EZ- Ascorbic Acid Assay Kit

Metabolism assay kit

(Colorimetric)

Cat. No. DG-ASC100

FOR RESEARCH USE ONLY.

NOT FOR USE IN DIAGNOSTIC PROCEDURES.

DOSENBIO

DoGenBio Co., Ltd.



* Product Description
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EZ-Ascorbic Acid (FRASC) Assay Kit
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= Contents and Storage Conditions

Storage

Cap Cord

100 assay

Component

25 ml

Ascorbic Acid Assay buffer

Red

2 vials

Ascorbic Acid Enzyme

-20°C

Blue

me

Catalyst

Yellow

m@

Ascorbic Acid Probe

Green

1 vial

Ascorbic Acid Standard (10mM)
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= Preparation of Reagent

Component Preparation

Storage and Stability

Ascorbic Acid Buffer -

AHESEHZ H E20A

SEo| 2ty ArEY

DW 250 pe @0f REEA
inverting St & HO{FL
Ch AMESHZ| 2 TO| F=H[SH
0f AMBSHUAIR.

Ascorbic Acid Enzyme

DW 1 me =0 FEHH
inverting St & HO{FL
Ct. ALESH7| 2 ZT0| FH[SH

O] AFESHUAIL.

Ascorbic Acid Standard
(10 mM)

Ascorbic Acid solution2
DWE 22 T 24A[7H

O[Lioll ArESHUAIL.

* & protocol2 96-well plateE 0|83 HE/FYStE %[H3t E[OIUASLICH
* EnzymeXt Ascorbic acid Standard?t 23| SQUEX| &l T AFESHYA]

= General Protocol

Sample preparation

Note

« SampleO| 100 w ECt M2 AL DWE volumes HF=0{ FL|C}
.5

- S8 £ Al ODUO0l 0 ~2

O[Lhof RA=X| =Ql5E7| 23 o2 5=2| samples =H|t

AAQ
« 8E serum 3 plasma AME Al ALto]| Feks =F = ASLCH
+ Heparin X 2| & plasma= EDTA plasmaZCt § Q57| 20 heparin A2[E plasmaE &
et
1. Serum
@ S1H7F glE tube O|A HAZS RYF Lt
@ AH20XM 30 & 52 A0l SAIZ] = 2500 x gOIM 20 & St centrifuge
I
® dEAUS MAHSHLD, sample 2 HIE ARESHAHLE -80°CO|A 'HS35H0] EatgtL|C}
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2. Plasma
® Sample 8 =&t SN ZAM Heparin 0| Z&E tube 0 sample 2
Ao Lt
@ 4°COIM 10 ~ 15 & 2t 3,000 rpm 2 & centrifuge B LICE
® STHES M5, sample 2 HIE AMESHALE -80°COlAN =5t EatghL|Ct,

3. Cells and tissues
@ Cell 1t tissues Ol DW & M50 €2 ?I0AM =3I 22
@ 4°CHA 152 S 3,000 rpm S 2 centrifuge 5t11, A4ZHS AL CH
o

o
® 2Ot st - S I8l Ascorbic Acid Assay Buffer & AH&3}0
A

=
rr
El
A
ot
-
i

sample 2 FTH[SIHYAIL,

Ascorbic Acid Standard preparation

10 mM Ascorbic Acid Solution 100 pe2} distilled water 900 WS =835t 1 mM
Ascorbic Acid Solutiong M| Z=%L|Ct,

1 mM Ascorbic Acid Solution 0, 10, 20, 30, 40, 50 pe0| DWE HE7t5t3 Final volumeS
500 w2 Z=7dgtL|Ct.

Standard 1 m.M Asco!'bic DW Final stanc:iard Final Ascorbic Acid
No. Acid Solution volume in Conc. (nmol/well)
1 0 pe 500 1@ 500 ue 0
2 10 pe 490 0 500 pe 2
3 20 ue 480 pl 500 pe 4
4 30 p@ 470 pl 500 pe 6
5 40 e 460 e 500 ue 8
6 50 pe 450 e 500 ue 10

—

* Standard= 2¥ Al OfCh £3E5h= A2 ATELICH
* Standard2} sample2 —“'—E‘*‘E NN 2

2 MNalstd] blankZ AR E LICH

=
4 well2 FH[ZLICE 2 well2 enzyme 810, LIHZX| 2well2 enzyme
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Reaction mixture preparation

1 assay 7|&2| volumeO|H, M0 AtEst =

reaction mixS =H|gfL|Ct.

assayd=

A LH5H0] assayZ+1THE

Components Reaction mixture
Ascorbic Acid Buffer 80 e
Ascorbic Acid Probe 10 pe
Catalyst 10 pe
Total 100 pe
Ascorbic Acid (FRASC) Assay
Ascorbic Acid AscoBrII;:kAcld Sample Sample Blank
Ascorbic Acid
standard solution 100 pe 100 pe } )
Sample - - 100 e 100 e
Ascorbic Acid
enzyme ) 10 pe - 10 p@
D.W 10 u@ - 10 ue -
H20M 1528 St EtE
Reaction mixture 100 @ 100 u@ 100 e 100 u@
Reaction mixture 25 Z 2~3&2 W2 593 nmOlM ZH

* BlankE enzyme0f 2Jsfl MEHMOZ Ascorbic acidPte H7sto] SH=E FFeLICH

A& M Buffer, Catalyst X ProbeE %

96 well platedi| standard 5 samples =22 100 pe* =2 4 well¥ FH|LCL

-3
o
0
<X
o
S
fu
>
(%]
Iy
(@)
-
o
I}
>
o
[oN
m
S
N
<
3
(0]
—
o

SEYHE 2 welldl= DW 10 € €1, 2
wE 2o plate shaker2 2F 30X SQF & AO|FLICE

* A MOIX| AUZS ZR Fetot 5FO| otE £+ QU0 O E plate shaker?t 22 Al OEIC=
t

=
a2 HoEUcC

L
rlo

02| =H|8 & reaction mixS ZE well0f] 100 pe¥ &

M =S SELCL

2 2~32 WZE 593 nm
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» Calculation

1. BE ZFHZ0M background®| OD #t2 EFsHELILCE
* Background = O.Dsg3,m from Ascorbic Acid standard No.1 (0 uM Ascorbic Acid)

2. 2} standard wellZl sample well| duplicate Z84to| BaS F&LICH

SE 8 Ascorbic Acid X sample BT 240 blank E7t2 M 2 FLICE

w
N

4. Ascorbic Acid standard O.D 4t O|&35t3 standard curveE 2{&L|LC}

5. Standard curved| sample O.D E5daf +=XIE TS sampleli2| Ascorbic Acid 2
A LH5HO] F L O

6. 50IAM ALHE Ascorbic Acid Y& HIE2 = CtE A& 0[&31 sample {2
Ascorbic Acid2| =5 ALtsto FLCt.

ME W Ascorbic Acid & (C) = B/V x D (nmol/u€ or pmol/ml or mM)

B: Standard curveZ22E 15t £ wellQ| Ascorbic Acid2| & (nmol)
V. wello] 238t A2 & (F, 100 ue)
D: ME 3AMH|E (2Hf 3|MSt B2 x1/2 O] Ot x22 AAtgtL|Ct)

1.20 - N
1.00 4

0.80
P

i . y =0.1189x + 0.006
0.60 R?=0.9994

0.40 1

Absorbance of 593nm

0.20 1

0.00 T T r r "
0 2 4 6 8 10
Ascorbic acid (nmol/well)

Fig. Ascorbic acid standard curve. Assay was performed following the kit protocol.
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» Related Product

Products Catalog No. Assay
EZ-Superoxide Dismutase (SOD) Assay Kit
(Colorimetric) DG-SOD400 400 Assay
EZ-Glutathione Assay Kit
DG-GLU200 200 Assay
(Colorimetric)
EZ-Catalase Assay Kit
DG-CAT400 400 Assay
Oxidative (Fluorometric/Colorimetric)
EZ-Hydrogen peroxide/Peroxidase Assay Kit
Stress DG-PER500 500 Assay
. (Fluorometric/Colorimetric)
Assay Kit
EZ-Lipid Peroxidation (TBARS) Assay Kit
DG-TBA200 200 Assay
(Colorimetric)
EZ-Total Antioxidant Capacity (TAC) Assay Kit
DG-TAC200 200 Assay
(Colorimetric)
EZ-DPPH Antioxidant Assay Kit (Colorimetric) DG-DPH400 400 Assay
EZ-ABTS Antioxidant Assay Kit (Colorimetric) DG-ABT400 400 Assay
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)
EZ-Free Fatty Acid Assay Kit
DG-FFA100 100 Assay
(Fluorometric/Colorimetric)
Metabolism EZ-Free Glycerol Assay Kit
DG-FGC100 100 Assay
Assay Kit (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 (Colorimetric) DG-NO500 500 Assay
EZ-Total Collagen Assay Kit (Colorimetric) DG-COL100 100 Assay
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