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LabAssay™ Cholesterol(Cholesterol Oxidase*DAOS method)

| For Research Use Only Not for use in diagnostic procedure |

(Uintroduction)

Cholesterol concentration in serum is known to be closely related with production, absorption and
dissimilation in liver and intestinal tract, and lipoprotein metabolism in blood.

LabAssay™ Cholesterol is able to measure total cholesterol in mouse and human serum by an enzyme
reaction using N-Ethyl-N-(2-hydroxy-3-sulfopropyl)-3,5-dimethoxyaniline sodium salt (DAOS). It is a simultaneous
multi-sample assay format using a microplate, but it measurements can also be made using a test tube.

(Kit contents)

Kit contents State Amount

Buffer Solution
) liquid 150 mL/1bottle
50 mmol/L MES buffer

Chromogen Substrate
After reconstitution,

Cholesterol esterase 1.6 units/mL
Cholesterol oxidase 0.31 units/mL

@) i i Freeze d For
Peroxidase (HRP) 5.2 units/mL eeze ary 150 mL/1bottle
DAOS 0.95 mmol/L
4-Aminoantipyrin 0.19 mmol/L
Ascorbate oxidase 4.4 units/mL

Standard Solution

@) | "Cholesterol 200 mg/dL liquid 5 mL/1bottle

X Assay in a microplate;500 tests. Assay in a test tube; 50 tests.
(Assay principle)

Cholesterol esters in the sample are decomposed into free cholesterol and fatty acid by cholesterol esterase,
when the sample reacts with chromogen reagent. The cholesterol is oxidized with existing free cholesterol by
cholesterol oxidase, and simultaneously hydrogen peroxide is produced. The produced hydrogen peroxide
let DAOS and 4-Aminoantipyrin oxidize and condensate quantitatively by peroxidase (HRP) , which
produces a blue pigment. Quantitation of total cholesterol in the sample can be made by measurement of the
absorbance.

(Materials and apparatuses to be prepared)

- 96wells microplate (transparent type) -Micropipette - Incubator maintaining at 37 C *
-Plate mixer*
Microplate reader with 600 nm wavelength filter ( * if the microplate reader is not equipped.)

(For test tube method)

-Testtube -Pipette -Incubator maintaining at 37 C
- Spectrophotometer or colorimeter with 600 nm wavelength filter

(Preparation of reagents to be used)

@ Chromogen Reagent :
Chromogen reagent is prepared by dissolving 1 vial of Chromogen Substrate with 1 vial of Buffer Solution.
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@ Standard solution

Standard solution is prepared by dilution of the provided Standard

No. Provided Standard .Dis-tilled or Sample Cholestrt?l
deionized water volume concentration
1 50 pL 150 pL 2 uL 50.0 mg/dL
2 100 pL 100 pL 2 uL 100.0 mg/dL
3 undiluted — 2 uL 200.0 mg/dL
4 undiluted — 4 L 397.4 mg/dL "
5 undiluted — 6 L 592.2 mg/dL ™"

*1 The test sample volume is usually 2 pL, but 4 or 6 pL are taken in this case. The cholesterol
concentration must be corrected accordingly as indicated in the table above because of volume

increasing.
(Procedure)

(1) Assay in a microplate
Perform the assay in the wells according to the following table scheme.

Test Standard Blank
Sample Serum Standard solution _
p 2 L 2 L
Ch
romogen 300 pL 300 L 300 pL
reagent

Mix well and incubate at 37 “C for 5 min. Measure the absorbance of the test
sample and standard solution with the blank solution as the control. Main
wavelength 600 nm / Sub wavelength 700 nm

(2) Assay in a test tube

Perform the assay in a test tube according to the following table scheme.

Test Standard Blank
Sample Serum Standard solution _
P 20 pL 20 pL
Chromogen 3mL 3mL 3mL
reagent

Mix well and incubate at 37 °C for 5 min. Measure the absorbance of the test
sample and standard solution with the blank solution as the control.
Colorimeter with 600 nm wavelength filter Spectrophotometer : Main
wavelength 600nm (subwavelength 700nm)
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(Standard curve)
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(Performance)
(1) Sensitivity
+ The absorbance is below 0.11, when measuring purified water as a sample.
+ The absorbance is 0.13 to 0.65, when measuring 200 mg/dL cholesterol as a sample.
(2) Specificity
The cholesterol concentration is less than £ 10 %, when measuring the known concentration of control
serum as a sample.

(Usage Notes)

(1)Sample

- Serum sample should be used immediately after collecting blood.

- Hemolysis causes a slightly increase of the cholesterol value.

- Ascorbic acid and bilirubin may not significantly affect the assay.

(2)Notes on the assay

-Measure the total cholesterol according to this insert sheet.

- Use measurement apparatuses according to the use manual.

- Keep the provided reagents under the indicated conditions before the expiration. Avoid using frozen
reagents. Each of the reagents should be used immediately after opening, or store them under the
indicated conditions.

- Vials should be opened carefully, as the inner is decompressed.

+ The chromogen reaction is completed in ca. 2 min. Incubation up to 20 min. may not affect the assay. The
reaction is stable and may not significantly affect the absorbance after 2 hours of the reaction.

- This kit is for research use only, but not for diagnostic use.

(3)Safety precautions

- If a reagent comes into contact with the mouth, eyes, or skin, immediately wash with a lot of water.

- A pipette should be used with a safety pipette filler.

- Vials should be opened carefully.

(@)Waste

- The waste should be processed appropriately according to law.
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(Reference)
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LabAssay™ Cholesterol (Cholesterol Oxidase - DAOS method)

[Storage condition] ~ Store the kitat 2 C~10 C

[Manufacture #] LABCHO-M1

[Cat #] 635-50981

This kit is H : :
manutacredby | UJIFILM Wako Shibayagi Corporation

1062-1 Ishihara, Shibukawa, Gunma, Japan 377-0007
TEL.+81-279(25)0279, FAX.+81-279(23)0313

<E-mail>wksb-info@fujifilm.com <URL>http://www.shibayagi.co.jp

distributed by FUJIFILM Wako Pure Chemical Corporation
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