EZ-ATP Assay Kit

Metabolism Assay Kit

Cat. No. DG-ATP100

FOR RESEARCH USE ONLY.

NOT FOR USE IN DIAGNOSTIC PROCEDURES.
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* Product Description

ATPE OISl MBiKel Q% UK QUL HX|S TRR St BE I

o

o=
ATPO| ClI4h Ao MZE ztst oHX[E O|&gLICt. ATP= O|EZEZ[OH0M T A
GE[0 ChYst 3 Aol ATP dd0| Fek2 FLLE Femtomoles == 11 0[5 &
L9| ATPE luminescenceE 0|83t AESH= M YHCE 0|8 7I5% H2 ATP 2
MO UAX[BH O|F2 HEZE 7[7|7F Bastn 0 2/40| St 83t LuciferaseE
o|ggLct.

AT

DoGENBIio2| EZ-ATP Assay Kit= Glycerol2| QIAISH B8-S RE310, ATPO| & =0
251 M-dkl= Glycerol-6-phosphateE & (0D s70 nm) = BH(EX/Em = 535/595 nm)

=
L O
Yyoz HAELCEZM UFPHL 2 ATPS| 58 53 =+ U= HMEYUCH

= Kit Contents and Storage Conditions

Component 100 assay Cap Cord Storage
(reconstituted)

ATP Assay buffer 25m0 - -20 °C, 270 &
ATP Enzyme mix (Lyophilized) 1 vial Red -20 °C, 270 &
ATP converter 20000 Blue -20 °C, 270 &
ATP Probe 20000 Yellow -20 °C, 27 &
ATP Standard (10mM) 100p2 Green -20 °C, 270 &
* 2 HE2 97 SHoZM ALBEOof 50, 2INE = TS FHoZ AM8E0iM= SHE L

* H

HES2Z sl £ Qe test 20 AN A 100 assays2t 2 96 well plate 1 well& 7|Z22 100742

£ A2 H3tCh= oO|YL|CE O] & standard, blank, sample® duplication X2| &

n24stH MA HAE 7Hs% A|R9| =Xh= 20~40 samples®| 20| UESLICE MEHLYME KtM5 A
A

EStNA} St sample? £95 126t 2QE5= 7|EQ| &8 ZFSHAIR.
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Preparation of Reagent

Solution Preparation Storage and Stability
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210 pipette® 0|83}0]
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* Assay buffer= 22 & 420M S&3| warming up ot £ AFESHUAIL.
* X7 SEHC| bufferE AFEAl enzyme g0 9AX| &[0 HHZAD}

= General Protocol

1. Standard preparation

1) Colorimetric method : ATP standard solution (10 mM) 10 p@2t distilled water 90 p@
£ 440{ 1 mM standard solutions =H|&tL|C}.
96 well plate0fl 0, 2, 4, 6, 8, 10 WE EFStL assay buffer2 %|F volume= 50 W=
Z-SIH 2t plate0 0, 2, 4, 6, 8, 10 nmol/well2| standard set?} OF&H & L|LC},

Sta;l\dard Volume of 1mM Assay buffer Final sta‘ndard :::L::ai:d;;ﬂ
o. ATP standard volume in well (nmoliwell)

y 0 e 50 po 50 e 0

2 2 ue 48 10 50 e 2

3 4 10 46 10 50 p@ 4

4 6 44 1 50 pe 6

5 8 10 42 e 50 pe 8

6 10 e 40 1o 50 ue 10

X
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St ZHE sl standard X sample2 22} two replicates 0|22 FH|SHY HESHA|= AS YL
L A

* Standarde= A¥ Al OtCt 5= AS ATSLICH

2) Fluorometric method : Colorimetric assay 2 CH 2F 10-100 Hf & HE7 282
distiled water® O|83}0] standard solutiong 0.01-0.1 mMO| E|E=E 3|Mstn

colorimetric method?t 22 YH O 2 standard set2 =H|gtL|LC}.

2. Sample preparation

ZH|El sample= 96 well plated] 2-50 ¢ 22 2, & volume assay buffer2 50 pe
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1) 1 x 10° cells
L} 2=

10 mg tissue sampleOfl ATP assay buffer 100 S

201 &3l (lysis)Al 7| A

A3t (homogenize) 2LICt. Cell lysate, tissue homogenate= 10 KD spin columng= O|

83810 M T (deproteinization) IHHS HM AMBIMAIL.

Rs.:.“—l Ct. O3] sampleg =AtNOZ =

2) ATP=
H|SHOF St= 8% deprotemlzatlon eS|
2 A& H{of gLt

=1
=

2 HEE EZ2IO|OFO|AE 0|83} sample

3) Tissue sample2 ATPE HE2H E3lstes 2AE ZoE = Y202 samplel| AH3H X2
9t deproteinizationg #H&etL|LCt,

4) OIX|1e] A& Ee= NG FHote MR 2% FHE #440| standard curve L0 {IX[St=5F
HHEES HX = AH8S AT LCHL

5) Endogenous 222 USS WY = U222 ATPE ISt 552 H
standard (300 pmol)E sampled| 20 spike Fd= HYELICL

3. Sample Background preparation
Sample LHO| Z=XH35l= Glycerol phosphate?l backgroundE Z7HA[Z = UELICEH

2HOIA =H|E sampledt 22 2AIOZ sample BackgroundS FH|®LICE (n>2)

Sample
Standard Sample
well well Background
well
#1
#2
Several
#3 Several doses
#4 doses { Game
Sample
#5 well }
#6

Example arrangement on a 96well plate

4. Reaction mixture preparation

1 assay 7|&2| volumeO|H, M0 A3t &= assayd

reaction mixS TH|gfL|LCt.
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1) Colorimetric method:

Components Re.action Bac.kgrOLfnd
mixture Reaction mixture
ATP assay buffer 440 460
ATP Enzyme mix 210 210
ATP converter 210 -
ATP Probe 210 210
ToTal 500 50u@
2) Fluorometric method:
Components Re‘action Bac:'kgrou'nd
mixture Reaction mixture
ATP assay buffer 4580 4780
ATP Enzyme mix 21 210
ATP converter 210 -
ATP Probe 0.20 0.2
ToTal 500 500

* Reaction mixO| Al ConverterE HMdte 4% MEO| ZaHE glycerol phosphate?t A&
= =X %7| 20 22 Sample Lo EXHst=

ATPZ QI8 M2 d-HE Glycerol phosphate
Glycerol phosphate &S (Background) 8% =+ UA ELC}

5. Reaction mixtureE ATP standard?t &&=Z0| ZH[E ZF wello Multi pipetteS

0| 85t0] s0pe¥ EOlE =, & HOELICL

6. Background Reaction mixtureE Sample Background well®| Multi pipetteg O|&5}0
500 dojE =, & HOELCL

7. PlateE H10| XtEHEl A20)A 3027t #HEAT F, EE-A shaking 50
microplate reader2 FgetL|LCt.
1) Colorimetric : 570 nm
2) Fluorometric : (Excitation/Emission): 535 nm / 595 nm
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» Calculation

1. 2} standard wellZt sample well, sample Background well 2| duplicate Z82t2
Bt

2. BE =7 Z0|M standard 1 Z4E (blank) & L|CT.
* Blank = ODs79nm from ATP standard #1 (0 nmol ATP)

3. ATP standard £78%f2 0|&3}0 standard curveE d2{EL|CL
(ATP standard concentration Vs &84} )

4. Sample £782/0|A sample Background S 7t2 W& LICH

5. Standard curve Of sample 582 X2 &St samplelf2] ATP ¥2
A AHSHO] FL T

6. 50|A AALE sample L2 ATP 21t A wellof 20{F sample?| &= 0|&5}0]

ATPsEE A4St FL|CL
MEZ f ATPSE (C) = B/V x D (nmol/p2 or mM )
B: =X well2| ATP & (nmol)

V: well0f 233t A|22| F(1e)

D: ¥E 3|y BiEEHl 3|Mdet B2 x1/2 O] O+l x2= ALtgtL|tt)

2 -
£
c
S 1.5 -
(V]
L
Q
) 1 4
Q
c
g 0.5
s y = 0.145x + 0.055
A Rz = 0.991
< 0 ’ L) L] Ll L] L)
0 2 4 6 8 10

ATP (nmol)

ATP standard curve. Assay was performed following the kit protocol.
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ATP710| AMZLE 4 nmolO|] AX|Bt ofH EZ 9

of HstoZ QI8 3.2 nmol (80%)2t =X|st
= ASE ZIgt0| LiEtLE dR7F ASLICH o2 HyS EF-S7| o MED =2
MEO| L-H2O| standardE H7ISH well2 M2 HFsI0] O 21t ¢S Sl A MEQ &
EE BHESE WHYLICH

O] MHO|AM spike sampleS 0|83t 4

ot 4% ¢l 5= AuM2 o3ar 20| 2Lt

ME L ATP 2| ¥(B) = OD1 / (OD2 - OD3) * ATP spike (pmol)

OD1 : Sample 2| ODZt (blank corrected)

OD2 : Spiked sample2| ODZ%} (blank corrected)
OD3 : Sample2| OD%f (blank corrected)

ATP spike: ME0] 22 ATP spike?| &
X ATP 2Xt2: 507.18 g/mol
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» Related Product

Products Catalog No. Assay

EZ-Superoxide Dismutase (SOD) Assay Kit DG-SOD400 400 Assay
(Colorimetric)
EZ-Glutathione Assay Kit DG-GLU200 200 Assay
(Colorimetric)
EZ-Catalase Assay Kit DG-CAT400 400 Assay
(Fluorometric/Colorimetric)
EZ-Hydrogen peroxide/Peroxidase Assay Kit DG-PER500 500 Assay

Oxidative (Fluorometric/Colorimetric)

Stress Assay EZ-Lipid Peroxidation (TBARS) Assay Kit DG-TBA200 200 Assay
(Colorimetric)

Kit o . .
EZ-Total Antioxidant Capacity (TAC) Assay Kit DG-TAC200 200 Assay
(Colorimetric)
EZ-DPPH Antioxidant Assay Kit DG-DPH400 400 Assay
(Colorimetric)
EZ-ABTS Antioxidant Assay Kit DG-ABT400 400 Assay
(Colorimetric)
EZ-Glutathione Peroxidase Assay Kit DG-GPX100 100 Assay
(Colorimetric)
EZ-Lactate Assay Kit DG-LAC100 100 Assay
(Colorimetric)
EZ-Acetylcholinesterase Assay Kit DG-ACE100 100 Assay
(Colorimetric)
EZ-Ascorbic Acid Assay Kit DG-ASC100 100 Assay
(Colorimetric)
EZ-ATP Assay Kit DG-ATP100 100 Assay
(Fluorometric/Colorimetric)

Metabolism EZ-Free Fatty Acid Assay Kit DG-FFA100 100 Assay
(Fluorometric/Colorimetric)

Assay Kit EZ-Free Glycerol Assay Kit DG-FGC100 100 Assay
(Fluorometric/Colorimetric)
EZ-Glucose Assay Kit DG-GCS100 100 Assay
(Fluorometric/Colorimetric)
EZ-HDL, LDL/VDL Assay Kit DG-CHO100 100 Assay
(Fluorometric/Colorimetric)
EZ-Total Cholesterol Assay Kit DG-TSC100 100 Assay
(Fluorometric/Colorimetric)
EZ-Triglyceride Quantification Assay Kit DG-TGC100 100 Assay
(Fluorometric/Colorimetric)
EZ-Nitric Oxide Assay kit DG-NO500 500 Assay
(Colorimetric)
EZ-Total Collagen Assay Kit DG-COL100 100 Assay
(Colorimetric)
EZ-Ethanol Assay Kit DG-ETH100 100 Assay

(Colorimetric)
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