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Fluo-4 Direct™ Calcium Assay Kit /X, M+ E DT v & A kT, HHid CHi&
LTWHREAEEND Y = /VICEBERINT 2 2 L8 EET, HBHoREL &
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« Component A 7> 55 L 7= Fluo-4 Direct™ 1 )L 7 57 & A il KOV
I%, -20°C C 7 HIH E CHERREAFIEE T, fRAF L72i3EZ H W FERT©
HRFRERNEONET,

EAEtHMRAOERTO Fa—L

R E R

HEDRR

BN A 96 F£7-1% 384 Y= LD~ A 7 a7 L— |k (poly-D-Lysine T=
—FLEF L= ERHEL CWES) NT, a7y b F
THEELET, UTFICRTT vyEA1E, MIWT3 (CHO M1) #ilukk (ATCC
1% v 7&K CRL-1985™) . GeneBLAzer® M1-NFAT-bla Jurkat (£ > E K
0y Z e 7% S KI710) . GeneBLAzer® H1-NFAT-bla HEK293T
Arebhuyzghhyn 7EFE KI703) . B BacMam (2 Xk D A A
HV AL BEORLAARDY 4 3 D GPCRs %8B L CTW\W5 U-2 OS #liiy
(ATCC # ¥ 1 7&K+ HTB-96™) A HWCHHE L= D TT,

384 7 = /LDF L— K TiL, CHO, U-2 0S. XL HEK293 #lifuz 17 = /b
&7- 5000~10,000 MfLOFIEG CTHEE, —BEELET, 96 VLD T L
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NARAN—T"y by 7 HITIE, BREEDERICERA SN~ A 7027
— FOKEITIS U T, HEARED Fluo-4 Direct™M B LS AT v A Ny 7
7 — AL T XN, w477 L— 2% 200 Kb AHE. &3 15 L
DT ANy 77 —NbiX, TXTOREZHUST L LN TXE
., 30mL® 1 MHEPES % 147 L ® 1{%}2E @ HBSS 12X T, 1.5L D
Fluo-4 DirectM B /L T AT v ANy 7 7 —% il L C< 72 &V, NaOH
EAWTCANy 77 —0DpH % 73T L T ZE0,

TRy RO 250 mM A b 7 EROFETT, KEET X% K77 mg
AN DFIRA TV (1% v 7% F10471 35 X OV F10472 @ Component B) (2
1 mL @ Fluo-4 Direct™MB )V T AT vEA NNy 77 —% M50, £lE
154 g DKBEHET B XX RAVAR MLV (B v &S FL0473 O
Component B) {Z 20 mL @ Fluo-4 DirectM /L T AT v A /Ny 77 —%
Mz, BT DETARNT v 7 A%4ToTLIEI N, REMOT xRy
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TRy RNMEZ R DAY A 7R, RETRWRY A 7R850 F
7,
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vARKe —TFT 4 VTR E . THERIZRD Xy MG U T, BUFICRT
BHETHBL T EEN,

Starter Pack (&1 # 1 7'%& 5 F10471) : Fluo-4 Direct™ 71 )L o 7 A 3K

(Component A) 1 7R F/LiZ 10 mL @ Fluo-4 Direct™M B /L3 7 A7 & A /N
v 77 —BLUN250 MM O 7 _EX Y RA kv 7R 200 pL 21z T 72
VN, 2D 2 fEHHEEED Fluo-4 Direct™ Ly v ik —F ¢ o JVEIRIE.
~A 7T L— 2D T eIl alEE D 7,
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w77 —=BLO250 MM DT _Rxy RA My Z7IRIE 2 mL 22 TL 2 &
W, D 2 [FEEED Fluo-4 Direct™ L 7 Ao —F ¢ o ZIRIEIE, ~
AT L— R 205 DT eIt i&kERD T,

High-Throughput Pack (% # v 7%+ F10473) : Fluo-4 Direct™ % /L3 7 A
A3 (Component A) 178 h/LiZ 1 L @ Fluo-4 Direct™ /Lo o A7 w2 A N
v 77 —BLU250mMM DT BRXRY RA Ry ZIEK 20mL 22 TS 72 &
WV, 2O 2 fE#EEED Fluo-4 Direct™ B L v Ak o —F ¢ SRR, <
A 7uFL— 200007 vEAITHnrEme i £,
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Y,

1 MifRD AT~ 7 b —F el rFaXx—FX =50 HL, &K

HCEZEINTWAHIAEZ STy = VIZ, 8O 2 2P Fluo-4 Direct™ 7
N LHE e —F ¢ IR (AT w7 1.3 TR &, EEEmRiL T
7ZEU,

B 21X, AT =/ 50 uL O MiZETe 96 V= LD L— MIiE, 1 U =
720 50 uL @D 2 5 Fluo-4 Direct™ b Ly w7 Ak o —F ¢ v VIR
WML, KU /W2 125 uL Oz &Te 384 7 =L D7 L— MIiF, 1
7 xVH7- 0 125 L @ 2 {5 Fluo-4 Direct™ Ly v ARIK o —F ¢
TR E T L TL S0y,

7'L— k% 37°C T, 30~60 73flA > F=2_X—F LTI, £ rFax
—a L, 3TC BIUOEERTENEN —ERMITO 2N TEET, &
L, HRETOu—T 4 TR ([ FaX—T 3 V) O&FHT
60 LA EE7e s L oIz L TLEENY,

EE . YthoFEBRTIZ, CHO M1 fifnk L O U-2 OS fifaicEE L <ix, 37°C
T304, BETOHEDOA o Fax— a0 TREOEENELNLE L
7=,

FEROBIEIC X W ¥ L7727 L — ME. Fluo-4 Direct™ b /L3 7 Aik#K o —
T A TR E T 2V BRETHZERIFEHT I ENTEET, 1
—T A T%, Ty AIHEH TR, Mg X A Ik o TR
D E9, Yt EEBRTIL, Fluo-4 Direct™MiRIED 1 —F ¢ FHICRIE TR
17 L7284, 5HEE T CHO MLAIRE D BAF2 T v A FERENEONE L
7
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HIEL T &,
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Mz ~~ry Med 25 (A7 v 7 33) &%, FRICERICHSRED
Fluo-4 Direct™M 1L T LT v A Ry 7 7 —Z2 Ui L T 72 &0y,

Starter Pack (7 % 1 7% 5 F10471) F7-1% Surveyor /Xv 7 (W% v 7&K
F10472) % ZfiHOBHBAIZIX, Fluo-4 DirectM Ly O AT v ANy 7 7
— (Component C) ¥ v MIFENTWVWETOT, A7 v/ 32 [ZBHEHR
TEEW,

High-Throughput Pack (7 % v 7' %& 5 F10473) D54 1%, Fluo-4 Direct™ 71 /v
VULT vEA /Ny 77— (Component C) #EAEHADT, AT v/
3L~ Ty 77 —EFARL T ZE W,

A AN—Ty by 7 IR, BEEPFERICEHN SN2~ A 707 b
— FOKIITIS U T, HEARED Fluo-4 Direct™M B LS I AT v A Ny 7
7 —HFAMLCL XN, w4717 1L— % 200 Kb AHHE. &8 15 L
DT ANy 77 —RNbIiX, TXTORELZHAUST LI LN TEE
9, 30mL®1MHEPES % 147 L ® 1 &£ HBSSIZHML T, 15L®
Fluo-4 DirectM B )L T AT v ANy 7 7 —% il L C< 72 &V, NaOH
EAWCANy 77 —0DpH % 73 ITFHEL T ZE0,

MG A 7 7 2 apbEHE, MROBELZIEL T EEW, EE LI
N8 D = VDK 25 5 O LR FFREMI 2GR LTl E sy,

Jurkat #MIKE (GeneBLAzer® s 2V 245k (M1) ) 3 X1 NFAT-bla
Jurkat FfERE (f B by =t h ¥ v /%S K1051) (R L Tk, 96 7
VO TL—FTiE, 1 7=/bH7- 0 125000 #fd, 384 7= LDF L— K
TiE, 17 = H720 31,250 Il TR 727 v A fERNBEOIE LT,

Bl 2 1F. MRS 1.5 x 108 Mia/mL DA . &~A 7 a7 L— Moy
WA (96 W= LD L — DT = LV EH 100, 384 7 =D~ A V1
T — b DU = VEEK 400 & L TR LZEE) . Tt Xk oicxen £
7,

125,000 HHE x 100 (F 721% 31,250 AHHE x 400) = 1.25 x 107 HHja

1.25 x 10" fifim = 1.5 x 108 HEIA/ML 728 8.3 ML LB ThH D = L1272 ) 7,

#9200 x g (1,000 rpm) T 34D LT, SERBEOREER D SN2~
Ly MELTL &0,
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HEOE

3.4 EERGEREL. XLy FEK 2.5 x 106H1a/mL (96 7 = DT L— kD

3.5

3.6

4.1

4.2

A1 125,000 FAE/50 ub, 384 7 = LD L— kOB AL 31,250 i
/125 uL) DOEFEL 725 X 912, Fluo-4 DirectM )Ly T AT v ARy 77
—IZHERE L <2 E VW, Mz R T A OIZHLE 7 Fluo-4 Direct™ 77 /L
VULT v ANy Ty —OFEIT, BERT = VEIC 50 ub F 720X
LR25puL L CHHTHZ LN TEET,

Bl z 1%,

96 7 = /L DA%, 50 ul/well x 100 wells =5 mL
384 7 = L OEAIEL, 12,5 uL/well x 400 wells =5 mL
L ET,

S L7l g, 1= bd7=0 50 uL £7213 125 ub OFIE T, By
MW~/ 77— MIBLET, BREIECT, Bjgay b
—nE LT, FFEOT vyEA Ny T 7 —DHhZEXy hTarhr—/
Azt LEd,

7L — h%& 5%CO, & 37°C T, 60 A v FaX—Fr L., Mz Es
IHETLE &N,

KEHET B R 250 mM A b v 7 IEROFREIL, KEET B X1 R
77 mg AD DOENALT IV (F a7 F S F10471 3 L O F10472 @ Component
B) (Z1mL ® Fluo-4 Direct™M B /v T LT wEA Ny 77 —%MZ DD, F
721X 154 g DT _ExY KAV R MV (B ¥ v 7 %5 F10473 ¢ Component
B) 12 20 mL @ Fluo-4 Direct™M U )L U LT vl A /Ny 7 7 —% Nz, &
THECHENT v I A&fToTL IV, REHOTaXRXT KAy 7
WIRIL, -20°CLAT T 6 » AWM E CTRIEFTRE T,

TuaRAXY RE 5 mM OREIERETET, 2 [5IRE O Fluo-4 Direct™ 71 L3
AR —T 0 VR, THERICRDX y MR U T, BLFICRT
K HETHEL TS Z &,

Starter Pack (B # v 7% & F10471) : Fluo-4 Direct™ 4 /L o 7 AR

(Component A) 178 /L2 10 mL @ Fluo-4 Direct™ /L3 7 AT A /X
V77 —=BIO250 MM OF a3y KAy 7 ¥RiKE 200 uL 2z CL 72
SV, O 2 fE¥EE D Fluo-4 Direct™ /Ly Aikdi o —F ¢ o 7RI,
~A a7 L— 2O T vEAITHnirEE D £,

Surveyor Pack (B #Z v 7'%%5 F10472) : Fluo-4 Direct™ 1 /L o 7 Ak 3K

(Component A) 178 k/LiZ 100 mL @ Fluo-4 Direct™ /L3 7 A7 » & A /3
w77 —BLR250 MM D7 B XY RA Ny 7R 2 mL Z M2 T 7EE
VN, 2D 2 FEEED Fluo-4 Direct™ b )Ly 7 A3k —F ¢ o 7RI, ~
AT L— k20807 vl alkkEE ) £,
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4.3

Fluo-4 Direct™
AL

TytA
5.1

5.2

53

High-Throughput Pack (% # v 7' 3%&%5 F10473) : Fluo-4 Direct™ /L3 7
3 (Component A) 178 h/LiZ 1 L @D Fluo-4 Direct™M /Lo o7 A7 A N
v 77 —=BLU250mMM DO T BERXRY RA Ny Z7IEK20mL 2z TL 72 &
VN, 2O 2 fFIEEE D Fluo-4 Direct™ AL v Ao —F ¢ U VS RIKIZ. ~
A7 L— 1200307 eIl nleEmes e £7,

EE REWIANLVT v 7 A L%, 5 oEFFE L CREL RIS
. FOARNLT v 7 ALTLEEN, Milde—F ¢ &2 DE1IC, &
THIENFERITIBM L TWAHZ L 2R LTI,

VBTN DT, BEENERIZER T 2%5K Y 77 K% Fluo-4 Direct™ 7%
WS TLT ANy Ty — (FaXxy FERN) THELTFEX
AN

MDD ANsT-~vA 70T L —FE A rFaXx—2—0LH0 L, BEEK
oM E ZTe T = W2, HERED 2 fERE Fluo-4 Direct™ /Lo 7 AFREE
B—F 4 VI (AT 7 42 THE) ZEHSERML T ZE0,

B 21X, %D =/ 50 uL O MiZETe 96 V= LD L— MIiE, 1 U=
Vb=V 50 L @ 2 {5 Fluo-4 Direct™ B /L3 v AikI v —F ¢ VIR
WML, &7 /L2 125 pL Oz & 384 v/l O 7 L— ML, 1
7z /V&H7= Y 125 uL @ 2 5IEFE Fluo-4 Direct™ L o A3 n —F ¢
TR ZE I L TL 72 &0,

7L— k% 37°C T, 30~60 flA > FaX—hF LT, frFax
—vauE, 3°C BLOFRRTENEN—ERMIT) 2 &N TEET, =
L, FiRETOr—T 4 7K (1 rF 2= 3 V) O&FHE
60 LA L7 X Oz L TLEENY,

EE  YthoFEERTIZ, CHO M1 fifnd LY U-2 OS fifaicBd L Cix, 37°C
T300R. |IET3OOMOA v FaX—2 gV TREDEENELNE L
7=,

FREOBMEIC LV HEfF L=~ L — ME. Fluo-4 Direct™ Ly 7 Ak o —
TA VTR E DY 2V BRETHZ LT LR TEET, 1
—T AT, Ty AIHEHTRERERIL, Mino X A Ik o TR
D Ed, Ytk EBRTIEZ, Fluo-4 Direct ™MD 1 —F o 7% TR TR
17 L7234, 5 E T CHO MLMIRE D BAF7R2 T v A fERBE LN E L
77

AOOLEERT 2 b & 494 nm, FEEI R 516 nm IZREGE LT, HOGIMRE &
HELTIIZEN,
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R D—H

CHOMLMifa%Z 7 A=A FRBLOT X FT=A NTUHEL, ZOHNLT T A
DT ¥ A % Fluo-4 Direct™ Calcium Assay Kit 2 W CITu\E L7z,
LIZRT EBY, CEFEEHOR R & —B T 2 OGS RP GO E L,

A 1.4 B 14

131 m Carbachal - 1.0 - . A Scopolarmine
124 A MCN-A-343 o sal B Telenzipine
E 114 ¥ Bathanechol i & DAMP
E 1.0 ® Oxotremorine £ 0.8 4
= 094 @ Piocarpine T 074
E o8 £ 06
§ > 5
g os g o054
o 05 S 044
L 04 L 03
T o3 =
02 0.2 4
0.1 4
0.1 i
0 B e 0 —— e
“13 =12 <11 =10 -9 8 -7 -6 -5 -4 -3 13 12 -11 -10 -8 -8 -7 -6 -5 -4 -3
log [Agonist] M log [Antagonist] M

Bl LXRAYUMHE 1 (ML) SBART7IZRMBSLIUT VTR MIdT 2HESKEN
AT LR, CHO M1 #f8I. poly-D-Lysine Ta—F 4 >4 L1=384 )LD
TL—FIZEE, 1A Fa"—FrLZFEL, £H. Fluo-4 Direct™ Calcium
Assay Kit ZFWVNTT7 vt4 #1TL\, HBEOANLNI—LIZHT DHILS D LEFESR
LELM AR A TlE, IR MTHAHI/L/30—)L, MCN-A-343, R4 11
—L, #FYFLEY Y, BLUEFOALE THEZRELEL-, /AR B T
I, 114 nM QAT —)L (RZBIKIZEITS ECh ICHET EHRE) THESIN
AL ALAREZERET SEH, PFUoA4d-XAFTHAHARARIIY, TLUDE
. &Y DAMP TRELFE Lz, AIEEE. RARGE, SR/MRIGEZEZZ LS
W-EER/NMRIGETHRL-BHELESMS (RFU) TRLTHYET, 7d=X +
BEUVT7 AT ZA MORGEHEDIERIE., XEEHDHERE—BLTLET,
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BEYRA N BEOMKIZ. YHOY T THAS FEEEHDRIT—H—EREBLDAFN=EFET,

HhEnJES L

414X

F10471 Fluo-4 Direct™ Calcium Assay Kit, Starter pack. .. ... i 1 kit
F10472 Fluo-4 Direct™ Calcium Assay Kit, Surveyor pack ... i 1 kit
F10473 Fluo-4 Direct™ Calcium Assay Kit, High-throughput pack ... ..o i 1 kit
BEES

P10020 PowerLoad™ concentrate, 100X . SmL
P36400 Probenecid, water soluble . R R R R R e e TR R B e e T R T g
14025-092 Hanks' Balanced Salt Selution (HBSS) (1X), lquid. . .. .. 500 mL
15630-106° ‘HEPES Buffer Solution {1 M v s i i i s T il sl i S v e i Wil 20 mL

Contact Information

Malecular Probes, Inc.
20851 Willow Creek Road
Eugene, OR 97402
Phone: (541) 465-8300
Fax: {541) 335-0504

Customer Service:

6:00 am to 4:30 pm (Pacific Time)
Phone: (541) 335-0338

Fax: (541) 335-0305
probesorder@invitrogen.com

Toll-Free Ordering for USA:
Order Phone: (B00) 438-2209
Order Fax: (800) 438-0228

Technical Service:

8:00 am to 4:00 pm (Pacific Time)
Phone: (541) 335-0353

Toll-Free (800) 438-2209

Fax: (541) 335-0238
probestech@invitrogen.com

Invitrogen, Ltd.

3 Fountain Drive

Inchinnan Business Park

Paisley PA4 9RF, UK

Phone: +44 (0) 141 814 6100

Fax: +44 (0) 141 814 6260

Email: eurcinfo@invitrogen.com

Technical Services: euratech@invitrogen.com

For country-specific contact information,
visit www.invitrogen.com.

Further information on Molecular Probes products, including product bibliographies, is available from your local distributor or directly
from Molecular Probes. Customers in Europe, Africa and the Middle East should contact our office in Paisley, United Kingdom. All others
should contact our Technical Service Department in Eugene, Oregon.

Malecular Probes products are high-quality reag and materials i ded for research purposes only. These products must be used
by, or directly under the supervision of, a technically qualified indivi perienced in handling p i I chemicals. Please
read the Material Safety Data Sheet provided for each product; other regulatory considerations may apply.

Limited Use Label License No. 223: Labeling and Detection Technology

The purchase of this product conveys to the buyer the non-transferable right to use the purchased amount of the product and compo-
nents of the product in research conducted by the buyer (whether the buyer is an academic or for-profit entity). The buyer cannot sell or
otherwise transfer (a) this product (b) its components or (c) materials made using this product or its components to a third party or oth-
erwise use this product or its components or materials made using this product or its components for Commercial Purposes. The buyer
may transfer information or materials made through the use of this product to a scientific collaborator, provided that such transfer is not
for any Commercial Purpose, and that such collaborator agrees in writing (a) to not transfer such materials to any third party, and (b} to
use such transferred materials and/or infermation solely for research and not for C ial Purposes. C ial Purposes means any
activity by a party for consideration and may include, but is not limited to: (1) use of the product or its components in manufacturing; (2)
use of the product or its compenents to provide a service, information, or data; (3} use of the product or its components for therapeutic,
diagnostic or prophylactic purposes; or (4] resale of the product or its components, whether or not such product or its components are
resold for use in research. Invitrogen Corporation will not assert a claim against the buyer of infringement of the above patents based
upon the manufacture, use or sale of a therapeutic, clinical diagnostic, vaccine or prophylactic product developed in research by the
buyer in which this product or its components was employed, provided that neither this product nor any of its components was used

in the manufacture of such product. If the purchaser is not willing to accept the limitations of this limited use statement, Invitrogen is
willing to accept return of the product with a full refund. For information on purchasing a license to this product for purposes other than
research, contact Molecular Probes, Inc., Business Development, 29851 Willow Creek Road, Eugene, OR 97402, Tel: {541) 465-8300. Fax:
(541) 335-0354.

Several Molecular Probes products and product applications are covered by U.5. and foreign patents and patents pending. All names con-
taining the designation *® are registered with the U5, Patent and Trademark Office.

Copyright 2009, Molecular Probes, Inc. All rights reserved. This information is subject to change without notice.
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