL from 9 280 pL
11 1X107 2X107 120 pL from 10 240 pL
12 (ctrl) 0 0 - 280 uL

Note: ARFFASELET,

THZHILHR—hERR—; www.perkinelmer.com/ask
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LANCE Ultra cAMPkit 7vtAtyb7yTHAR

4X Eu-cAMP tracer A%

cAMP Detection Buffer &L T, Eu-cAMP tracer AhY 8%k %E 50 SFRL. 4X
Eu-cAMP tracer jaR=FHRLE T,

#: 245 pL & cAMP Detection Buffer /=, 5 uL & Eu-cAMP tracer /1%, BB 102 EE
LFT,

4X ULight-anti-cAMP antibody &

ULight-anti-cAMP antibody A~ %38 % . cAMP Detection Buffer U\ T 150 S L.
4X ULight-anti-cAMP working solution ZFH#8L %Y,

#): 745 uL & cAMP Detection Buffer /=, 5 puL @ ULight-anti-cCAMP Z /7%, £ 150V/Z
BLET,

Notes:

* FRARLERET 4 C T24 BEETHREANRETT,
¥ RBRTYEANTA—I U REFBIZIE, Eu-cAMP tracer & ULight-anti-CAMP D #
REEZHELABWNTES,

B fROFER
HRaZ A/ T BH1C. ©Uiay VlllaORRE BTSN,

Stimulation buffer 2L\ T, #ila% 1,000 cells/ pL (1 X 10° cells/ mL)IZ&RLET,
E5(2 Stimulation buffer T, TERM&K3(Z, 600, 400, 200, 100 cells/ pL IZFRLET,

Cells/ pL Cell solution (uL) Stimulation buffer (uL) Cells/ well
1000 - 5,000
600 540 of 1000 cells/ pL 360 3,000
400 460 of 600 cells/ pL 230 2,000
200 300 of 400 cells/ pL 300 1,000
100 200 of 200 cells/ pL 200 500

Note: FARFRAELET,

ver.1.0



VII. 74230 BE-KIGHE EEMiei(Gs-, Gi-

7vEADITO—Fv—h:

7N

OptoPlate-384(F) &AL, n=3 T yEA&ETLET,

5 UL M 2X T4 AU ERRT

THILAO R,
-4 -9
1x10 H51X 10 M(0.5log Z&)

5 UL OFARL=MAEZE R0

=EI1ZT30

5 uL ® 4X Eu-cAMP tracer working solution % 751

#&EE; 1X Eu-cAMP tracer

A

4

5 uL ® 4X ULight-anti-cAMP working solution %37/

A

JL—K% TopSeal-A To—ILL.

# 2, 1X ULight-anti-cAMP

4

FRT1EBAFa—ay

A

4

TopSeal-A Z#|L. BRSO BREAL T —N)—F—EANTHE

TOZ=H)

LY R—bEAR—T; www.perkinelmer.com/ask
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TL—hv7:

[Forskolin] (M)
1x10* (from Tube 1)
3x 107 (from Tube 2)
1x 107 (from Tube 3)
3x 10% (from Tube 4)
1x10% (from Tube 5)
3% 107 (from Tube 6)
1x107 (from Tube 7)
3x10® (from Tube 8)
1% 10% (from Tube 9)
3x 107 (from Tube 10)

1 %107 (from Tube 11)
0 (from Tube 12)

replicates

500
callsiwell

1,000
cells'well

2,000 3
cellsiwell

,000

cellswel

5,000
calls'well

._________-____________-___...

1 2 3 4 5 6 7 &8 9 10 11 12 13 14 15 16

O zZErXxce=IOTMOOD>

17 18 19 20 21 22 23

®
JAIL A BE-RISHER (EnVision TRF laser &7 avIZzTHRIFE):

TAHILAOEBELESONEUTFILE X AT ST 7avsE T,
FTNENOMEHIZHIT 574/ X0 AE-KICHIEE CAMP RES/EELEEL, 7ytAI4R
(TR A#)E S/ B A cAMP BRERLFF T AFOMIHA. BEEHELLYET,

E 25,000 E 25,000

c =

5] o i

g 20,000 -..-..@.mnu g oma e = o

g 15,000- S 15000-

k= >

& 10,000 & 10,000

o o

e 5000 & 5000

L - D e e o g i

= 0 1 o 0— — = i

= w1 10 9 8 7 6 5 = w9 8 7 & 5 -4 -3
Log [cAMP] (M) Log [Forskolin] (M)

FRNTHER:

1,000 cells/well
2,000 cells/well
+ 3,000 cells/well
v 5,000 cells/well

LEEHITIE. CAMP BREBOT7 v A4 VRIIZINE>TULVS, 22K 2,000 cells/ well H%E 4T
T, BOTITO7d = ANEE- RICHREEDEERIZH, FoNr= 2,000 cells/ well DEA%F A

Li_d—c

ver.1.0



VIIl. Gs £&SAK 7d-_ANBE-KISHE

VIIl. Gs &2/ K/ 73X NAE-RKISHE
REDFN:

Stimulation buffer
15 mL @ Stimulation buffer 2> 3> IV IZH>TRELET,

B 22X FA=AMERZR

- Stimulation buffer # LVT7 I = RME 2X RECABLET, HRRIE, 7I=RbD, F
HEEINBHECS0REMND LT 3log DEERTHIZENEELVEHTY, HIRRFIE, 11
RAREL 7TIZANEE 03 &®H. 12 RDAFERRF|% 0.5 log HATHELET,

B 4X Eu-cAMP tracer BH&

- cAMP Detection Buffer AL T, Eu-cAMP tracer Abv 78k %E 50 EFHEIRL. 4X
Eu-cAMP tracer S8R EFHLET .
%) 245 uL @ cAMP Detection Buffer /=, 5 uL & Eu-cAMP tracer /14, &0V ZE
LET,

B 4X ULight-anti-cAMP antibody &

- ULight-anti-cAMP antibody X738 %% . cAMP Detection Buffer Z (VT 150 &L
4X ULight-anti-cAMP working solution ZZ8& L% 9,
#): 745 puL & cAMP Detection Buffer /=, 5 uL ¢ ULight-anti-cAMP /7%, f&E1°0\Z 2
BLET,

Notes:
* FRAELEEEE 4 C T4 BMECHREAETT.
* RBRTYEANTF—I U RERFBITIE, Eu-cAMP tracer & ULight-anti-cAMP O#

REEEFELAGNTIES,
m HEDFEIR Cell dilution

Ml AR BRI, ©72ay VlEORARETEZIN,

Stimulation buffer Z AL T, Mz AR LE 9 (5l 2L 200 cells/ pL),

THZHILHR—hERR—; www.perkinelmer.com/ask
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7vEADITO—Fv—h:

OptoPlate-384(F) &AL, n=3 T yEA&ETLET,

[ suLoox 7I=ZERFRL |

|

5 uL OFRUMFaE RN |
l HOBE, Ix 7= ANEHK

FRIZT30 DA Far—T3y

|

5 uL ® 4X Eu-cAMP tracer working solution % 751 |
l #&BFE; 1X Eu-cAMP tracer

5 uL & 4X ULight-anti-cAMP working solution &/ |
l # 32, 1X ULight-anti-cAMP

JL—K% TopSeal-A To—J)LL, R T 1 BB/ Fa—13v

|

TopSeal-A Z#|L. BRSO BREAL T —N)—F—EANTHE

ver.1.0



VIIl. Gs &2 Ak 7I=ZNHE- RS

TL—hv7:

[Agonist] (M) 1 2 3 4 5 6 7 8 9 1011 12 13 14 15 16 17 18 19 20 21 22 23 24
from Tube 1 HE e e e e

from Tube 2
from Tube 3
from Tube 4
from Tube 5
from Tube 6
from Tube 7
from Tube 8
from Tube 9
from Tube 10
from Tube 11
from Tube 12

-__________________________.h.

BT Z=rxX e —IOHDTMOO TP

replicates 1 2 3

Gs 7j:7<l~}ﬂ§-}iﬁﬁﬂﬁ(EnVision® TRF laser 773 VI THRIE):

FAdZRNEEL, B850 = TR-FRET 251V % X @t 5712k LE Y,

15,000
12,500

1,000 cells

10,000+
7,500+
5,000
2,500

0+— | T T T T
- -12 -11 -10 -9 -8 -7 -6

Log [Agonist] (M)

m
I P

w

(=]

Tr-FRET Signal (665 nm)

fRNTHER:

TI3ZAMD ECsolE. AT FILD 50 DT FILEEZBEE. §hHbE7IZAMNHAE-X
SO RRANSELNET., CAMP EA 2. Boni= Y FILE, cAMP BEFIZTOVN
TRHEF, CAUZEDT, CAMP EAIZHBITBAT7IZAM EC5o ERET DEMNTEET,

FHZHILSR—EAR—; www.perkinelmer.com/ask
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IX. Gs &2/ E/ FUAd-ANAE-RKIGHE
REDFN:

Stimulation buffer
15 mL @ Stimulation buffer 2> 3> IV IZH>TRELET,

B 4X PI=ZANBEK

- Stimulation buffer Z AWV T7 I =AM AXREICARLES, 7O ARNECIZTT7vt1%
fI2EaBE]BLET,

B 4AX PURI=RNER

- Stimulation buffer 2 AW T7 VAT Z AN AX BEICARLET, HFRRIE, 72T =X
b, FREND ICs READ LT 3 log DIRERTHIENEELVWEHTY ., HINRT
T RFARL, FUATZANRE 0L ED. 12 ROFHNRINE 0.5 log B THRABLET,

B 4X Eu-cAMP tracer 8%

- cAMP Detection Buffer AL T, Eu-cAMP tracer Abv 78k %E 50 EFHEIRL. 4X
Eu-cAMP tracer S8R EFHLET .
%) 245 uL @ cAMP Detection Buffer /=, 5 uL & Eu-cAMP tracer /14, & POV ZE
LET, _

B 4X ULight-anti-cAMP antibody S8& DS

- ULight-anti-cAMP antibody by 78 % . cAMP Detection Buffer L\ T 150 £ &L .
4X ULight-anti-cAMP working solution ZZi& L% 9,
#): 745 puL & cAMP Detection Buffer /=, 5 uL ¢ ULight-anti-cAMP /7%, f&E1o0VZ 2
GBLET,

Notes:
Y ORRLEREET 4 C T4 BHEETRENETT.
L RBRTYYEANTA I RAERFDITIE Eu-cAMP tracer & ULight-anti-cCAMP DO F:

REEEFELGNTIES,
m HEDFEIR Cell dilution

Ml AR HHIC. ©72av VlEORARETEZIN,

Stimulation buffer Z AL T, Mz AR LE 9 (Il Z(E 200 cells/ pL),

ver.1.0



IX. Gs & ZEK 7UAI-ZANEE-RIGHR

7vEADITO—Fv—h:

OptoPlate-384(F) &AL, n=3 T yEA&ETLET,

[ 25 04X 7I=ANER |

|

25Ul @ 4X FUAI=AMERRIEFM |

|

5 uL OFRUMBEFM |
l WRE, IXTIZANARK, IX 7RI ZXMEIRERT

FRIZT30 DA Far—Tay

|

5 uL ® 4X Eu-cAMP tracer working solution % 3510 |
l #GEE; 1X Eu-cAMP tracer

5 uL & 4X ULight-anti-cAMP working solution &5/ |

# 32, 1X ULight-anti-cAMP

v

JL—K% TopSeal-A To—J)LL, ZRT 1 BB/ Fa—13v

v

TopSeal-A Z#|L, FE D EERATL—N)—Z—Z2FANTAE

THZHILHR—hERR—; www.perkinelmer.com/ask
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TL—hv7:

[Antagonist] (M)
from Tube 1
from Tube 2
from Tube 3
from Tube 4
from Tube 5
from Tube &
from Tube 7
from Tube 8
from Tube 9@
from Tube 10
from Tube 11
from Tube 12

1 2 3 4 5 6 7 8 9 10 11 12 43 14 15 16 17 18 19 20 21 22 23 24

B T

'UO:ZEI'—:RL—IL')'HMU()BJP

replicates 1 2 3

Gs 7y5¢j‘:xl~ﬁﬁi-ﬁﬁﬁxﬂﬁ(EnVision® TRF laser A7 avIZTHIE):

FURdZANEESL BN 0 IV E X #hA #7572 70y £,

20,000

1,000 cells
15,000

10,000+

5,000+

0 1 | T T T T T
o 40 -9 -8 7 6 5 -4

Log [Antagonist] (M)

TR-FRET Signal (665 nm)

FRNTHER:

TURIZRAMD ICs &, PTAZAMYEZ D KNISEE 50 WHAETIEE. §ahE7VZd=X
FRE-RISHBROP B RANSEONET, CAMP EASIL, Boni=2FFILE, cAMP B8
[27OYRLTRDOET , SHIZKDT, CAMP EXEIZHITET VAT XD IC5o R E T HTEMNT
=%,
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X. Gi £ 2 /A& 7d-A NEHS-RIGHE

X. Gi SR G/ 7I=-ANAE-KIGHE

FHEDFAR Reagent Preparation:

Stimulation buffer
15 mL @ Stimulation buffer 2> 3> IV IZH>TRELET,

4X THILA)BIR

ECo 7AW ATV BREICTT Y EAEITICLEHEBOLET,

5 uL ® 50 mM T4 /LR Ay ZiB KR (253> IV) %, 495 uL O stimulation buffer 12
0Z. 500 UM T4/)L X2 EFFEE, I5I2 Stimulation buffer AUV T, ECyo IR ED 4X
REICRARLEYS,

4AX PFIA=—AMEIRFRF

Stimulation buffer # AWNT7 I Z A& AXCEEICASELET ., FRRIE. TI=ZXD, F
BEIND ECso BEMNSLET 3 log DRERTHIZENELELVEH T, FRRIE, 11
AHREL, 7TOZZANBE 0180, 12 ADFHRRI%E 0.5 log BAITRAELET,

4X Eu-cAMP tracer 8%

cAMP Detection Buffer &AL\ T. Eu-cAMP tracer Ahv 8%k % 50 fZ&F]RL. 4X
Eu-cAMP tracer jaR=FRLE T,

#1: 245 uL @ cAMP Detection Buffer /=, 5 uL @ Eu-CAMP tracer Z/Z. & 1012 B &
LFT,

4X ULight-anti-cAMP antibody &N FES

ULight-anti-cAMP antibody Ry %78 % . cCAMP Detection Buffer AL\ T 150 &L .
4X ULight-anti-cAMP working solution ZZi#L %9,

#): 745 pL & cAMP Detection Buffer /=, 5 uL @ ULight-anti-cCAMP Z 7.2, &t/ 2
BLFT,

Notes:

* HARLEEEE 4 C T4 BBECREARETY,
* RBERTYEA/INTF—I U REFBIZIE, Eu-cAMP tracer & ULight-anti-cCAMP D #
REEEFELAGNTIES,

#RE D IR

HRaZ A/ T BH1C. ©Uiay VlllaORARETEZE0N,

Stimulation buffer Z AW T, #MifaZFELE 9 (5l Z(E 400 cells/ pL),

THZHILHR—hERR—; www.perkinelmer.com/ask
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LANCE Ultra cAMPkit 7wt yh7yFHAR

7vtEADT70—Fv—bk Assay Flowchart
OptoPlate-384(H)ZEAL. n=3 T YA ETLET,

[ 25uL 0 ax FI=XERRS |

|

2.5 UL O 4X THILAIERERM |

5 uL OFRLEMERERM |
WRE, Ix 7I=AMEIRFRF, 1X TAILRD)VAR

FRICT30 DM Far—ay

5 L O 4X Eu-cAMP tracer working solution Z510 |
IR EE; 1X Eu-cAMP tracer

5 uL ® 4X ULight-anti-cAMP working solution %350 |
#B B, 1X ULight-anti-cAMP

JL—K% TopSeal-A To—J)LL, ZRT 1 BB/ Fa—13v

TopSeal-A Z#IL. B BREAL T —N)—F—EANTHE

ver.1.0



X. Gi £&25k 73— ANHE- RS e

TL—hv7:

[Agonist] (M)
from Tube 1

from Tube 2

from Tube 3

from Tube 4
from Tube 5
from Tube 6
from Tube 7
from Tube 8
from Tube 9
from Tube 10
from Tube 11
from Tube 12

1 2 3 4 5 6 7 8 9 10 11 12 13 14 15 16 17 18 19 20 21 22 23 24

B e ™

'UOIZEI_R"——IQ'HITIUGUJP
"

replicates 1 2 3

Gi 7j‘:ZI~}%E-}§FE\Eﬁ(EnViSion® TRF laser 723V THIE):

FTAZRNEEE, BoNf=VTFILE X #5712 7auklEz e,

E 20,000

< e 2,000 cells

Q

© 15,000+

-

o 10,000

wn :
b= :
W 5,000+ &
oc Y
L O :
E 0 1 T T — T T T

- -11 -10 -9 -8 -7 -6 -5 -4
Log [Agonist] (M)

fRNTHER:

TIAZAMD ECsolE. AT FTILD 50 DT FILEEZBEE. §hHb7IZAMNHAE-X
SO RRANSELNET., CAMP EA 2. Boni= Y FILE, cAMP BEFIZTOVN
TROEFT, CHIZEKDT. cCAMP EEAZRETH7I XD ECso &R E T DENTEET,

FHZHILSR—EAR—; www.perkinelmer.com/ask
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LANCE Ultra cAMPkit 7vtAtyb7yTHAR

Xl. Gi £&2H/E 7oAd—ANAE-RISE#E
REDFN:

Stimulation buffer

15 mL @ Stimulation buffer 2> 3> IV IZH>TRELET,

B 4X ARy PRk Mix

- Stimulation buffer # BT, FAILN AT ETTZANEFNFNAXBEIZRDES5TELE
T, RADTYEATAURI(S] B)E/DHIZ, TAHILAD)VETITZARD ECy IZTT vt
AETOEEREHLET,

B 4X PUAI=ANERZRTI

- Stimulation buffer Z W\ T7 VAT AN AX BEICARLET, FRRIE, 7o4T=RX
hD. FHEEND IC5o REMND LT 3 log DIREBTHI_ENLEELWNEHTY, HIRRFI
T AL RFARL, FUATZANRE 0L ED. 12 ROFHNRINE0.5 log AL THRABLET,

B 4X Eu-cAMP tracer B

- CcAMP Detection Buffer =\ T. Eu-cAMP tracer Abv78%Kk%E 50 fE&HFIRL. 4X
Eu-cAMP tracer J8REFHARLE T,
41 245 uL @ cAMP Detection Buffer /=, 5 uL @ Eu-CAMP tracer Z/Z. & 1012 &
LET,

B 4X ULight-anti-cAMP antibody &

- ULight-anti-cAMP antibody by 78 #% % . cAMP Detection Buffer Z L\ T 150 fFH L.
4X ULight-anti-cAMP working solution ZZ8#L %9,
#): 745 uL & cAMP Detection Buffer /=, 5 pL ¢ ULight-anti-cCAMP Z /7%, #1042
BLET,

Notes:
* ARLEZEEE 4 C T4 BREETREARETY,
Y RBRTYEA/RTF—I U XEIFBHIE, Eu-cAMP tracer & ULight-anti-cAMP D75

REEEZBELGRNTIZSL,
B HEEOZEIR Cell dilution

Ml AR BRI, ©72ay VllEORRETEZIN,

Stimulation buffer Z AW T, #MifaZFE L E 9 (5l 2L 400 cells/ pL),

ver.1.0



XI. Gi £ & ZA/KI 7oA ZANRE- KIS Bh#R

7vEADITO—Fv—h:

OptoPlate-384(F) &AL, n=3 T yEA&ETLET,

| 25uL 04X FoEI=ANERRS |

|

25 UL O 4X THIL ATV FIZAMIxEFM |

|

5 uL OFRRUMBEFM |

IX PRI ANERFE T
1X AR TIAZANER

FRIZT30 DA Far—Tay

|

5 uL ® 4X Eu-cAMP tracer working solution % 3510 |

l #&E B 1X Eu-cAMP tracer

5 uL & 4X ULight-anti-cAMP working solution &5/ |

# 2 E;1X ULight-anti-cAMP

v

JL—K% TopSeal-A To—J)LL, ZRT 1 BB/ Fa—13v

v

TopSeal-A Z#|L, FE D EERATL—N)—Z—Z2FANTAE

THZHILHR—hERR—; www.perkinelmer.com/ask
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LANCE Ultra cAMPkit 7wt yh7yFHAR

TL—hv7:

[Antagonist] (M)
from Tube 1
from Tube 2
from Tube 3
from Tube 4
from Tube 5
from Tube 6
from Tube 7
from Tube 8
from Tube 9
from Tube 10
from Tube 11
from Tube 12

1 2 3 4 5 6 7 8 9 10 11 12 43 14 15 16 17 418 19 20 21 22 23 24

e e T 3

TOZErXc-—IODTMOO®>»

replicates 1 2 3

®
Gi 7VAd A AE-RIGH#E (EnVision TRF laser 723V THIE):
TURDZANEEE BT FIILE X E A #5712 nvkNLEzT,

—

£ 15,000

f, 12,500 e 2,000 cells
8 T+

= 10,000-

P

o 7,500

D

— 5,000

o

i 2,500

E 0 ™ | 3|

w10 -9 -8 -7 -6 -5 -4
Log [Spiperone] (M)

ARRTHER:

TURAIZAMD ICsp &, TAZAMYEZ DR KINEZE 50 WHAETOEE. §abE7 20X
FRE-RSHBROPRE ANSESNET, CAMP ELEIL, SN2 TFILE cAMP KRER
27Oy TRHET, CHIZK>T,. cCAMP EEERETE7 2T ZXND ECso ERET DL
NTEFET,
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XIl. 2 RFYT7vtA

Xll. 2 RTvF7vtA

HEEDOFELEEIZ, 4X ULight-anti-cAMP antibody #&€ Stimulation buffer 23 5Z&12&
ST TYEADRTYTHE 3 XATYThD 2 ATV IT@LT EMNAIRETT, L L, IRBARTY
TANTH IRV REBDIOITE, 3RTYT T YA EHEDLET,

HEDFHA:

m 4 X ULight-anti-cAMP antibody in Stimulation buffer

- 15 mL @ Stimulation buffer 273> IV 2> THRELET,
ULight-anti-cAMP antibody A %3&#% . Stimulation Buffer A0\ T 150 &#%L., 4X
ULight-anti-cAMP in Stimulation buffer Z58&.L %9,
#): 745 pL @ Stimulation Buffer /=, 5 puL ¢ ULight-anti-cAMP antibody Z/7.z, & 124
IZBELET,

B 2X Eu-cAMP tracer 8%

- cAMP Detection Buffer AU\ T, Eu-cAMP tracer AhvZ78#Kk%E 100 ZSFRL. 2X
Eu-cAMP tracer ;AREFHRLE T,
41 495 uL & cAMP Detection Buffer /=, 5 uL & Eu-CAMP tracer Z/Z. & 1012 &
LFT,

Notes:

Y OBRBLEEEIE 47 C T 24 FBREETREETY,

Y RERBRTIEANTA I AEZBIZIE, Eu-cAMP tracer & ULight-anti-cCAMP @
FRREEBLABNTEI,

* O JFIWNRAAE-RICHBEOERIZIL, 7230 VIEIZHEWL, 2X TAIIL AU FHFR
RINERABLET,

¥ GSHEEZBERODTIZANZytATlE, 723 VINIZHE, 2X PAZANERERR
LET,

* Gs HEBEZAREDT VAT ZANT Y AT, 7237 IXIZHEL, AX FIZRNEKE
AX PRI ANABREFELET,

* G #EZAKOTIZANT yEATIE, 723> X ZHEL 4X THILAD)VB/KRE
AX 7AZANABRERAELET,

* GIHEBZREOTURAIZANT AT, £ 3y XUZHEW, 4X AR 7
=X Mix & 4X PUADZANAREFARLE T,

m HEDFEIR Cell dilution
MEFRIRY DB, £ray V MBEOREEBLE,
4X ULight-anti-cAMP in Stimulation buffer Z W\ T, #AEARLES,

THZHILHR—hERR—; www.perkinelmer.com/ask
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LANCE Ultra cAMPKit 7wtAEyh7vTHAR

7vEADITO—Fv—h:

OptoPlate-384(H)ZEEAL. n=3 TPy EAZEfTL\E T, CCTE. Gi £EZRERDT U AT=X
F7ytA1EFlILTOET,

| 25uL 04X ToEI=ANERRS |

|

25 UL O 4X TAIL R FIZARMix EFmM |

|

5 uL OFRRUMBEFM |

IX TAILR3)y] FTAZANEK
1X ULight-anti-cAMP

FRICT 30 DM Far—ay

|

10 uL ® 4X Eu-cAMP tracer working solution % 751l |

HREE,
l IX PRI ANEIRFR S

l #&E B 1X Eu-cAMP tracer

JL—K% TopSeal-A To—J)LL, ZRT 1 BB/ Fa—13v

|

TopSeal-A %L, AN @RI TL—N)—Z—Z2FANTAE

Notes:
L TYEAIZET R F ARV ERR BTV EAT4URTI(S] B)EBBIEN
TEDERUERTET DVELNHYET,
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X, ERAEREEyTIVT

X, FER#REEyTAT

(locked protocols)

RS A—K— ARVO™ EQ%'pS}fgir ViewLux®*
Flash Energy Area High N/A N/A
Flash Energy Level 150 100% 600,000
Excitation Filter 320/ 340 UV2 320 DUG11 (UMB, AMC)
Integrator Cap 3 N/A N/A
2X LANCE High
Integrator Level Count 615 and 665 | N/A N/A

Laser: 16600 ps

Emission Filter 1) 615 1) 203 - Eu 615 1) 618/8 (Eu)
2) 665 2) 205 - APC 665 2) 671/8 (LANCE)
Delay Time 50 ps 50 ps 50 ps
Readout Speed, . .
. L N/A N/A Medium, High and 2x
Gain and Binning
Number of Flashes N/A Lampf 100 N/A
Laser: 20
Window 100 ps (200 ps**) 100 ps (200 ps**) 354 ps
. 462 (D400/D630)
Mirror Module N/A or 412 (D400) N/A
Cycle 2000 ps Lamp: 2000 ks N/A

* ViewLux®% {# F 3 B 5(=(%. Mesurement time 20 seconds DX EEHEELE T,
> LT FILINELRLNG A, 100 ps ITL TSN,

Note:

DT FILRELE S/ BI&, BIE T AR KREUKRFLET A, Ty EADLEREREIZIFTEAE

TEBLFEEA,

THZHILHR—hERR—; www.perkinelmer.com/ask
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LANCE Ultra cAMPkit 7vtAtyh7vTHAR

XIV. #ERE7YEAHR)a—L

OptiPlate OptiPlate OptiPlate
-96 -384 -1536
M2 TytAR)2—L4 40 pL 20 pL 8 uL
L&Y FIRRS
sy M_r 20 uL 10 pL 4L
AvFan—Tay % % % =RIZT30 2
Eu-cAMP tracer 'I‘
ULight-anti-cAMP \
AoFaR—13y M =RICT30H
—
BIE !{S‘ HERDREZ D
N
XV. &
® TNETNOOVNDT YA /NNTH—IVAEH#MIFT 5=, RBEIOVNEBSDFIYNIHET S
BEEFRBALABVTEI,
0 Fa—TDELRLIZABYNNELTNDIIEAHD=H. CHEARCHZEF1—TEEGE
ILLTLESELY,
® ULight-labeled cAMP solutions (&, TBRMNERRL, RIL TV I REFTFTIZALN,
o (FRATBHIL—NIIE. BEOD OptiPlate Z#RLET, BEETIL— I FERTIE ST FILE
SIBAMETRLET,
o S FIILAIEEZIE. TopSeal-A BEDY—ILEHILTHSAIEL TS,
® Stimulation buffer 1Z[&. #EE 0.1 %D BSAEMASEEHSBOLET, 7yEA/EHIZL
STl&, BSA BEEE KT HENNBELAIREEEHYE T,
® Eu FL—IDRERD:=DH, EEAFT7)—$EEEFT>/= BSA (7.5% BSA Stabilizer

Solution)=EALTWET, 7Y/ DBREER D=, thOBE T L—RD BSA #EAL
AN QU AN

ver.1.0




XVI. FAQ(&L&{HBZEM)

XVI. FAQ(&L$HBE /)

1.

TR ZREROR/NRREIZEDBNTT M ?
SREARBORNEE, FITRFO>TOWER A, LKODMDOHNEMZHIKRIEL, KED cAMP EA
EFETIENRINTVET, SREKEG RV /IE (G, Gs), 7ToIUEBLI9F7—EDH-ED
BRSH, CAMP 7yt A DR EMERDIRLEERERTT,
LANCE Ultra cAMP 7yt (&, B TERRELR=H, ELRILD cAMP EALRIERIEETT,

—BEORBRURREMEHI IO ERERF ML EATEETTN?
—EBMORE. KERBRLIZ. TTZLBLIS—EFERLICEWNT, SVISEEERT 0. &
LoDilgbERTEEY,

AEMEEERTEETH?
ERATEET, 8. PerkinElmer OEFEMIE cAMPZen (£, 7 TZILEE S /5 —E5EHEBIZH L
T. BWSEHEERLET,

T7ytEAIFERTMEBEEDLNTT M ?
MREEUE. RIFRTOMAZIBLTEESN D= (basal leve) ., RHKE. 7TV 77—t
DFEMAEIZE>TEELEINS CAMP (2, XERFEEX52ET. ZEMIBHERETT 52L&
ST, MRS RTEREBDENEFNDL T FILADESNDT Y EAI4VRI(S] B)ERKIZT
BTEMTEET,

HRFIE DA LO—AERIEBETTH ?
RIBEFREIEZ. CAMP 7y EAIZBIT2EERERTY, 7V A DOEBEMITHKERDHIE, £T1E
RIF*& 30 DOMIaZ AT S LaRBHLET ., RIMFFREIZ, 15 20 2 FEOE T2 L3
—AEBMBRENBYEY, 7Y A ERTHMRRBE AR, 7 =AMz, RIEFRREIEAES
wIFLET,

EEMBRERNT7ZYEATIREETTHN ?
BEEME., EEFEEOMERcERTRETY, EEMigEFER T 2RICIE. 7ytEAFIC 1X
HBSS ZAHWL\TH#ifaz ) AL, EHDOBREESEIDHLET,

BESEMizoRDYUIZERTEETIHN?
Gs £ ZZRENRERLTWIBEEDE BN =7 vt/ TlE, BER MgCl,, GTP, GDP, ATP ;&
E® Stimulation buffer # L \%&, BWMERNFEONDIZEEERLTVETS, 7y A TE EIC
1-5 ug/ well BEDEBI D OFEAEHEOLET I, 7TyEAFhEREILT 52012, BESE
LIEE S D MgCl2, GTP, GDP % ATP BEERETT 2 EABYET,

FHZHILSR—EAR—; www.perkinelmer.com/ask



http://www.perkinelmer.com/ask�

LANCE Ultra cAMPKit 7wtAEyh7vTHAR

8. IBMXI[XZvEAIzFHLETHN?

IBMX (&, RARS T RATS—EREFELTELFEARASINTOET, 0.5 mM IBMX 58
Stimulation buffer DEREHENDLET, COEE THNIL CAMP REHBDT T TILETER
TEBA, MRER—XDT7vEA T, FHATIMIEEICE>T IBMX DEBEELZRETT 2MNE
NHYETS,

9. DMSO EZ7vEAI=FHLETHM?

MR OREFZHSNT, DMSO BE 2 ETIE, 7Y BA/NITH—I U RIZEELFE A LHL.
ERT DafEICL>T DMSO T2 et 2L EAHYET,

10. Detection Buffer @& DY EL=, BATEEIN?

# CR97-100, LANCE Detection Buffer, 10X conc. 250 mL % i A< &Ly, LANCE
Detection Buffer 10X conc.l%. 0.4 % NaN; & #. EERNEYICZULET,

Legal notice

EnVision, ViewLux, cAMPZen and LANCE are registered tradermarks of PerkinElmer. Topseal-A, ULight and Victor are
trademarks of PerkinElmer. Other trademarks are the property of their respective owner. The ULight dye is claimed in PCT
Application No. PCT/US2010/021282.
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