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For Research Use Only. Not for use in diagnostic procedure.
Code No. 297-98501 (350 tests)

LabAssay™ Free Cholesterol
Please, read this instruction carefully before use.

1. Intended use

This product is a research-use reagent for the quantification of free cholesterol.

In human blood, cholesterol is mainly present in LDL and HDL, with a smaller portion found in VLDL. Approximately 2/3 of
total cholesterol exists in esterified form and 1/3 as free form. Free cholesterol refers to cholesterol that is not esterified to
fatty acids and plays essential roles in maintaining cell membrane fluidity, signal transduction, and hormone synthesis. Proper
regulation of free cholesterol levels is crucial for normal cellular function, and abnormalities can serve as indicators of various
diseases. The cholesterol ester ratio is typically 70 - 80%, and a reduction in this ratio is associated with acute and chronic
hepatitis, liver cirrhosis, nephrotic syndrome, and chronic inflammatory disorders.

2. Storage and expiration date
Store at 2°C - 10C and do not freeze. The expiration date is indicated on the label on the outer box of the kit.

3. Kit Component Reagents

Components Use Status Amount
(1) | Buffer Solution Solution 75 mL/1 bottle
(2) | Chromogen Substrate Freeze-dried For 75 mL/1 bottle
(3) | Standard Solution Solution 2 mL/1 bottle

* For 350 tests

4. Principle of the method

When the chromogenic reagent is added to the sample, free cholesterol is oxidized by cholesterol oxidase (CO), producing
hydrogen peroxide. The generated hydrogen peroxide induces quantitative oxidative coupling between DAOS and
4-aminoantipyrine in the presence of peroxidase (POD), resulting in the formation of a blue pigment. The free cholesterol
concentration in the sample is determined by measuring the absorbance of this blue color.

5. Equipment or supplies required but not provided in the kit
- 96-well microplate (transparent type)

- Micropipette

- Microtube

- Pipette

- Incubator maintained at 37C

- Plate mixer

- Microplate reader with 600 nm wavelength filter

6. Preparation of reagents

(D Chromogen Reagent :
Prepare Chromogen Reagent by Dissolving 1 bottle of Chromogen Substrate (for 75 mL) to 75 mL of Buffer Solution.
After reconstitution, the solution should be stored at 2°C - 10C and used within 4 weeks.

(2 Standard Solution : Ready to use. After opening the bottle, store at 2C - 10C.
* Standard solutions diluted to each concentration should be used immediately and must not be stored.

Example of preparation of dilution series of standard solution

Standard Concentration (mg/dL) 233 191 100 50 25 10 0
Standard Solution (uL) %=, : 100 Sge : 50 Swae : 50 S : 50 50 % 50 —
Water(uy " o s soluion 50 50 25 50

Well Volume (L) 25** 20%* 10 10 10 10 10

*One rank higher standard solution.

% s : The standard solution is typically dispensed at 10 uL per well ; however, 25 uL is used for the 233 mg/dL standard
and 20 uL for the 191 mg/dL standard. Accordingly, the displayed values have been corrected to account for the
increased volumes.
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7. Preparation of specimen

Serum/Plasma

- Analyze specimens immediately after collection.

- The anticoagulant heparin, EDTA - 2Na and citrate does not significantly influence the assay when used in normal
amounts.

- Serum samples with a high degree of hemolysis may affect the measurement results. In such cases, collecting the blood
sample again is recommended or the results should be used for reference only.

- Chyle and ascorbic acid affect the measured values.

+ High levels of bilirubin in the specimen may affect the measured values.

- If the measured value exceeds the measurable range, dilute the sample with saline solution before measurement. Multiply
the result by the dilution factor.

8. Assay procedure

Ensure that the reagents are brought up to room temperature (20C - 25C) before use.

(1) Dispense 200 uL of Chromogen Reagent into each well of a 96-well microplate.

(2) Dispense 10 4L of each concentration of standard solution into the well in which the standard is to be measured.
(Dispense the 233 mg/dL and 191 mg/dL standards at the volumes specified in the standard dilution example.)

(3) Dispense 10 4L of sample into the well in which the sample is to be measured.

(4) Shake the 96-well microplate on a plate mixer (% @).

(5) Allow to react in an incubator at 37C for 20 minutes.

(6) Remove the 96-well microplate from the incubator and immediately measure the absorbance of each well at 600 nm using
a spectrophotometer for microplates.

(% @) Guideline for shaking : 600 rpm - 700 rpm for 10 seconds, repeated 3 times.

9. Calculation
(1) Create a calibration curve for each measurement, with the standard concentration (mg/dL) on the X-axis and absorbance
on the Y-axis.

(2) From the calibration curve, read the free cholesterol (mg/dL) corresponding to the absorbance of the sample. If a diluted
sample is used, the concentration reading is multiplied by the sample dilution ratio to obtain the measurement value.
*If the absorbance of a sample is outside the standard curve, dilute the sample with saline to an appropriate dilution ratio

and repeat the assay.

*In computer software calculations, we recommend using 4 parameters or 5 parameters.

10. Standard Curve
+ Measurement range : 10 - 233 mg/dL
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11. Performance
@ Accuracy

- When control serum of known concentration is measured, the measured value is within * 15.0% of the known concentration.
@Repeatability

- When the same sample is measured simultaneously 5 times, the CV (%) of measured values is 15.0% or less.
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Notes

- Avoid using this product at temperatures or reaction times other than those specified.

- The color development is stable, and the absorbance shows almost no change even after standing at room temperature for
1 hour.

- As the pressure inside the Substrate vial is reduced, open it gently so that the contents do not spill out.

- If any reagent accidentally comes into contact with the mouth, eyes, or skin, flush immediately with a large amount of water.
Consult a physician if necessary.

- When using a pipette, do not aspirate by mouth ; always use a safety pipette filler or equivalent device.

-+ Open vials carefully to avoid injury from the aluminum cap.

- Store reagents under the specified conditions and do not use expired reagents.

- Do not use reagents that have been accidentally frozen because accurate results may not be obtained.

- After opening, use the reagent as soon as possible. If it is stored, close the lid and store under the specified conditions.

- Do not use the container or accessories included with this product for anything other than their intended purposes.

- Handle samples being cognizant of the risk of infection (e.g. viruses).

- Wear disposable gloves to avoid the risk of infection when performing a test.

- Be careful regarding contamination when collecting reagents with a pipette.

+ Do not mix and use reagents with different lot numbers.

- When disposing of the reagents, dispose of them according to Waste Management and Public Cleansing Law (Waste
Disposal and Cleaning Act) and wastewater standards.

- Any reagent or reagent bottle that comes into contact with a specimen should be considered potentially infectious and
handled accordingly.

- Any scattering/splashes of samples or waste fluids should be removed with a disinfectant such as sodium hypochlorite
(effective chlorine concentration 1,000 ppm).

LabAssay™ Free Cholesterol

[Storage] Store at 2C - 10C (Do not freeze)
[Term of validity] Indicated on the label.

[Package] For 350 tests

[Cat #] 297-98501

FUJIFILM Wako Pure Chemical Corporation

1-2, Doshomachi 3-Chome, Chuo-Ku, Osaka 540-8605, Japan
Telephone : +81-6-6203-3741

Facsimile : +81-6-6201-5964

http:/ffwk.fujifilm.co.jp

Group Companies Distributors
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