®
6 DAC-SpectroMed s.r.l.
MA-2012, Mongosa, . KulumHes, yn. ApMsHokas, 47, K. 64
Ten.:/+37322/ 574900,574922/23; takc: /+37322/ 574920
Email: office@dacspectromed.com

www.dacspectromed.com
PT MD 11-15796482-001:2003

Chol HDL-DAC.Lq

XOJIECTEPUH HDL .
NPEUNNUTALMOHHO/DEPMEHTATUBHO-OOTOMETPUYECKM METOA
®OCOOPBOSIbOPAMAT/Mg?*-XONIECTEPUH-OKCUAA3A / MEPOKCUAA3A
ToNbKO ANS AMArHOCTUKN «in vitro»

XpaHutb npu 2-8°C

Kop 3019C200 200 mi

MPUHUMN METOAA

JInonpoTenHbl CBEPXHWU3KOW NAOTHOCTM (LDL) W AWNONPOTEMUHbI
Hu3KoM nnotHocTu (VLDL) B obpasue pearupyioT ¢ oHamu dochop-
Bo/bpamaTa 1 MarHus.

Hanocapok CoAepXUT MMONPOTENHbI BbICOKOM NAOTHOCTH (HDL).
A6copbuus, u3MepeHHass Npu AnuHe BOAHbI 505 (500-550) nm,
NpoMOpLMOHabHa KOHLEHTpaLuK xonectepura HDLY2.

Xonecreput 3¢Mp +H0 XonectepwH scTepasa XonectepuH + XupHble KUCIOT

N
Xonecreput + */,0; + H,0 XonectepuH okagasa XonecteH + H,0,
_ ZOnecTeput okatasa
2H,0; + 4-AMUHORHTUNVPYH + DeHon Mepokanaasa KpacHblit xuHon + 4H,0
COCTAB HABOPA
Reagent A 2x5 ml

doctop Bonbdpamat 14 mmol/I
Marnua xnopug 2 mmol/|
Reagent B 2x100 ml pH 6,9
Pipes 90 mmol/I
®eHon 26 mmol/|
XonectepuH 3cTepasa > 1,0 U/ml
XonectepuH okcupasa > 0,3 U/ml
Mepokcnpaasa > 0,65 U/ml
4-aMUHOAHTUNUPUH 0,4 mmol/|

HDL Cholesterol Standard 5 ml

CraHaapT XonecTepuHa, KOHLUeHTpaLumns ykasaHa Ha 3TUKeTke
Kannéposka BoAHbIM CTaHAaPTOM MOXET CTaTb MPUYMHOM CUCTEMATHYECKOM
owmn6KM. PeKOMEHAYETCS MCMOIb30BaTh CbIBOPOTOYHBIN Kannbparop.

XPAHEHWE U CTABUJIbHOCTb PEATEHTOB

PeareHTbl Npu 2-8°C cTabunbHbI 4O CPOKA, YKA3aHHOIO Ha STUKETKeE.
MNpusHaku HenpurogHocTu: abcopbums 6navka 6onee 0,260 npu
505 nm (KloBeTa 1 cm), NPUCYTCTBUE B3BECH, MYTHOCTb.

OBPA3Lbl ANA UCCNEAOBAHUSA

CbiBOpOTKa (Nna3ma).

XonectepuH HDL B cbiBopoTke (Nna3me) cTabuneH 7 aHeit npu 2-8°C.
lenapuH, DATA, okcanatbl, hTOpUAbI peKOMeHAYeTCs UCNONb30BaTb B
KauecTBe aHTUKOarynsiHTOB.

PE®EPEHTHbIE BETUYNHbI
PekoMeHAYTCS cnedytolme npefenbHble Nokasatenu Ans NauMeHToB
C BbICOKOW CTENEHbI0 PUCKa KOPOHAPHBbIX 3a60nesaHnit®.

HDL Chol:  [lo 35 mg/dl = 0,91 mmol/I — BbICOKUIA.
Bbiwe 60 mg/dl = 1,56 mmol/l — HU3KWiA.
LDL Chol: o 150 mg/dl = 3,88 mmol/l — norpaHuyHbIi.

Bbiwe 190 mg/dl = 4,92 mmol/l — NOBbIWEHHbIW.
MNpuBeaeHHble pedepeHTHbIE BENNYNHBI OPUEHTUPOBOYHBI.

AOMNOJIHUTENbHOE OBOPYJOBAHUE

BoasiHoit TepmoctaT 37°C. HacTonbHas ueHTpudyra.

AHanusatop, cnektpocdoToMeTp, hoToMeTp ¢ hunbTpoM 500-550 nm.
[o3atopbl Ha 20 ul, 50 ul, 500 pl 1 1,0 ml. Taiimep.

MEPbI NPEAOCTOPOXHOCTH

Ha6op npeaHasHayeH TONbKO AN ANArHOCTUKYM in vitro.

O6pa3ubl AOMKHbI PacCMaTpUBaTLCS KaK MOTEHUMaNbHO ONacHble U
o6pabaTbiBaTbCs Kak MHMEKLMOHHbIE.

NPUTOTOBJIEHWUE PABOYUX PEATEHTOB
PeareHTbl rOTOBbI K UCMO/b30BAHUIO.

NPOLEAYPA ONPERENEHUA

MeToa: KOHEYHas Touka
[invHa BONHbI: 505 (500-550) nm
Temnepatypa: 16-25°C/37°C
BnaHk: no peareHTy
Mpeunnurauna

1. NloBeauTe TemnepaTypy Reagent A 1o KOMHaTHo# (16-25)°C.
2. NMoMecTuTe B MapK1poBaHHble NpoBUpKK:

O6pasey 0,5 ml

Reagent A 50 pl
3. Copepxumoe npobUpoK TWATENbHO CMelaiTe W WMHKY6upyiTe
10 MMHYT NpU KOMHATHOI TemMnepatype (16-25°C).
4. UeHTpudyrupyiite npu 4000 06/MUH B TeueHne 20 MUHYT.
5. AKKypaTHO cobepuTe Haf0Caaok.
Konopumertpusa
6. [loBeante Reagent B 0 KoMHaTHOIl TemMnepaTypsbl (16-25°C).
7. No6aBbTe NUNETKOW B MapKMpoBaHHble NPO6UPKN:

BnaHk CraHgapt O6pasey
Reagent B 1,0 ml 1,0 ml 1,0 ml
Cholesterol Standard - 20 pl -
Hapocapok o6pasua - - 20 pl

8. Coaepxumoe npobupok TWATENbHO CMelwaiTe W WHKY6UpyinTe
10 MUHYT npu 16-25°C nan 5 MuHYT npm 37°C.

9. Yutute Abcopbumio (A) Cholesterol Standard v O6pasua, npu
AnnHe BOAHbI 505 (500-550) nm npoTtus BnaHka.

Okpacka cTabunbHa He MeHee 60 MUHYT.

BbIYUCNTEHNSA
KoHueHTpaumns xonectepuHa HDL (Co,) B obpasue BbluMcCAsieTCs N0
cneaywleit obwei Gopmyne:
(Ao /Ast ) X Cst =Co
mg/dl x 0,0258 = mmol/I
Bbluncnenue copepxanus LDL Cholesterol no dopmyne:
LDL Chol = Total Chol — Triglycerides : 5 — HDL Chol

KOHTPOJIb KAYECTBA

Ona  KOHTpoNA  xoAa  peakuun u
peKoMeHayeTcs  WUCMonb30BaTh
KOHTPOJIbHbIE CbIBOPOTKMU.

METPOJIOTMYECKUE XAPAKTEPUCTUKU

Mpepen yysctBuTenbHocTn: 0,3 mg/dl = 0,078 mmol/I.
Mpepen nuHeitHocTn: 275 mg/dl = 7,15 mmol/I.
MoBTOpAeMocTb (B Npeaenax nepnoaa):

npoueaypbl  U3MepeHus
HOpPManbHble M Naronoruyeckue

CpefHss KOHLEeHTpaLums Ccv* n*
30 mg/dl = 0,78 mmol/I 3,3% 20
55 mg/dl = 1,42 mmol/I 2,0 % 20
BocnpousBoauMOCTb (OT nepuoja K nepuoay):
CpefHss KOHLEHTpaLms Ccv* n*
30 mg/dl = 0,78 mmol/I 4,2 % 25
55 mg/dl = 1,42 mmol/I 3,2 % 25

* CV—K03PULMEHT BapuaLmm; N—KonM4ecTBo onpeaeneHuil.
YyscTBUTENbHOCTb: 24 MA x dI/mg = 927 mA x |/mmol
WHTepdepeHumsa: nunemus (Tpurnuuepugbl o 10 g/l) He BausieT Ha
pesynbTaT onpejeneHus. FreMmornobuH  Bbiwe 5 g/l, 6UANPY6UH Bbile
10 mg/dl, a TaKxe HeKoTopble Apyrie NeKapcTBEHHbIE npenapatbl 1
Cy6CTaHLMM MOTYT BAMATL Ha pe3ynbTar onpejeneHua’.

[aHHble MEeTpoNorMyeckue XapakTepucTUKW Bblv  MOAYYEHbl Ha
aHanusatope. Pe3ynbTaTbl MOryT BapbWpoBaTb B 3aBUCMMOCTU OT
1Cnonb3yeMoro 060py/J0BaHUs MW NPOLEAYPbI ONpeaeneHus.

AWATHOCTUYECKUE XAPAKTEPUCTUKU

HDL urpaer BaxHyl posb NpW yAaNeHUM XONECTepuHa W3 TKaHen n
NepeHoce ero B NeYeHb B BUAE KETYHbIX KUC/IOT.

MoHnxeHHoe coaepxaHue HDL-xonectepuHa B njasMe NPUBOAMT K

aTepockneposy — OCHOBHOI NpuuMHe WHdapkTa Muokapaa M
MHCYNbTOB*S,

CyllecTBYeT HECKONbKO MpPUYMH, NPUBOAAWMX K MOHUKEHHOMY
YPOBHIO HDL-xonectepuHa: ocTpble nam XpoHUMueckme
renaTouenNioNspHble  3a60neBaHMsl,  BHYTPUBEHHOE  runepanyn-
MEHTALMs, HapylWeHus nuTaHus, AuabeT, XpoHWueckas aHemus,
MMenonponndepaTueHble paccTpoiicTBa, 6onesHb  TaHXbe,

aHandaaMnonpoTeMHEMMUS, HEKOTOPLIE NIEKApCTBa U KypeHue*S.
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Chol HDL-DAC.Lq

COLESTEROL HDL
PRECIPITARE/FERMENTATIV—FOTOMETBIC .
VOLFRAMAT DE FOSFOR/Mg?*-COLESTEROL-OXIDAZA /PEROXIDAZA
Numai pentru diagnosticare «in vitro»
Ase pastrala 2-8°C

Cod 3019C200 200 mi

PRINCIPIUL METODEI

Lipoproteinele de densitate joasd (LDL) si lipoproteinele de densitate
extrem de joasd (VLDL) din probd reactioneazd cu ionii de volframat
se fosfor §i magneziu. Supernatantul contine lipoproteine de densitate
inaltd (HDL). Absorbtia mdsuratd la 505 (500-550) nm, este
proportionald concentratiei de colesterol HDL*2.

Eter de colesterol + H,0 Colesterol esterazé Colesterol +Adzi gragi

Colesterol + */,0; + H,0 Colesterol oxidazd  Colesten + H.0,

2H,0, + 4-Aminoantipiring + Fenol  Peroxidaza Chinol rogu+ 4H,0
_—

COMPONENTA SETULUI

Reagent 2x5 ml

Volframat de fosfor 14 mmol/I
Clorurd de magneziu 2 mmol/|
Reagent B 2x100 ml pH 6,9
Pipes 90 mmol/I
Fenol 26 mmol/l
Colesterol esteraza > 1,0 U/ml
Colesterol oxidaza > 0,3 U/ml
Peroxidaza > 0,65 U/ml
4-aminoantipirind 0,4 mmol/I

HDL Cholesterol Standard 5 ml

Concentratia colesterolului este indicatd pe etichetd

NB Calibrarea cu standard de apd poate fi cauza gregelilor
sistematice. Tn aga caz se recomandd de utilizat calibratorul cu ser.

PASTRAREA S1 STABILITATEA REAGENTILOR

Reagentii suntstabili la 2-8°C pind la data indicatd pe etichetd.
Semne de deteriorare: prezenta particulelor materiale, turbiditate,
absorbtia blancului peste 0,260 la 505 nm(cuval cm).

PROBE

Ser (plasma).

Colesterol HDL in ser (plasma) este stabil la 2-8°C 7 zile.

Tn calitate de anticoagulanti se vor folosi heparina, Trilon-B, oxalati si
fluoruri.

VALORI DE REFERIN]’;\
Concentratia HDL variaza in dependentd de sex §i virsta.
Se recomandd urmatoarele valori pentru determinarea riscului bolilor
aterocoronariene:
HDL Chol Pind la 35 mg/dl = 0,91 mmol/I® — risc inalt
Peste 60 mg/dl = 1,56 mmol/l — risc redus.
LDL Chol Pind la 150 mg/dl = 3,88 mmol/I* — risc inalt
Peste 190 mg/dl = 4,92 mmol/Il — risc redus .
Aceste valori suntorientative.

ECHIPAMENT ADITIONAL

Termostat de apd 37°C. Centrifugd de masa.

Analizor, spectrofotometru sau fotometru cu filtrul 505 (500-550) nm.
Dozatoare 20 pl, 50 ul, 500 pl i 1,0 ml. Taimer.

PRECAUTII

Setul este destinat numai pentru diagnosticare in vitro.

Probele pacientilor vor fi considerate ca material potential contagios si
se vor prelucra analogic celor contagioase.

PREPARAREA REAGENTILOR DE LUCRU
Reagentii suntgata de utilizare.

METODA DE LUCRU

Metoda: punct fianl
Lungimea de unda: 505 (500-550) nm
Temperatura: 16-25°C/37°C
Instalarea zero: Blanc dupa reagent
Precipitare

1. Reagentul se va incdlzi pind la temperatura 16-25°C.
2. Se va pipeta in eprubetele marcate:
Proba 0,5 ml
Reagent A 50 pl
3. Se va amesteca bine si se va incuba 10 minute la temperatura
camerei (16-25°C).
4. Se va centrifuga la 4000 tur/min 20 minute.
5. Se va colecta supernatantul cu acuratete.
Colorimetria
6. Reagentul B se va incdlzi pind la temperatura (16-25°C).
7. Se va pipeta in eprubetele marcate:

Blanc Standard Proba
Reagent B 1,0 ml 1,0 ml 1,0 ml
Cholesterol Standard - 20 pl -
Supernatantul probei - - 20 pl

8. Se va amesteca bine, se va incuba 30 minute la temperatura
camerei (16-25°C) sau 10 minute la 37°C.

9. Se va nota absorbtia (A) Cholesterol Standard si Probei, la 500
nm contra Blanc. Culoarea este stabild cel putin 30 minute.

CALCUL
Concentratia colesterolului HDL ( Cp, ) in proba se va calcula utilizind
formula:
(Ao /Ast ) X Cst = Cor
mg/dl x 0,0258 = mmol/I
Concentratia colesterolului LDL in probd se va calcula utilizind
formula:
LDL Chol = Total Chol — Triglycerides : 5 — HDL Chol

CONTROLUL CALIT;\]'II

Pentru controlul mersului reactiei i a procedurii de mdsurare se
recomanda de folosit seruri normale si patologice pentru control.

Se recomanda stabilirea sistemului intern de control in laboratorul
dat.

CARACTERISTICI METROLOGICE

Limita sensibilitatii: 0,3 mg/dl = 0,078 mmol/I.
Limita linearitatii: 275 mg/dl = 7,15 mmol/I.
Reproductibilitatea in limitele perioadei:

Concentratia medie Cv* n*
30 mg/dl = 0,78 mmol/I 3,3% 20
55 mg/dl = 1,42 mmol/I 2,0 % 20
Reproductibilitatea de la perioadd la perioada:
Concentratia medie Cv* n*
30 mg/dl = 0,78 mmol/I 4,2 % 25
55 mg/dl = 1,42 mmol/I 3,2 % 25

* CV—coeficeintul de variatie; n—numdrul de determindri.
Sensibilitatea: 24 mA x dI/mg = 927 mA x I/mmol

Interferente: lipemia (trigliceride pind la 10 g/l) nu influenteazd
rezultatul. Hemoglobina peste 5 g/I, bilirubina peste 10 mg/dl, pot
influenta rezultatul. Se va tine cont de posibila interferentd
medicamentoasd cat si de interferenta altor substante .

Carcteristicile metrologice date au fost obtinute folosind analizorul.
Rezultatele pot varia in dependentd de echipamentul utilizat sau
procedura de determinare.

CARACTERISTICI DIAGNOSTICE

HDL mentine un rol important in eliminarea colesterolului din tesuturi
si transportul lui in ficat in forma de acizi biliari.

Nivelul scdzut de HDL-colesterol in plasmd conduce la ateroscleroza —
cauza de bas3 a infarctului cardiac si ictusurilor®®.

Nivelul scdzut a HDL — colesterol este cauzat de: boli hepatocelulare,
acute sau cronice, hiperalimetare intravenoasd, deregldri in
alimentare, diabet, anemie cronicd, deregldri mieloproliferative, boala
Tangier, analfalipoproteinemia, un sir de medicamente si fumatul*®.
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CHOLESTEROL HDL
PHOSPHOTUNGSTATE/Mg-CHOL. OXIDASE/PEROXIDASE
For «in vitro» use only
Store at 2 - 8°C

Cod 3019C200 200 ml

PRINCIPLE
Very low density lipoproteins (VLDL) and low density lipoproteins (LDL) in the
sample precipitate with phosphotungstate and magnesium ions. The
supernatant contains high density lipoproteins (HDL). The HDL cholesterol is
the spectrophotometrically measured by means of the coupled reactions
described below.
Cholesterol esters + H,0

Chol. esterase _ Cholesterol + Fatty acid

Cholesterol + /,0, + H,0 Chololesterol oxidase ~ Cholestenone + H,0,
- 5
2H,0, + 4-Aminoantipyrine+_Phenol Peroxidase 5 Quinoneimine+ 4H,0

CONTENTS AND COMPOSITION

Reagent A 2x5 ml

Phosphotungstate 14 mmol/|
Magnesium chloride 2 mmol/|
Reagent B 2x100 ml pH 6,9
Pipes 90 mmol/I
Phenol 26 mmol/|
Cholesterol esterase > 1,0 U/ml
Cholesterol oxidase > 0,3 U/ml
Peroxidase > 0,65 U/ml
4-aminoantipyrine 0,4 mmol/|
Cholesterol Standard 5ml

Cholesterol Standard Aqueous p rimary standard.
Calibration with the provided aqueous standard may cause a matrix related
bias. It is recommended to calibrate using a serum based standard

STORAGE AND STABILITY OF REAGENTS

Reagents are stable at 2-8°C until the expiry date shown on the label.
Indications of deterioration:

Reagent: Presence of particulate material, turbidity, absorbance of
the blank over 0,260 at 505 nm (1 cm cuvette).

SAMPLES

Serum (plasma).

Cholesterol HDL in serum or plasma is stable for 7 days at 2-8°C.
Heparin, EDTA, oxalate and fluoride may be used as anticoagulants.

REFERENCE VALUES

HDL cholesterol concentrations vary considerably with age and sex.
The following cut-off point has been recommended for identifying
individuals at high risk of coronary artery disease.

HDL Chol:

Up to 35 mg/dl = 0,91 mmol/I High risk

> 60 mg/dl = > 1,56 mmol/I Low risk
LDL Chol:

Up to 150 mg/dl = 3,88 mmol/| High risk

> 190 mg/dl = > 4,92 mmol/| Low risk

These ranges are given for orientation only; each laboratory should
establish its own reference ranges.

ADDITIONAL EQUIPMENT

Thermostatic water bath at 37°C. Desktop centrifuge. Analyzer,
spectrophotometer or photometer able to read at 500-550 nm.

Doser at 20 pl, 50 pl, 500 pl and 1,0 ml. Taimer.

REAGENT PREPARATION
Reagents are provided ready to use.

PRECAUTION

The kit is only for in vitro use.

However, all the compounds based on human serum and patient
serum specimens must be handled as potentially dangerous and
treated as infectious.

PROCEDURE

Assay conditions

Method: end point
Wavelength : 500-550 nm
Light path: lcm
Temperature : 16-25°C/37°C
Blank: against reagent

Precipitation
1. Bring the Reagent to room temperature (16-25°C).
2. Pipette into labeled test tubes:
Sample 0,5ml
Reagent A 50 ul
3. Mix thoroughly and incubate the tubes for 10 minute at room
temperature (16-25°C).
4. Centrifuge at a minimum of 400 r.p.m. for 20 minutes.
5. Carefully collect the supernatant.
Colorimetry
1. Bring the Reagent B to room temperature (16-25°C).
2. Pipette into labeled test tubes:

Blanc Standard Sample
Reagent B 1,0 ml 1,0 ml 1,0 ml
Cholesterol Standard - 20 pl -
Sample supernatant - - 20 pl

3. Mix thoroughly and incubate the tubes for 10 minute at room
temperature (16-25°C) or for 5 minutes at 37°C

4. Read the absorbance (A) of the Cholesterol Standard and the
Sample at 505 (500-550) nm against the Blank. The color is stable
for at least 30 minutes.

CALCULATIONS
The HDL cholesterol concentration in the sample is calculated using
the following general formula:
(Ao /Ast ) X Cst =Co
mg/dl x 0,0258 = mmol/I
The LDL cholesterol concentration in the sample is calculated using
the following general formula:
LDL Chol = Total Chol — Triglycerides : 5 — HDL Chol

QUALITY CONTROL

It is recommended to use the control serum level | and level Il to
verify the performance of the measurement procedure.

Each laboratory should establish its own internal Quality Control
scheme and procedures for corrective action if controls do not recover
within the acceptable tolerances.

METROLOGICAL CHARACTERISTICS

Detection limit: 0.3 mg/dl = 0.078 mmol/I.
Linearity limit: 150 mg/dl = 3.9 mmol/I.
Repeatibility (within run):

Mean Concentration cv n

30 mg/dl = 0,78 mmol/I 3,3 % 20

55 mg/dl = 1,42 mmol/I 2,0 % 20
Reproducibility (run to run):

Mean Concentration cv n

30 mg/dl = 0,78 mmol/I 4,2 % 20

55 mg/dl = 1,42 mmol/I 3,2 % 20

Sensitivity: 24 mAxdl/mg = 927 mAx|/mmol

Interferences: Lipemia (triglycerides 10 g¢/l) does not interfere.
Bilirubin (> 10 mg/dl) and hemoglobin (> 5 g/l) may interfere. Other
drugs and substances may interfere®.

These metrological characteristics have been obtained using an
analyzer. Results may vary if a different instrument or a manual
procedure are used.

DIAGNOSTIC CHARACTERISTICS

HDL play an important part in the removal of cholesterol from tissues
and its transportation to the liver for removal as bile acids. Decreased
plasma HDL-cholesterol concentrations are positively correlated with
the incidence of atherosclerosic diseases, basis of myocardial
infarction and cerebrovascular accidents. There are several disease
states or environmental influences associated with reduced levels of
HDL: acute or chronic hepatocellular diseases, intravenous
hyperalimentation, severe malnutrition, diabetes, chronic anemia,
myeloproliferative  disorders, Tangier disease, analphalipopro-
teinemia, acute stress, some drugs and smoking.

BIBLIOGRAPHY

1. Naito HK HDL-cholesterol. Kaplan A et al. Clin Chem The C. V.
Mosby Co. St Louis. Toronto. Princeton 1984; 1207-1213 and 437.

2. National Cholesterol Education Program Expert Panel. Third report
of the National Cholesterol Education Program (NCEP) Expert Panel on
Detection, Evaluation, and Treatment of High Blood Cholesterol in
Adults (ATP I11). NIH Publication. Bethesda: National Heart, Lung and
Blood Institute; 2001.

3. Young DS. Effects of drugs on clinical laboratory tests, 4th ed.
AACC Press, 1995.

4. Young DS. Effects of drugs on clinical laboratory tests, 4th ed.
AACC Press, 2001.

5. Tietz NW. Clinical guide to laboratory tests, 3nd ed. AACC, 1995.

6. Burtis A et al Tietz Textbook of Laboratory Tests, 3th ed. AACC,
1999.




