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‘ For Research Use Only. Not for use in diagnostic procedure. ‘ Code No. 299-96501 (100 tests)

LabAssay™ HDL-Cholesterol
(HDL-Cholesterol Kit)

1. Intended use

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

Cholesterol circulates in the body in particles called lipoproteins. There are different types of lipoprotein, among which
HDL-cholesterol is responsible for transporting excess cholesterol to the liver, from tissues, eliminated cells, and blood,
preventing increased blood cholesterol levels, and suppressing abnormal lipid metabolism and atherosclerosis. A decrease in
HDL-cholesterol concentration is seen in coronary artery disease, hyperlipidemia and hypocholesterolemia, smoking, obesity,
diabetes, and liver disease. HDL has anti-atherosclerotic properties and is an important protective factor against coronary
heart disease (CHD), with hypo-HDL cholesterolemia one of the major risk factors for CHD.

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
Solution
(1) | Pretreatment 20 mL/1 bottle
Ready for use.
Soluti
(2) | Reacting Solution outon 8 mL/1 bottle

Ready for use.

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

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

* For 100 times

4. Principle of the method

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

The block polymer containing hydrophilic and hydrophobic moiety in Pretreatment selectively binds to HDL in the specimens,
and protects it from enzyme (CHE, CO) reactions.

CHE and CO react with non-HDL lipoprotein [chylomicron (CM), very low density lipoprotein (VLDL), low density lipoprotein
(LDL)]. Hydrogen peroxide produced by the enzyme reactions with non-HDL cholesterol is decomposed to water by catalase in

Pretreatment reagent.

CM-

CHE
VLDL- Cholesterol + H,O + O, T A*Cholestenone + Fatty acids + H,0,
LDL-

Catalase
2H202 — OZ + ZHZO

The second reaction (color reaction of HDL-cholesterol)

When Reacting Solution is added, the cholesterol and its derivatives in HDL produce hydrogen peroxide by CHE and CO.
Hydrogen peroxide produced by the enzyme reactions with HDL-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 HDL-cholesterol contained in the sample is determined by measuring the absorbance of the blue color.

—1/8—



CHE
HDL-Cholesterol + H,0O + O, T A*Cholestenone + Fatty acids + H,0,

POD
2H,0, + 4-aminoantipyrine + HMMPS ——— [Blue pigment] OH™ + 3H,0

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

- Incubator maintained at 37C - 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 2C - 10C and use within one month.
(2 Reacting Solution : Ready to use. After opening the bottle, store at 2C - 10C and use within one month.
(® Dilution series of standard solution :
Reconstitute the HDL-Cholesterol Standard with purified water in the amount specified in "Reconstitution of standard" *
to prepare a original standard solution (200 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 month. 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) 200 100 50.0 25.0 12.5 6.25 0
Standard solution (uL) 50 50* }/’ 50* 50* 50* 50* 0
Standard Diluent (pL) 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 (20C - 25°C) before use.

(1) Dispense 180 u#L 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 L of reaction reagent into each well.
(7) Shake the 96-well 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.
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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

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 : 6.25 - 200 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 (HDL-cholesterol 200 mg/dL) is measured as a sample, the absorbance
ranges from 0.185 - 0.37.
+ 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. The Pretreatment contains zinc
chloride (147 mg/L as zinc).

- 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 a minute quantity of sodium azide, drains should be
flushed copiously with a large amount of water, when discarding these reagents.
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Code No. 299-96501 (100E )

| ARHEARETT. MHBHAL L TERTEE A,

SEF7vEe4™ HDL-OLAFO-
(HDL-aLZAFO—=Fv B)

1. IXU®HIC

A¥ v MIHDL-I L AFU— LV EHET A HRETT,

IVATU— VI, VRS URIZBFLEVHRTTHRHNZHEIELTVET, TOVRY X7 HIZRHEENEHD, 20 B0
HDL-2 L 2 7 0 — VIR R, MEh oSz a L A5a— )L EFRICER RS2 L, iEhoa L 2A5a— Lokl
MZEE, FREAHRERLHIRMEL 2 E2IH L CwEd, HDL-2 L A7 0 — VIEFEOK T IXEEIRE S, SIRIMmAE, B,
REG, BERRE, B TR ONE S, $7-, HDL- 2L A7 u— VidEIRMEL/ER 24 L. SBIREE (CHD) o
HTFELTHEETH), IKHDL-Z VAT 02— VIIEIX CHD DEER VA7 77 7 7 —DO—DIB 2 bNTWET,

2. ¥ v + ORAE L IR
2C~10CTHRAFL, S SERWTT 3o AN E v MO 7 R L TWE 9,

3. % v MHIBRIAEE
ok O3 RO x =

L

(1) | PR B (20 F ) 20mL/1 %
Pretreatment

(g) |PUBRE W (2O F F ) 8mL/1 4
Reacting Solution
HDL- 2 L A7 1 — JUAEHE by g (e

(3) HDL-Cholesterol Standard HUEEZ IR (AR ) 24
T o T1 5. o

(4) | PRRAAR L (20F ) 10mL/1 %
Standard Diluent

%100 [91H

4. W e

W& (non-HDL 2 VAF U — L Dil3)

A O HDL SR O BAKE L BAZ A L7270y 7R —12L VI L AT — L+ F T ¥ —+¥ (CO). TL AT
O— VI A5 55—+ (CHE) Ofifro#Es T3, /2 HDL DAt ) REHTHS CM, VLDL, LDLHDOI L AT 10—
)V (non-HDL 2L 251 —)V) 1 CO. CHE DM %# % TIRIiERE A~ oL A5 7 Yicafsih, FEEBIbkEZAET
T3, B LMBBILKRE I Y T —EOEH 22 TRICHRESNE T,

CM-

CHE
VLDL- { 2LV A5u—V + HO0 + O, T» ALV AT v o+ BB + 10,
LDL-

Ny 5—E
2H202 - > 02 + ZHZO

BORIE (HDL- 2 VAT O — L dJEfs)

KRICUGREZEH S5 &, HDLHho 2L A5 a— Vi CO. CHE OfEH 2 2 TBMIbKEXAE L T3, Ak L 7285
fbAKRFE X, *vFF ¥ —¥ (POD) OEHIZE D N-B-AVFETTFIV)3 A MFY 54F V7= ¥ (HMMPS) & 4-7 3
)T YFE) Y EERNCHELES S, FRotErARSeEd. CoFROWBEANET S 212X ) kh o HDL-
ALVATU—VREEZROE T,

CHE
HDL-2LA5u—)V + H,0 + O, T» A~avas /v o+ R + 00,

POD
2H,0, + 473/ 7 vFEY Y + HMMPS — [Ffafaz] OH + 3H,0
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5. % v POSHCREREE - 3

c 96 T VOEHT A 70T L — b A4 7Ry b

- fEAE (37C) A4z b—MrEIE (FL—FIFH—)
A r7a7L—+Y)—%— (600nm/700nm WE7 1V —)

6. AAEE L BURIR O PR

O FLE - 20 EBMOT SV, FEEIZ 2C~ 10CTL2HURIHEHLTT Sv,

@ BB - 20T T BHOT S, FHZIZ2C~10CTL2HUNIHEHLTTF S v,

@ B AR  HDL- 2 L A7 0 — VAR GNRE UK &2 [ OISO W) (SRl e it ™ 2 A wm L. i
sEE (200mg/dL) ZFHE L TTF v, 20k, KilfbIhsy MV OEEGHGRECHELTT
AN
w [P S EGH OB O VT ) 13, YHBEER—V I DHERLTIE W, Ty M2 X RN 24 Rk R
WEL D720, hFay bTEICTHET S,
K2 N Z 7B 2C~ 10C THRAE L. 1 22 HUNIZEEH LT S v,
HUREE IR L 7B, EHICBAL, BAIELZVWT TS v,

RAER DRI TR R

2R~ (mg/dL) 200 100 50.0 25.0 12.5 6.25 0
1ZHER (L) 50 Y* 50* 50* Y* 50* }/v 50* 0
SEFIRE(UL) 0 50
*OCD.%;EJE(DE‘%E%ET&
7. B0 JR
i i SR

- BRI OBARIZ L 2 ZE L TF S v,

CBREHEE R O BH LT TF SV, AR L D ELMERIZ) REAPEELTWA I ERH ) EFTOTHAL 2w
TF X,

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

CHIMMIEIEMEICIIE A EELZ 5 2 T8 A,

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

SIfE R 2 5 A4 A 1,000me/dL F 2 A MRIC oW TR, AHAEKTHRL TIEL TTF SV, 557 HICA R
BEFRLZSONMMEME 2D T3,

8. W FR1E TS

ARIH A I (20C~25C) WWRLTH2S THHT v,

(1) x4 7a 7L — MIAMLEREZ 180 uL 3 25EL 9,

(2) BEHESHME 7 = WK IRE OREMEAW % Sul T2 EL F 7,

(3) BefklsE ™ = VKR % Sul 37257 L 9,

@) =4 77— MREIBREEHNT, B (+x©) LFET,

5) HiRENT37C, 10 5HKnsEET,

6) ¥4 7u7L—bEEREPSZL, &7 2 VISHBREE 60 uL 325 ELE T,
(7) =4 7u7L—MrEIBREEHNT, B (@) LFET,

(8) MHRAENT 37T, 10 FHKInsEE T,

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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10.
- JsEHF : 6.25 ~ 200mg/dL
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11. ¥ v b OEhE
- BREARGI & 50 & L CE L7236 oot 003 Kl Td .

- FRERE O (HDL- 2 L 27 1 —)b 200mg/dL) ### & LCllE L 723 &0lotizix, 0185 ~ 037 T7 .

- HREE
- BEANRBE O PR MGG 2 WE$ 5 & & BERIREED = 15% DINIZH D £

= 3]

AR SNSRI CRE L, HHIROM X723 DA L2V TT S v,
CERo THERE SEMBEIMEH L2V TSV IELWHRDPRONZWI LD T,
S HGEE T THRIEL TF S v,

- HEERINOEE, EXy PRLOHEITTER L TF S,

- AmSNZIRH E L TR TE A

CARENR S THRHIC A 720 BICHAE L22SEICIE EHIZREDOKTHEVIR L,

ThFE v,

CBEFEIZBR L CIIBERM OB s X O I B9 Ak (BESEMALH) 5 X Ok EHEL

MU A LTS (WS E LT 147me/L) 25 HLTwE 9,
CBR L AL 7R X OV AR, BREOGRESH LI 0L LTELL TF & v,

WED B IR O T 45 % 21T

o TEENMILL TF S\ Hi

CBOGEIRIE, BIEHIE LCT VT ) v A& 009% mALTCWES, 7V F M) T AR, SRR EOESE EMEGL
TT VAL 3. E&EO7 Wi, EHRIRETHRICX VBT 2HE» D ) 30T JokRIE, JREIC

BRELZWEIITTHEOKRTHEVIH L TT S,

(%% 3Hk]
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