EZ- Total Cholesterol Assay Kit

Metabolism assay kit

(Colorimetric/Fluorometric)

Cat. No. DG-TSC100

FOR RESEARCH USE ONLY.

NOT FOR USE IN DIAGNOSTIC PROCEDURES.
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* Product Description

Total Cholesterol Assay kit= free cholesterold} cholesteryl esters& 242} EE&= total2 S&

I- -1 1
(colorimetric) 5! A& (fluorometric) W2 S5t ¥ 2Ae = A= NS YLICH

oo CHEE2| cholesterol2 cholesteryl esters@| YEfE ZEX|SH=G O|= cholesterol
esteraseOf| 2|8l cholesterol2 Zt+==dll & LICt Cholesterol CFA| cholesterol oxidaseOf|
olsf AMztr|HM EAFE H,0,& d-d8t1 0= Cholesterol probe2t BHSSH A (|
Cf S&X 570 nm) ¥ &2 (Ex/Em = 535/590 nm)S Yo ZiL|Ct.

Cholesterol esterase’t =X ot= S0 A= total cholesterol (cholesterol + cholesteryl esters)

= =M5H cholesterol esterase?t EX|SIX| Y= HHEEZ SdHA= free cholesterolZ
Mah = QUELICE Cholesteryl ester= total cholesterol 241 Zt1} free cholesterol 4t2| Xt
2 40| JtsgL ot

= Contents and Storage Conditions

Component 100 assay Cap Cord Storage
Cholesterol Assay buffer 25me - -20°C
Cholesterol Enzyme mix (Lyophilized) 1 vial Red -20°C
Cholesterol esterase (Lyophilized) 1 vial Blue -20°C
Cholesterol Probe 20002 Yellow -20°C
Cholesterol Standard (2 ug/ue) 1000 Green -20°C

2 HE2 97 SH22W ASEO0F 5, 2ME E= TS FHoR ALEE M= FE LI

2 NELE Y £+ Us test 0| UM 100 assays2t B2 96 well plate 1 wellg 7|E2E 100742

well2 Ma|g = e AYS MSecte o|0|YL|CL O] & standard, blank, sample™ duplication X2| &

=2 12{stH X HAE 7ts3t A|RQ| %X 20~40 samples?| H2lo| ASLICE MELBME XM &
A

b= sample2| 45 123t 2QE5[= 7|EQl & ZYSIUAR.
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= Preparation of Reagent

Component Preparation Storage and Stability
220 @ Assay Buffer 2 &
Cholesterol Enzyme mix ) oy o =gt 842 -20 °COilM
N 1 pipetteg 0|85t # o X
(Lyophilized) L 270 St gLt
2l ZLCH
220 @ Assay Buffer 2 &
Cholesterol esterase , Oy = 2ot 82 -20 °COoflA
B 1 pipetteg 0|83t0 & . R
(Lyophilized) L 270 St gLt
2l ZLCH
AHE3tD HE2 8U2 -20 °C
deolMq B2 =00 Eer 5= 89 .
Cholesterol Probe o U

rot

* Assay buffer= 2® © 420AM 5&35| warming up o

p o=
* Xt HEHO| buffer AFEA| enzyme EE0| AN ZO EHZAD0| o2 & = UASLICL

* General Protocol

1. Sample preparation
ZH|El sample2 96 well plated| 2-50 ;¢ @2 =, X

50 o7t =5 ZFELICE (n>2)

volume assay buffer2

1) Serum sample : 0.5 ~ 5 p0E cholesterol assay buffer2 108} A st0f ALETtL|CH

2) Cell or Tissue (non-aqueous samples)

@ ~ 1x 106 cells ~ 10 mg tissue sample2 FH|gfL|

* O B2 L9 sample2 HAEY A= ZH THAOAM A2 M

@ PBSE 0|&3l0 sampleS washing sil&L|Ct.

® sample Of chloroform : isopropanol : NP-40 (7:11:0.1) €4 200 w¢ & €2
3} (homogenization) f L| C}.

@ 15,000xg2 5-1027t |ME2| Lct,

® Pellet2 M2/t ZE liquid (organic phase)S Ct2 tubel| &7|1 50 °CH Al HZEAIH
chloroform2 XM 7{st O|&2| F7| 8OE HMAHSH7| fIsi AEE 3022t vacuum dry2rL|C}.

® UZEE lipiddl cholesterol assay buffer 200 S d11 20| EFSHE [M7HX| sonication &=

£ vortexing S22 & =0 ZgtgtLCt,

CC
ol

-

Ct.
0| A HIZH22 SIHAI7|E UL

1]

230AM =&

3) OIX|9] AZ EE NS Z5HSIE AR E2 =H 40| standard curve O {IX[SI=E O

HAZEE HE £ Ar8S AT
4) =2 background& = AlR2| % FHE0 A8 32 A2 A|RE background control

2 FH[gLo
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5 ¥E0 ZE o2 =SS0l HES Yol = U222 Ert Ftoh ZdHE 29
ol

=
cholesterol standard 2 ug2 spike sample X{2|s}

2. Standard preparation

1) Colorimetric method

2 ug/ue Cholesterol Standard 20 @@} assay buffer 140 ¢S =8510{ 0.25 pg/p standard
solutiong BHELICt O|E 96 well plate®l 0, 4, 8, 12, 16, 20 o ZtZt B3t F assay buffer2

final volume2 50 WZE ZHSIH Zt plated]| 0, 1, 2, 3, 4, 5 ug/well2| standard set?} TH=O0{ & L|LC}.

Final standard
Standard Volume of 0.25pg/p¢ Volume of Final standard cholesterol Conc.
No. cholesterol Standard Assay buffer volume in well (wg/well)
1 0 e 50 ue 50 ue 0
2 4 e 46 @ 50 ue@ 1
3 8 ue 42 e 50 ue@ 2
4 12 @ 38 ue 50 ue 3
5 16 @ 34 e 50 ue 4
6 20 ue@ 30 ue 50 ue 5

* Jetst £ I8l standard 3 sample2 Z+Z} two replicates 0|49 2 FH|SI0] MBSIAlE HES HETL|CL

* Standard= Al A| OIC} EHs= HS HANSHLCH

2) Fluorometric method

2 ug/pe Cholesterol Standard 10 we2} assay buffer 790 wE =%+6t0] 0.025 pg/pl standard
solutiong EHEL|C} O|Z 96 well plated| 0, 4, 8, 12, 16, 20 W ZtZt 2F%t F assay buffer2

final volume2 50 W= XM Z platedi| 0, 0.1, 0.2, 0.3, 04, 0.5 pg/well2| standard set”t Tt=0{ & LILC},

Standard Volume of 0.025 pg/pe Volume of Final standard Chlj?:;;t?;dg::lc-
No. cholesterol Standard Assay buffer volume in well (ug/well)
1 0 e 50 p@ 50 p@ 0
2 4 e 46 1@ 50 p@ 0.1
3 8 e 42 10 50 p@ 0.2
4 12 10 38 e 50 pe 0.3
5 16 u@ 34 @ 50 p@ 0.4
6 20 p@ 30 p@ 50 p@ 0.5

* Moot 592 9l standard & sample2 ZtZF two replicates O] &2 2 FH|3I0] AEHSIAlE AS HHBILICH

* Standard= &Y Al OCh £83%t= A2 AFSLLCL

3. Reaction mixture preparation
1 assay 7|&2| volumeO|D, &0 ALE3l2]= assaydS ALtSHH o7 AA

reaction mixS Z=H|gHL|LCt
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1) Colorimetric method : Total Cholesterol

Reaction Background
Components . .
mixture mixture
Cholesterol Assay buffer 44 1@ 46 e
Cholesterol Enzyme mix 2 | -
Cholesterol esterase 2 ue 2 uR
Cholesterol Probe 2 ue 2 uR
ToTal 50 ue 50 pe

* Free Cholesterol Reaction Mix : Esterase= Cholesteryl esterS free cholesterolZ 7+ &8l L|Ct.
MEO|A free cholesterolZt MERMO 2 X751 NOH esteraseE M7ISHK| 1 assay buffer 2 1@

2 XS A L. (Esterase= Standard curve well0fl= HFEA| ®I}Sto{OF $hL|Ch)

2) Fluorometric method : Total Cholesterol

Reaction Background
Components . .
mixture mixture
Cholesterol Assay buffer 45.6 e 47.6 e
Cholesterol Enzyme mix 2 e -
Cholesterol esterase 2 ul 2 ul
Cholesterol Probe 04 ue 04 e
ToTal 50 ue 50 pe

* Free Cholesterol Reaction Mix : Esterase= Cholesteryl esterS free cholesterol2 7t 23lj&LICt.
MEO|A free cholesterolZt MERMO 2 Z7H5t10 NOH esteraseE M7ISHK| 1 assay buffer 2 1@
2 MBI A L. (Esterase= Standard curve wellofl&= BHEA| H7Istoof ghL|Ct)

4. Reaction mixtureE Cholesterol standard2} 2 =Z0| =H|E ZF well0]

Multi pipette2 0| 835l0] 502 EO0{E =, F 4

o

la

x
2
H
I~
n

* background control 2 FH[3t Z20l& background control welll background mixtureE
2o FLCh

5. PlateS 2O| X}EHEl 37 °COllM 3027 #H3AIZ 2, RERA shaking 510

microplate reader2 =™ gtL|C},

1) Colorimetric : 570 nm

2) Fluorometric: (Excitation/Emission): 535 nm / 595 nm
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» Calculation

—_—

. BE EH™IOM standard 1 242 (blank) &L Ct.
2. Z standard wellZt sample well2| duplicate £3%2 Bo gL Ch

3. Cholesterol standard S& =& 0|83} standard curveE 12{&L|CL.

(Cholesterol standard Vs ODs7onm )

4. Standard curve O sample F78Zt +=X|E RS0 samplelt2| Cholesterol Y&
A LS FL|C}

* Background controlZ& A%t 22 sample 58 ZL 0lM background control 872

+X|E CHYSHY Cholesterol ¥ A AHSHO FL|CH

5. 400 A A=l sample W2| Cholesterol &= HIEOZ CHZ A2 O|830 AR LY
Cholesterol 2| =& A 4t510f FL L}

MZ L Cholesterol S& (C) = B/V x D (ug/pe)

B : Standard curve2ZH2E 7ot £ well@| Cholesterol 2| 2(ug)
V:wello] 233 A|EO] & (u0)

D:HMZ 3MHlE (i3 MetE S x1/2 O] Ot x2= A &HehL{Th)

* Cholesterol Molecular Weight: 386.6; 1 ug/ul = 100 mg/dL.

Total Cholesterol (Free cholesterol + Cholesteryl ester)

- Total Cholesterol Reaction MixS Ar23%t =™t
Free Cholesterol : Free Cholesterol Reaction MixS At&3%t =87}

Cholesteryl Ester : Total Cholesterol 782t — Free Cholesterol £ 4k

2 -
£
c
2 1.5 -
[*s)
N
(=]
g 1]
c
S
s 0.5 y = 0.350x + 0.031
2 R? = 0.996
< o0 . . : : .
0 1 2 3 4 5

Cholesterol (ug)

Cholesterol standard curve. Assay was performed following the kit protocol.
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IS0 &2 FAZ 7580 U E2, olE =0 CholesterolO|

gdeoz QI8 1.6 ng (80%)CH EXcte A E ZAIMGHO| LIEtLLE ER
7t AELICE o2zt HAE EFSHY| s MEN =2 MWEO L™l Cholesterol (standard 2 AtE)
£ I well2 M2 HES0 1 ALt g2 o A MEQ sL& EEss SHYLICH of HAHOM
spike sample2 0|8%t 2% ¢ =& ALtA2 O3 Zo| Fa|E Lt

ME W Cholesterol 2| 2(B) = OD1 / (OD2 - OD3) x Cholesterol spike (ug)
OD1: Sample 2| OD%f (blank corrected)

OD2: Spiked sample2| ODZ} (blank corrected)

OD3: Sample®| ODZ! (blank corrected)
Cholesterol spike: MZ

o=

O &2 Cholesterol spike2| &
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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)
EZ-Free Fatty Acid Assay Kit DG-FFA100 100 Assay
(Fluorometric/Colorimetric)
EZ-Free Glycerol Assay Kit DG-FGC100 100 Assay
(Fluorometric/Colorimetric)
Metabolism .
EZ-Glucose Assay Kit DG-GCS100 100 Assay
Assay Kit (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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