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ALP—DEA-DAC

LWENOYHAA ®OCHATA3A
KWHETWYECKWUIA METOJ C AN3TAHONTAMUHOM

ToNbKO ANS AMArHOCTUKK «in vitro»
XpaHutb npu 2-8°C

Koa 2006A100 100 Mn

NMPUHUMN METOAA

LlenoyHas docdatasa (ALP) B LLENOYHOW Cpefe KaTanusmpyet
nepeHoc  ¢docdatHoM  rpynnbl  OT  4-HuTpodeHundocharta K
AmaTaHonamuHy (DEA), ¢ BbICBOBOXAEHUEM 4-HUTpObeHoNa.
WHTEHCUBHOCTL 06pasylolencs OKpackW, WM3MEpeHHoi npu AnuHe
BONHbI 405 - 410 nm, NPONOPUMOHAsbHA aKTUBHOCTM ALPL-2,
4-uutpodernn dochaT+DEA — APy DEA-docdat + 4-HuTpotdeHon

COCTAB HABOPA

Reagent A 80 ml pH 9,8
[OvataHonamuH 1,0 mol/I
Marnus xnopug 0,6 mmol/|
Reagent B 20 ml
4-HuTpocteHuncdochart 10 mmol/I

SAgoBut! He gonyckarb nonagaHnsi Ha KOXy U CIN3NUCTbIE.

XPAHEHWE U CTABUJIbHOCTb PEATEHTOB

PeareHTbl cTabunbHbl Npn 2-8°C [0 CPOKa, YKa3aHHOro Ha 3TUKETKeE.
MpU3HaK1 HENPUrOAHOCTU peareHToB:

npucyTCTBME B3BeCH, MyTHOCTb, abcopbuus Pabouero peareHTa
> 0,850 npu 405(+10) nm (KioBeTbl Ha 1 cm).

OBPA3Lbl ANA UCCNEAOBAHUSA
CbIBOpPOTKA, CBOGOAHAS OT reMonusa.
ALP B cbiBOpoTKe npu 2- 8°C cTabubHa 7 AHeil.

PE®EPEHTHbIE BETUMUHbI

Retn®: 180 - 1200 U/I

B3pocnbie®: 98 - 279 U/I

[aHHble BENUYUHBI OPUEHTUPOBOYUHLI, PEKOMEHAYETCS OnpejeneHue
coBCTBEHHbIX pedepeHTHbIX 3Ha4YeHWUI B Kaxaoi nabopaTtopuu.

KOHTPOJIb KAYECTBA

[Ona  KOHTpONs  Xoja  peakuum u
peKoMeHAyeTcs  UCMonb30BaTh
KOHTPOJIbHbIE CbIBOPOTKM.
Kaxaasi nabopartopusi A0MXHA YCTaHOBUTL COBCTBEHHYIO BHYTPEHHIOKO
CUCTEMY KOHTPONS KauecTBa.

npoueaypbl  U3MepeHus
HOpManbHble M naronoruyeckue

AONOJIHUTENbHOE OBOPYAOBAHUE

AHanusatop, CnekTpohOTOMETP MM TEPMOCTAaTUPYILWNA (HOTOMETp
37°C, ¢ ¢hunbTpoM 405 - 410 nm.

[losaTtopbl Ha 20 ul, 200 pl 1 800 pl.

MEPbI MPEAOCTOPOXHOCTU
Habop npeaHasHayeH TONbKO A8 AMArHOCTUKM in vitro.

O6pasubl  KpOBM  NAaUMEHTOB  AOMKHbI  paccMaTpuBaTbCs — Kak
NOTEHLMaNbHO ONacHble U 06pabaTbiBaTbCs Kak MHHEKLMOHHbIE.
Mpu  ucnonb3oBaHuM Habopa cnedyeT cobnojate  npasuna

6e30nacHOCTM Npu paboTe € eAKUMU U SAOBUTLIMW BELLECTBAMMU.

NMPUTOTOBNIEHUE PABOYUX PEATEHTOB
PeareHThbl rOTOBbI K MCMO/b30BaHMIO.

NMPOLUEAYPA ONPERENEHNA

Metoa: KMHETUYeCKuii (NoBbILatoLWwmit)

[nuHa BOMHbLI: 405-410 nm

Temnepatypa: 37°C

BnaHk: no BO3AYXY WAW AUCTUNNNPOBAHHOI BOAE

1. [loBeanTe TeMnepaTypy peareHToB M (OTOMETpa A0 TeMnepaTypsl
peakumuu (37°C).
2. BHecuTe B KIOBETY C AMHON ONTUYECKOro NyTH 1 cm*:

Reagent A 800 ul
O6pasen, CraHpapt 20 pl

3. CMewwaliTe, MHKY6UpYiiTe B TeueHMe 1 MUHYTbI, 06aBbTe B KIOBETY:
Reagent B 200 ul

4. CMewanTe n cnycts 60 ceKyHA M3MepbTe HayanbHylo abcopbumio
NpoTUB AMCTUANMPOBAHHOW BOAbl, 3aTeM W3MepsiiTe abcopbumio
yepes Kaxayto 1 MUHYTY B TEUEHUE 2 MUHYT.

5. BbluMCAUTE pasHULY MexXAy nocneosaTeslbHbIMKU abcopbunamu u
cpefaHIol0 pasHuLy abcopbuun 3a 1 MUHYTY (AA/min).

*NB: O6bembl peareHTa u obpasuya MOryT 6biTb MPOMOPLUUOHATLHO
U3MEHEHbI B COOTBETCTBUM C paboynM 06bEMOM KIOBETbI aHann3aTopa.

BbIYNCJIEHUA
CopepxaHue ALP B obpasue (U/1) onpeaensietcs no dakTopy:
405 nm: AktnBHOCTb (U/1) = AA/minge X 3250

METPOJIOTMYECKUE XAPAKTEPUCTUKN

Mpepen yyscTBUTEeNnbHOCTM: 0,001 AA/min=3,25 U/I.
Mpepen nuHeitHocTu: 0,554 AA/min=1800 U/I.
BocnpousBoAMMOCTb B Npefenax Nepuoaa:

CpenHss KOHUEHTpaums CcVv* n*
191 U/I 0,91 % 20
642 U/ 0,96 % 20
BoCnNpoM3BOANMOCTb OT NEPUOAA K NEPUOAY:
CpenHsisi KOHUEHTpaums CcVv* n*
176 U/I 2,29 % 25
416 U/I 1,43 % 25

CV-K03(hDULUMEHT Bapuaumnmn; N-KOJIMYECTBO ONpeaeneHuii.
WHTepdepeHuma: bunmpybuH go 128,3 umol/l (0,075 g/l), nunuasl
no 10 g/, rnoko3sa o 55,5 mmol/l (10 g/1) n ackopbuHoBas K1cno Ta
[0 2,84 mmol/l (0,5 g/l) He BAWAKT Ha pe3ynbTaT ONpefeneHuns.
[pyrve nekapcTBeHHble npenapatbl U Cy6CTaHLMM MOTYT BAUSTL Ha
pesynbrar*S.

[aHHble MeTpoforMyeckue XapakTepucTuku 6blM  MOnyuYeHbl Ha
aHanusatope. Pe3ynbTaTbl MOryT BapbupoBaTb B 3aBUCUMOCTU OT
1Cnonb3yeMoro 060py/J0BaHUs MW NPOLEAYPbI ONpeaeneHus.

AWATHOCTUYECKUE XAPAKTEPUCTUKHN

LLlenoyHas docartasa KaTanumMpyeT ruaponus MOHO3(GUPOB OpraHu-
yeckoro docdata B LWeNoyHol cpese. DepMeHT NpUCYTCTBYET BO BCEX
TKaHSX OpraHuaMa, HO OCOGEHHO OKONO UM BHYTPU KNETOUHbIX
MeMbpaH, a TakXe B NnaueHTe, SNUTENUN KUILEYHWKE, MOYEYHbIX
KaHanbLax, ocTteobnactax W neyeHu. VICTOUHMKOM CbIBOPOTOYHOM
LWeno4Hon docdatasbl ABAAIOTCSH NeYeHb U KOCTY.

MoBblleHWe COAEPXaHUS CbIBOPOTOYHOM ALP MOXeT 6biTb BbI3BaHO
CNeAyLWUMM NPUYMHAMU:  3aBONEBaHWUS KOCTHOW TKaHW, COMpo-
BOX/AALWWMECH MOBLILEHHOW aKTUBHOCTbIO ocTeobnactos, 3abonesa-
HUAMU NEYeHW: renaTtut, OBCTPYKTUBHAA XenTyxa, TOKCUYecKue
NopaxeHusi neyeHn, pak neyeHn. DU3MONOTUYECKME W3MEHEHMS,
Takue Kak PoCT KOCTU MM 6GepeMeHHOCTb, Takxe MOryT BbI3BaThb
NoBbILWEHME YPOBHS ALPS.

KAMHWYeCcKWii  AMarHo3  [OMXEH YyCTaHaBIMBaThCs
MHTErpaLmnmn KIMHUYECKUX U NabopaTopHbIX AaHHBIX.

Ha OCHoBe
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ALP-DEA-DAC

ACTIVITATEA FOSFOTAZEI ALCALINE
METODA CINETICA CU DIETANOLAMIN

Numai pentru diagnosticare «in vitro»
A se pastrala 2-8°C

Cod 2006A100 100 ml

PRINCIPIUL METODEI

Fosfotaza alcalind (ALP) in mediu alcalin catilizeaza trecerea grupei
fosfatice de la 4-nitrofenilfosfat la dietanolamin (DEA), eliberind 4-
nitrofenol.

Intensitatea culorii, mdsuratd la 405 - 410 nm, este proportionald
activittii ALPY2,

4-nitrofenil fosfat + DEA —£—> DEA - fosfat + 4-nitrofenol

COMPONENTA SETULUI

Reagent A 80 ml pH 9,8
Dietanolamin 1,0 mol/I
Clorurd de magneziu 0,6 mmol/I
Reagent B 20 ml

4-nitrofenilfosfat 10 mmol/I

Toxic ! Nu se permite patrunderea pe piele si mucoase.

PASTRARAEA S1 STABILITATEA REAGENTILOR

Reagentii suntstabili la 2-8°C pind la data indicatd pe etichetd.
Semne de deteriorare: prezenta particulelor material, turbiditate,
absorbtia Reagentului de lucru > 0,850 la 405(+10) nm (cuva 1
cm).

PROBE
Ser. Nu se va utiliza ser hemolizat.
ALP in ser este stabild la 2- 8°C 7 zile.

VALORI DE REFERIN]’;\

Copii®: 180 - 1200 U/I

Maturi®: 98 - 279 U/I

Aceste valori suntorientative. Se recomandd stabilirea diapazonului
de referintd in laboratorul dat

CONTROLUL CALIT;\]'II

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

Se recomanda stabilirea sistemului intern de control in laboratorul
dat.

ECHIPAMENT ADITIONAL

Analizator, spectrofotometru sau fotometru cu filtru 405 - 410 nm
termostatic la 37°C.

Dozatoare la 20 pl, 200 pl si 800 pl.

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

La utilizarea setului se vor respecta regulile de securitate prevdzute
pentru lucrul cu substante toxice.

PREPARAREA REAGENTILOR DE LUCRU
Reagentii suntgata de utilizare.

METODA DE LUCRU

Metoda: cinetic (cresterea)
Lungimea de unda: 405-410 nm
Temperatura: 37°C

Instalarea zero: dupa aer sau apa distilatd

1. Reagentul si fotometrul se vor incdlzi pind la temperatura reactiei
(37°C).

2. Se va pipeta in cuva cu lungimea drumului optic 1 cm*:

Reagent A 800 ul
Proba, Standard 20 pl

3. Se va amesteca §i se va incuba 1 minute. Se va adduga:
Reagent B 200 ul

4. Dupd 60 secunde masurati absorbtia initiald contra apei distilate,
apoi masurati absorbtia peste fiecare 1 minut timp de 2 minute.

5. Se va calcula diferenta dintre absorbtiile consecutive si diferenta
medie a absorbtiei pe minut (AA/min).

* NB: Volumul reagentului si probei pot fi schimbate
proportional conform volumului de lucru a cuvei analizatorului.

CALCULE
Continutul ALP in probd (U/I) se va calcula utilizind formula: Calcul
dupa factor:

405 nm: Activitatea (U/1) = AA/minp, x 3250

CARACTERISTICI METROLOGICE

Limita sensibilitatii: 0,001 AA/min=3,25 U/I.
Limita linearitatii: 0,554 AA/min=1800 U/I.
Reproductibilitatea in limitele perioadei:

Concentratia medie Cv* n*
191 U/I 0,91 % 20
642 U/ 0,96 % 20
Reproductibilitatea de la perioadd la perioada:
Concentratia medie Cv* n*
176 U/I 2,29 % 25
416 U/I 1,43 % 25

* CV—coeficientul de variatie; n—-numarul de determinari.
Interferente: Bilirubina pind la 128,3 pmol/l (0,075 g/l), lipidele
pind la 10 g/, glucoza pind la 55,5 mmol/I (10 g/I) si acidul ascorbic
pind la 2,84 mmol/l (0,5 g/lI) nu influienteazd la rezultatele
determindrii. Se va tine cont de posibila interferentd
medicamentoasa, cit si de interferenta altor substante *.

Aceste caracteristici metrologice au fost obtinute la utilizarea
analizorului. Rezultatele pot varia in dependentd de echipamentul
utilizat sau procedura de determinare.

CARACTERISTICI DIAGNOSTICE

Fosfotaza alcalind catalizeaza hidroliza monoeterilor fosfatului organic
in mediu alcalin. Practic toate tesuturile organismului contin acest
ferment, dar mai ales se intilneste Iingd si in interiorul membranele
celulare, in placentd, in epiteliul intestinului, tuburile renale,
osteoblast si ficat.

Cresterea continutului de ALP in ser poate fi cauzatd de urmatorii
factori: maladii ale tesutului osos, urmate de activitatea inaltd a
osteoblastelor (boala Pedget, hiperparatireoidism primar si secundar,
tumori osoase, rahitism, osteomalacia, fracturarea oaselor), diferite
boli ale  ficatului: hepatita, icter  obstructiv, afectarea
medicamentoasd toxicd a ficatului, cancerul ficatului. Schimbarile
fiziologice, aga ca cresterea osului sau sarcina, deasemenea pot duce
la cresterea nivelului de ALP®.

Diagnosticul clinic se va stabili in baza integrarii datelor clinice si de
laborator.
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ALP-DEA-DAC

ALKALINE PHOSPHATASE
KINETIC TEST WITH DIETHANOLAMINE BUFFER

For «in vitro» diagnostic use only
Store at 2-8°C

Cod 2006A100 100 ml

PRINCIPLE

In alkaline medium alkaline phosphatase (ALP) catalyzes the transfer of
the phosphate group from 4-nitrophenylphosphate to diethanolamine
(DEA), releasing 4-nitrophenol. The activity of ALP is determined from
the rate of colour formation, measured at 405-410 nm*2.

4-Nitrophenylphosphate + DEA —AP__y DEA-phosphate + 4-Nitrophenol

CONTENTS AND COMPOSITION

Reagent A 1 x 80 ml pH 9.8
Diethanolamine 1,0 mol/I
Magnesium chloride 0,6 mmol/I
Reagent B 1x 20 ml

4-nitrophenylphosphate 10 mmol/I

Harmful! Avoid contact with skin and mucous membranes.

STORAGE AND STABILITY OF REAGENTS

Reagents are stable at 2-8°C until the expiry date shown on the label.
Indications of deterioration: presence of particulate material,
turbidity, absorbance of working reagent > 0.850 at 405 (+10) nm (1
cm light path cuvettes).

SAMPLES
Serum free of Hemolysis.
Alkaline Phosphatase in serum or plasma is stable for 7 days at 2-8°C.

REFERENCE VALUES

Children: 180-1200 U/I.

Adult: 98-279 U/I.

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

QUALITY CONTROL

It is recommended to use the Sera N and Sera P 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.

ADDITIONAL EQUIPMENT

Analyzer, spectrophotometer or photometer with
thermostatable at 37°C and able to read at 405-410 nm.
Cuvettes with 1 cm light path.

Pipettes for 20 pl, 200 pl and 800 pl.

cell  holder

PRECAUTION

For in vitro diagnostics only.

All patients’ samples should be considered as potentially dangerous and
handled as infectious. Follow safety measures for handling harmful and
poisonous substances.

REAGENT PREPARATION
Reagents are ready to use.

PROCEDURE

Method: kinetic (increasing)
Wavelength: 405-410 nm
Temperature: 37°C

Read against: distilled water or air

1. Bring the Reagents and the instrument to reaction temperature
(37°C).

2. Pipette into a cuvette 1 cm light path:

Reagent A 800 ul

Sample, Standard 20 pl
3. Mix and incubate for 1 minute. Add in cuvette:

Reagent B 200 ul

4. After 1 minute record the initial absorbance against distilled water,
then measure absorbance for 2 minutes at 1 minute interval.

5. Calculate the difference between consecutive absorbances, and the
average absorbance difference per minute (AA/min).

*NB: reagents and sample volumes can be changed proportionally
according to the working volume of the cuvette.

CALCULATIONS
The ALP concentration in the sample (U/1) is calculated using factor:

405 nm: Activity (U/l) = AA/minsam X 3250

METROLOGICAL CHARACTERISTICS
Detection limit: 0,001 AA/min=3,25 U/I.
Linearity limit: 0,554 AA/min=1800 U/I.
Repeatability (within run):

Mean Concentration cv n
191 U/I 0,91 % 20
642 U/1 0,96 % 20
Reproducibility (run to run):
Mean Concentration cv n
176 U/I 2,29 % 25
416 U/1 1,43 % 25

CV - coefficient of variation n — number of determinations
Interferences: Bilirubin up to 128,3 umol/l (0,075 g/l), lipids up to
10 g/l, glucose up to 55,5 mmol/l (10 g/l) and ascorbic acid up to 2,84
mmol/l (0,5 g/l) do not interfere. Other drugs and substances may
interfere®.

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

DIAGNOSTIC CHARACTERISTICS

Alkaline Phosphatase catalyzes the hydrolysis of organic phosphate
monoesters at alkaline pH. The enzyme is present in practically all
tissues of the body, especially at or in the cell membranes, and it
occurs at particularly high concentrations in placenta, intestinal
epithelium, kidney tubules, osteoblasts and liver. The form present in
the sera of normal adults originates mainly in the liver and bone.
Elevated serum ALP is found in patients with bone disease associated
with increased osteoblastic activity (Paget's disease, primary and
secondary hyperparathyroidism, bone tumors, rickets, osteomalacia,
bone fractures) and also in patients with hepatobiliary disease
(obstructive jaundice, hepatitis, hepatotoxicity caused by drugs, liver
cancer). Physiological changes, such as bone growth and pregnancy,
may cause increases in ALP levels®®,

Clinical diagnosis should not be made on the findings of a single test
result, but should integrate both clinical and laboratory data.
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