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‘ For Research Use Only. Not for use in diagnostic procedure. ‘ Code No. 291-96701 (100 tests)

LabAssay™ LDL-Cholesterol
(LDL-Cholesterol Kit)

1. Intended use

This kit is a research reagent for measuring LDL-cholesterol.

One of the lipoproteins is LDL, with the cholesterol carried by LDL termed LDL-cholesterol. LDL-cholesterol carries cholesterol
produced in the liver throughout the body, and when present in large amounts in the blood, it deposits and accumulates in
blood vessel walls, causing atherosclerosis and resulting in myocardial infarction and cerebral infarction. In humans, the
normal range of LDL-cholesterol is less than 140 mg/dL, and more than 140 mg/dL is considered to reflect hyper-LDL

cholesterolemia.

2. Storage and expiration date
Store at 2C - 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
Soluti
(1) | Pretreatment oton 20 mL/1 bottle
Ready for use.
Soluti
(2) | Reacting Solution ouHon 8 mL/1 bottle

Ready for use.

Freeze-dried.
(3) | LDL-Cholesterol Standard z o 2 bottles
Use after reconstitution.

. Solution
(4) | Standard Diluent 10 mL/1 bottle
Ready for use.

* For 100 times

4. Principle of the method

The first reaction (elimination of non-LDL-cholesterol)

The block polymer containing hydrophilic and hydrophobic moiety in Pretreatment selectively binds to LDL in the specimens,
and protects it from enzyme (CHE, CO) reactions. CHE and CO react with non-LDL lipoprotein [chylomicron (CM), very
low density lipoprotein (VLDL), high density lipoprotein (HDL)]. Hydrogen peroxide produced by the enzyme reactions
with non-LDL cholesterol is decomposed to water by catalase in Pretreatment reagent.

CM-

CHE
VLDL- ; Cholesterol + H,O + O, T A'-Cholestenone + Fatty acids + H,0,
HDL-

91,0, Catalase 0, + 20,0

The second reaction (color reaction of LDL-cholesterol)

When Reacting Solution is added, the cholesterol and its derivatives in LDL produce hydrogen peroxide by CHE and CO.
Hydrogen peroxide produced by the enzyme reactions with LDL-cholesterol yields a blue color pigment upon oxidative
condensation with N-(3-sulfopropyl)-3-methoxy-5-methylani line (HMMPS) and 4-aminoantipyrine in the presence of peroxidase
(POD). The amount of LDL-cholesterol contained in the sample is determined by measuring the absorbance of the blue color.

CHE

LDL-Cholesterol + H,0 + O, T A*Cholestenone + Fatty acids + H,0,
. L. POD . .
2H,0, + 4-aminoantipyrine + HMMPS —— > [Blue pigment] OH + 3H,0

—1/8—



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

- Incubator maintained at 37°C - Plate mixer

- Microplate reader with 600 nm/700 nm wavelength filter

6. Preparation of reagents and standard solutions
(D Pretreatment : Ready to use. After opening the bottle, store at 2°C - 10C and use within one month.
(2 Reacting Solution : Ready to use. After opening the bottle, store at 2°C - 10C and use within one month.
(® Dilution series of standard solution :
Reconstitute the LDL-Cholesterol Standard with purified water in the amount specified in "Reconstitution of standard" *
to prepare a original standard solution (300 mg/dL).
Then prepare using the kit-attached Standard Diluent that has been allowed to warm up to room temperature.
% Please confirm "Reconstitution of standard" from this product page. Since the amount of purified water added varies by
lot, please be sure to check each lot. The standard solution containing purified water should be stored at 2C - 10C and

used within one week. Standard solutions prepared for each concentration should be used immediately and should not
be stored.

Example of preparation of dilution series of standard solution

Conc. (mg/dL) 300 150 75.0 37.5 18.8 9.38 0
Standard solution (uL) 50 50* :}/’ 50* 50* 50* 50* 0
Standard Diluent (uL) 0 50 50 50 50 50 50

*One rank higher standard.

7. Preparation of specimen

Serum/Plasma

- Specimen analysis should be performed immediately after collection.

- Use fresh specimens. Do not use specimens after repeated freeze-thawing as this may denature lipoproteins.

- Anticoagulants such as heparin, citrate and EDTA do not significantly influence the assay when used in normal amounts.

- Hemolysis does not significantly influence the assay.

- Dilute specimen with saline and repeat the assay if the measured value exceeds the measurable range, and multiply the
result by the dilution factor.

- When triglyceride in the specimen exceeds 1,000 mg/dL, dilute the specimen with saline and multiply the result by the
dilution factor.

8. Assay procedure

Bring reagents to room temperature (20°C - 25°C) before use.

(1) Dispense 180 uL of the Pretreatment into the 96-well microplate.

(2) Dispense 5 uL of each concentration of the standard solution into the well in which the standard is to be measured.
(3) Dispense 5 uL of sample into the well where the sample is to be measured.

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

(5) React in a thermostatic bath at 37C for 10 minutes.

(6) Remove the 96-well microplate from the thermostatic bath and dispense 60 4L of reaction reagent into each well.
(7) Shake the 96 wells microplate on a plate mixer (*).

(8) React in a thermostatic bath at 37C for 10 minutes.

(9) Measure the absorbance of each well at 600 nm (reference wavelength, 700 nm (*@)) immediately using a plate reader.
% (D Guideline for shaking : 500 rpm - 600 rpm for 10 seconds X 3 times.

9. Calculation

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

(2) From the calibration curve, read the concentration (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 the sample deviates from the calibration curve absorbance, prepare the sample to an appropriate
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dilution with saline and repeat the assay.
* For arithmetic operations in computer software, we recommend a cubic polynomial, 4- or 5-parameter specification.

10. Standard Curve
- Measuring range : 9.38 - 300 mg/dL
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11. Performance
+ Sensitivity
- When a sample subject to a standard dilution is measured, the absorbance is less than 0.03.
- When a standard solution of a specific concentration (LDL-cholesterol 300 mg/dL) is measured as a sample, the absorbance
ranges from 0.30 - 0.60.
+ Accuracy
- When measuring control serum of known concentration, performance is within * 15% of the known concentration.

Notes

- Store the reagents under the specified conditions. Do not use reagents that have passed the expiration date stated on each
reagent container label.

- Do not use reagents that were frozen in error. Such reagents may give false results.

- Operate out of direct sunlight.

- Avoid contamination from the micropipette when collecting reagents.

- For Research Use Only. Not for use in diagnostic procedure.

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

- When discarding the reagents, dispose of them according to local or national regulations.

- All devices including reagents and reagent bottles that come into contact with specimens should be considered potentially
infectious.

- The Reacting Solution contains 0.09% sodium azide as a preservative Sodium azide may react with copper or lead plumbing
to form explosive compounds. Even though the reagent contains minute quantity of sodium azide, drains should be flushed
copiously with a large amount of water, when discarding these reagents.

[References)

1) NIH Publication No0.95-3044, Recommendations on Lipoprotein Measurement (1995)
2) Japan Atherosclerosis Society : Guidelines for Prevention of Atherosclerotic Cardiovascular Diseases, 5-7 (2002)
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LabAssay™ LDL-Cholesterol

[Storage] Store at 2C - 10C (Do not freeze)
[Expiration date] Indicated on the label.

[Package] For 100 tests

[Cat #] 291-96701

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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Code No. 291-96701 (100E )

| ARHEARETT. MHBHAL L TERTEE A,

SE7ve4™ LDL-aLAFO-I
(LDL-aLAFO—bFv )

1. IXU®HIC

AF¥ v MILDL- 2L AT O —VEHET A5 HRETT,

VRS 7 D—2ZLDL2H Y, LDLICX 5 THEIZNAEIL AT — VA LDL- 2L AFa— L EIFIERTWwWE T, LDL-
AVATHE= VI CTESNAZT VAT O— LV EEg~E R L. MICE AT 5 & MAFREIZILASE,. ML, Bk bz
LT OB ER L RESEET, © P4, LDL- 2L 250 — Lo IEH#iPHIZ 140mg/dL K Tdh . 140mg/
AL L EOG&13E LDL- 2 L AT a— VIl & EhTwEd,

2. % v b OB L BT
2C~10CTHRAEL, Bl SRV TT v MAHMIBLEF v MO 7 XWZEERL TwE 9,

3. % v MR
o B3 R R FOI

LB

(1) | B B (20 F 20 20mL/1 &
Pretreatment

(2) Jim:“\ai'\i?& ' W (20 F FH) 8mL/1 A
Reacting Solution
LDL- 2 L A7 10 — )V et 1 Sper

(3) LDL-Cholesterol Standard PR (R PR 2E
G o T SR e

(4) &@mﬁﬁ@ i (20 F A 10mL/1 A&
Standard Diluent

%100 Ial

4. W e

B—RIE (non-LDL I VAF O — L DiHE)

AF O LDL IR h O BKIE L BKEEZAE L2770y 7R —I2X VI L ATFE—VFF 5 —F¥ (CO), TaLAT
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NV (non-LDL I L A5 0 —)b) & CO. CHE O %22 CTIRIEE L A~ 2L A5 7 VIaR s, FECBEBLKEZEL
¥, ERLBEBILKE XN Y S —EOEM 22 TRICHESNE T,
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CHE
VLDL- :vx%n—w+}u)+02——66—+»Aﬁ:ux%/y+ﬂmﬂ%+Hﬁz
HDL-

Ny I—E
2H202 . Oz + ZHZO
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WICKISRB A SE5 &, LDLHEOI L A7 0 —)VHHIZ CO. CHE OTEf %%\ CREBEKEZ A U F 3o AR L7200
{bk#FEiZ, RV FF 55—+ (POD) OFEHICE D N-(3- AVFETFN)3- A bFT 5 AF V7= Y (HMMPS) & 4-7 3
)T vFEY e ERNICEILES S, HhotREFERSIEET, COFOOWLELZHET S 2 LIk ) eH o LDL-
IVATH—VIREEZROE T,

CHE
IDL:VZ%U—»~+mO+OZ——Ea—a»A%:vx%/y+ﬂﬂw§+m@

. POD
2H,0, + 4-7 I/ 7 v FE¥Y ¥ + HUMPS ——— [Fafa#] OH + 3H,0
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5.% v MUSHCRELHBE - 36

c 96 T VOEHT A 70T L — b A4 7Ry b

- JHilAE (37C)* AT L= MREIE (TL—FIFH—)
A r7a7L—1+Y—%— (600nm/700nm W7 4 V¥ —)

6. AR DTHRL
@ HIALELE - 20T E BT SV FFKRIZ2C~10CTLI2HUAIZHEHLTT S v,
@ RIS - 20 F £ BT SV FFHZIZ2C~10CT LI 2HUNIZHEHLTT S v,
@ BEERAHR - LDL- 2 L A 7 1 — VBRI TREROK 2 [ SR O R BIC O W C ) ISR e i 2 2 i L, Bk
a5 (300mg/dL) ZFHE L TTF 3w, 20k, HilfbIhdy MR OEREGAGFBETHERL TT
SRR
* [P B ORBIZOWT] 13, BHEER—V IR LTI SV By ML) RINT 2 HRKE
WREZ720, bTay PTEIZTHERT SV,
RS8R &2 N 2 72 BRI 2C ~ 10C THRAF L 1B PINICREH L TF S vy,
ik BEC B L 720, B, REFR LAV T T S v,

RAETR DRI TR

BE (mg/dL) 300 150 75.0 375 18.8 9.38 0
PEXER(UL) 50 50* Y* 50* 50* 50* 50* 0
THEFIRIR(UL) 0 50 50 50 50 50 50

*OEDBREDIZESR

7. Bk o

it i Wi R A

- BRI OBARIEHER 2 ITHIE LTF S,

BRI D ORMA LT S, HUSRIRZ 0 B L 72RARIE) REAPEEL T2 2B ) FTOTHEA LR
TTH &y,

CBUEEFRI O~ o 7 2 VB, EDTA @ HHECIIMEMICIZE A LREEZ 2 EE A,
CEMIEIEMICIZE A BB EE 2 T4 A,

- EHPEO FRR % B 2 A BRI O W T, AR AR AEAKTHRL THE L TTF SV, BOoNMEICHREREZRELCZD
ONWEMBE R Y TF,
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8. W FR1E TS

HIEFE T (200~ 25T) WCRLTHS THAT S,

(1) ~47v7L— MIAPLEE % 180 ul $ 2L 3,

(2) BEHESLE Y 2 WIS KR EEDOREEER R Z 5 ul T2 L7,

(3) MefkilsE ™y = WAICKRZE S ul 3245 L E 9,

4) ~47u7L—MrEIBREEZHWT, #(#E (+x@) LET,

(5) EEAENT 37C. 10 GG SEE 3,

6) ¥4 7u7L— MEERE»SZL, &7 2 VIR Z 60ul $o5FL 3,
(7) =4 7u7L—MrEIBREEZHWT, ##E (+x@) LET,

(8) fHEAEN T 37C., 10 MG S¥F 3,

9) ##: (x@©) &, mbiZ~A 787 L — MHSWEEST 600nm (FI#E 700nm) TOWOLEZME L 7
(x@) #IEo H%Z1E 500rpm ~ 600rpm-10 F2 R, 3 [Al

9. #t%E

(1) WoE ZEAHRER 2R L F 9o X BEEEIIRE (mg/dL). Y SSWOEEORER Y Z 7 2 E L TF S v

(2) BEM L D BREOPOLEIHIS T 2#RE (mg/dL) ZFHAMNY 5. HRLBEZ M L3RR 72
BAERHRZ R CMEMBE LET,
* AR DWSCEE A IOEEE X 0 S 72613, AMARDK TESERISHE L, HEIEZE-L TF 3w,
*¥AYE2—%V 7 FTOWEFRIHTIE, 3SKREHEKX, 4723537 2= —DEHEBEOHL I T,
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R
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TTF &y,

C BEFEICER U CIZBEFEM O LI E X OGP T 2 868 (BESEWLRE) 35 X OBEKIEHE T - TEVNICUE L TT S v,
AR L BRI U 7RISR B X ORIEA S B0 GHREsH 5 DL LTRE L TF S v,

SRS BRI E LTT UL F P A ER 009% AL TWET, TUMF MU T AR, IR EORES)EEMEL
TT7 AR L ET. BEBOT I, ZHRECHRICIVBRETLZ2HELS Y T30 T, JKEIEE. PEREC
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1) NIH Publication No. 95-3044, Recommendations on Lipoprotein Measurement (1995).
2) HARBIRMELS2 [BIIRBEAL TR BT A K54 ~ ], 57 (2002).
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