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Amylo-DAC
a-AMWUJIA3A B KPOBU U MOYE
AMUNOKNACTUYECKNI METOA KAPABES
ToNbKO ANS AMArHOCTUKK «in vitro»
XpaHutb npu 2-8°C

Koa 2015A200 200 mn
MPUHUMN METOAA
a-AMWNasa  ruaponusyer kpaxman C 06pa3oBaHMEM  KOHEUHbIX

NPOAYKTOB, He AalowWMX LBETHON peakuuu C MOAOM. M36bITOK Kpax-
Mana, B3aMMOAEMCTBYS C MOAOM, 06pa3yeT OKpaLUeHHbI KOMMAEKC.
AKTUBHOCTb o.-aMWUNa3bl OLEHWUBAETCS MO YMEHbLIEHNID WHTEHCUBHOCTb
OKpacku pacTBopa, U3MepeHHOW Npu AnuHe BoAHbl 630-670 nm.

COCTAB HABOPA

Reagent A 40 mg

Kpaxman pacTsBopuMbli 40 mg
Reagent B 7,56 g, Npu pacTBOpeHUun:
HaTpuit dpocdopHOKUCAbI ABY3aMeLl. 0,2 mol/I
BeH3oiiHas kucnota 0,07 mol/I
Reagent C 10 ml

oa 0,1n

XPAHEHWE N CTABUJIbHOCTb PEATEHTOB

PeareHTbl cTabunbHbl Npu 2-8°C [0 CpoKa, yKa3aHHOro Ha 3TUKETKeE.
Cy6cTpaTHO-6ydepHbiit pacTBop cTabuneH 1 Mecsu npu 18-22°C.
Pa6ounit Reagent C cTabuneH B TeueHne 1 cytok npu 18-22°C.

OBPA3LbI 419 UCCNEQOBAHUSA

CblBOpOTKa, NnasMa, Mova.

a-AMWnasa B CLIBOPOTKE, Na3Me U Moye cTabuibHa 5 aHed npu 2-8°C.
B KauecTBe aHTMKOArynsHTa PEKOMEHAYeTCs UCMONb30BaTh renapuH.

PE®EPEHTHBIE BEJINYUHbI

CbiBOpOTKa KpoBu - 16 - 30 g/l x h. Moua- 28-160g/l x h.
[aHHble BENMYMHBI OPUEHTUPOBOYHbLI, PEKOMEHAYeTCs onpeaeneHue
cobCTBEHHbIX pedepeHTHbIX 3Ha4YeHWU B Kaxaoi nabopaTtopuu.

KOHTPOJIb KAYECTBA

[N KOHTPONS XO4a Peakuuu U npoueaypbl U3MepeHUs pekoMeHayeTcs
MCNONb30BaTb ~ HOPManbHbe W MATONOrMYeckMe KOHTPONbHbie
CbIBOPOTKM. Kaxaas nabopartopus AOMKHA YCTaHOBUTb COBCTBEHHYHO
BHYTPEHHIOK CUCTEMY KOHTPO/S KayecTBa.

AOMNOJIHUTENBHOE OBOPYAOBAHUE

AHanusatop,  CnekTpodoToMeTp UM poToMeTp € HUALTPOM
630-670 nm. Tepmocrat 37°C.

[losatopbl Ha 10 pl, 0,50 ml n 4,0 ml.

MEPbI MPEQOCTOPOXHOCTHU

Habop npeaHa3HayeH TONbKO A8 AMArHOCTUKM in vitro.

O6pasubl  KPoOBM  NaUMEHTOB  AOMKHbI  PaccMaTpuBaTbCs  Kak

noTeHUWanbHO onacHble u 06pabaTbiBaTbCs Kak UHMEKLMOHHBIE.

NMPUTOTOBJIEHUE PABOYNX PEATEHTOB
Cy6cTpaTHO-6ydepHbIii pacTBop:

Coaepxumoe dnakoHa ¢ Reagent B KONNYECTBEHHO NEPeHeCTU B
€MKOCTb W3 TepMOCTOWKOro cTekna ¢ 80 ml AMCTUANMPOBAHHON BOAbI.
PacTBOpUTL NpU HarpeBaHUm U JOBECTU AO KUMEHUS.

Coaepxumoe ¢nakoHa ¢ Reagent A (HaBecka Kpaxmana) cycneHau-
poBaTb B HebonbwoMm konuvectBe (3-5 ml) X0NOAHOW AWUCTUAAWPO-
BAHHOW BOAbl M MPU MOCTOSIHHOM MEepeMeLNBaHAN KONNYECTBEHHO
nepeHecTM B KuNsWMii pacTBop ¢ Reagent B. Mpokunatuts 1 min,
0XNaZuTb, AOBECTW AWUCTUANMPOBAHHOK BOAOW A0 obbema 100 ml u
nepeMewarb. XpaHWUTb B NIOTHO YKYNOPEHHOM BUAE.

Pabouuit Reagent C: Reagent C pa36aBuTb AUCTWUINIMPOBAHHOW
BOAOW B COOTHOWeEHMM: 1 ml Reagent C + 9 ml AUCTUANNPOBAHHOI
BOAbI.

NMPOLUEAYPA ONPERENEHUA

Metoa: KOHeuHas Touka
[nuHa BOMHbLI: 630-670 nm
Temnepatypa: 37°C

YcTaHoBKa Hyns: no AMCTUAIMPOBAHHON BOAe
1. BHecuTe B MapKupoBaHHble NpoBUpPKN:
BnaHk O6pasey

Cy6cTpaTHO-6ydepHbIit pacTBOp 0,50 ml 0,50 ml
2. Copepxumoe npobupok WHKYbUpyiTe B TeuyeHWe 5 MUHYT B
TepmocTate npu 37(+1)°C.
3. BHecuTe B MapKkupoBaHHbIE NPO6UPKU:

BnaHk O6pasey

O6pasey - 0,01 ml
4. BktounTte CcekyHAOMep B MOMEHT BHeceHUs obpasua B Cy6CTpaTHO-
6ydepHbiii  pacTBop. Coaepxumoe npobUpok WHKY6UpyiiTe TOUHO
5,0 MMHYT B TepMocTaTe npu 37(x1)°C.
5. BHecuTe B MapKkMpoBaHHbIE NPOGUPKU:

BnaHk O6pasey
Pa6ouuit Reagent C 0,5 ml 0,5 ml
Bopa auctunnuposaHHas 4,0 ml 4,0 ml
6. W3vepbTe abcopbumio O6pa3ey u BnaHk OTHOCUTENbHO
AMCTUANNPOBAHHOI BOAbI Npu 630-670 nm.
Mpn  ucnonb3oBaHuu  KBET — MHOMO  06beMa  PeKOMEeHAyeTcs

MpornopLYNOHaNbHO U3MEHUTb 06bEMbI KOMITOHEHTOB.

BbIYNCIIEHUA
AKTUBHOCTb o-aMuiasbl B 06pasue B g pacllenneHHoro KpaxMmana Ha
1 L cbiBopoTky 3a 1 uac (h) uHky6aummn npu 37(x1)°C paccuutaitte no
dopmyne:

Ac-A,

Ko = ™

x 240

rae:
Ko - aKTMBHOCTb a-aMunasbl obpasua, g/L x h;
Ay - abcopbums KOHTPONbHOW Npo6bI;
A, - abcopbums onbITHOW NPo6bI;
240 = 0,2 x 1200 (0,2 - KOANYeCTBO Kpaxmana (mg), BHECEHHOro B
OMbITHYIO W KOHTPONbHY10 NPO6bI);
1200 = 100 x 12 (100 - ko3pdULUMEHT nepecyeTa Ha KONMYECTBO
KpaxMana B g, rMAposM30BaHHOMO 1 L CbiBOPOTKM, 12 - KOIDDULMEHT
nepecyeta ¢ 5 min Ha 1 yac).
1g/Ixh=1mg/mlxh=0,278 mg/l xc;
1mg/lxc=3,6 mg/mlxh=3,6mg/mlxh

METPOJIOTMYECKUE XAPAKTEPUCTUKU

Mpepen wyscTBuTenbHocTn: 10,8 g/l x h.

Mpepen nuHeitHoctu: 130 g/l x h. Mpu 6onee BLICOKOM KOHLEHT-
pauuu passeauTe obpasel AUCTUNNNPOBAHHONM BOAOW B COOTHOLIEHWUM
1/5 1 NOBTOPUTE U3MEpEHHeE.
Bocnpoussogumoctb (0T nepuoja
Bapuaumm < 7 %.

WHTepdepeHuna: FeMoans He BAUsieT Ha pesynbTaTt. CloHa M Koxa
codepxaT o-amunasy. He nunetupyiite pToM W usberaiiTe KOHTakTa
KOXM C peareHTom>.

ANATHOCTUYECKUE XAPAKTEPUCTUKN

a-AMWNasa  KaTanausupyer ruaponus  o-1,4-cBA3u  Monekyn o-D-
rNIOKO3bl. B pesynbTaTe 06pasytoTcs AeKCTpaHbl, ManbTo3a U MoNeKkynbl
rNOKo3bl.  a-AMMNasa  BbipabaTbiBaeTCsi  3K30KPUHHOIM  4YacTblo
noaxenyaoyHon xenesbl (P-Tn) M CNOHHBIMKM Xenesamu (S-Tun),
06HapyXMBaETCs OHa W B ApYruX TKaHAX OpraHusma.

OueHka aKTMBHOCTM aMmunasbl B CbIBOPOTKE W MOYe  LIWNPOKO
NPUMEHSETCS AN ANArHOCTUKM 3aboNeBaHNit NoAxXenyA0YHON xenesbl.
YBeNMYeHne akTUBHOCTU o-AMUNa3bl BICOKOCMNELUPUYHO NPU OCTPbLIX U
XPOHWUYECKUX MaHkpeaTuTax. MMOMUMO 3TOro, rMnepaMunaseMms Moxet
6bITb Bbi3BaHa MOYEYHON HEAOCTAaTOMHOCTbK), OCTPLIMU COCTOSIHUSIMU
GpIOWHON  NONOCTH, ONYXONSAMM NErknX M ANYHUKOB, NaTonoruen
CIOHHBIX XeNne3, MakpoaMmunasemueii, KeToaunao3oM, 3aboneBaHusIMm
XeNYeBbIBOAALMX NyTel, TPaBMON MO3ra, XPOHUUECKUM anKorosu3Mom
1 notpe6neHnem onmatos*S.

CHWXXEHME  aKTUBHOCTW a-aMWnasbl YyKasblBAaeT Ha  3K30reHHYyio
HEA0CTaTOMHOCTb MOAXENYAOYHON Xenesbl Npu aTpoduu auuHapHoi
TKaHu 1 Gubpo3e opraHa y 60/bHbIX, AAUTENbHO CTPAAAKOWMX AAHHbIM
3aboneBaHneM.

K nepuoay): ko3bduumeHT
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Amylo-DAC
a-AMILAZA TN SER §1 URINA
AMILOCLASTIC METODA CARAVEI

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

Cod 2015A200 200 ml

PRINCIPIUL METODEI

a-Amilaza hidrolizeazd amidonul formind un produs final care 1in
reactie cu iodul nu formeaza produs colorat.

Surplusul de amidon reactioneazd cu iodul formind un complex colorat.
Activitatea o-amilazei se va aprecia in dependentd de diminudrea
intensitdtii de colorare, mdsuratd la 630-670 nm.

COMPONENTA SETULUI

Reagent A 40 mg

Amidon solubil 40 mg
Reagent B 7,56 g, la diluare:
Hidrogenofosfat de sodiu 0,2 mol/I
Acid benzoic 0,07 mol/l
Reagent C 10 ml

lod 0,1n

PASTRARAEA S1 STABILITATEA REAGENTILOR

Reagentii suntstabili la 2-8°C pind la data indicatd pe etichetd.
Substrat solutie - tampon este stabild la 18-22°C timp de o lun3.
Reagent C de lucru este stabil la 18-22°C 24 ore.

PROBE

Ser, plasma, urina.

a-Amilaza in ser, plasmd si urind este stabild la 2-8°C 5 zile.
Tn calitate de anticoagulant se recomanda de utilizat heparina.

VALORI DE REFERIN]’;\

Ser - 16 - 30 g/l x h. Urind - 28-160g/Ixh.

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

CONTROLUL CALITA]’II

Pentru controlul mersului reactiei si a procedurii de mdsurare se
recomanda de folosit seruri normale gi patologice pentru control.
Se recomanda stabilirea sistemului intern de control in laboratorul dat.

ECHIPAMENT ADITIONAL

Analizor, spectrofotometru sau fotometru cu filtru 630-670 nm.
Termostat 37°C .

Dozatoare 10 pl, 0,50 ml si 4,0 ml.

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

Substrat-solutie tampon:

Continutul flaconului cu Reagent B se va trece cantitativ intr-un vas
din sticld termostabild in care se va adduga in prealabil 80 ml apa
distilatd. Se va dizolva la inclzire si se va aduce la fierbere.

Continutul flaconului cu Reagent A (amidon) se va suspenda intr-o
cantitate mica (3-5 ml) de apd distilatd rece. Se va adduga la solutia
fierbindd de Reagent B amestecind continuu. Se va fierbe 1 minut gi
se va raci. Se va adduga apa distilatd pind la volumul 100 ml. Se va
amesteca. Se va pastra intr-un vas bine inchis .

Reagent C de lucru: Continutul flaconului cu Reagent C se va dilua
cu apa distilatd in raportul: 1 ml Reagent C + 9 ml apa distilata.

METODA DE LUCRU

Metoda: punct final
Lungimea de unda: 630-670 nm
Temperatura: 37°C

Instalarea zero: dupd apa distilata

1. Se va pipeta in eprubetele marcate:

Blanc Proba
Substrat solutie-tampon 0,50 ml 0,50 ml
2. Se va incuba 5 minute la 37(x1)°C.
3. Se va pipeta n eprubete:
Blanc Proba
Proba - 0,01 ml

4. Se va declansa cronometrul din momentul pipetdrii probei in
substrast. Se va incuba strict 5,0 min. la 37(%1)°C.
5. Se va pipeta in eprubete :

Blanc Proba
Reagent C de lucru 0,5 ml 0,5 ml
Apa distilatd 4,0 ml 4,0 ml

6. Se va mdsura absorbtia Probei si Blancului contra apei distilate la
630-670 nm.

La utilizarea cuvelor de altd capacitate (decit cele propuse) se va mari
proportional volumul componentilor amestecului:

CALCULE
Activitatea a-amilazei se va calcula in grame (g) de amidon scindat la
un litru (L) de ser pe 1 ord (h), incubatia la 37(x1)°C, utilizind
formula:

Ac-Ag

A x 240

Ko =

Tn care:
Ko — activitatea a-amilazei in probd , g/L x h;
Ay — absorbtia probei de control;
Ao — absorbtia probei;
240 = 0,2 x 1200 (0,2 — cantitatea de amidon (mg), addugatd la
probd analizatd si proba de control);
1200 = 100 x 12 (100 - coeficient recalculat pentru cantitatea de
amidon in g, hidrolizat in 1 L ser, 12 — coeficient recalculat de la 5
minute pind la 60 minute).
1g/Ixh=1mg/mlxh=0,278 mg/l xc;
1mg/lxc=3,6 mg/mlxh=3,6mg/mlxh

CARACTERISTICI METROLOGICE

Limita sensibilitatii: 10,8 g/l x h.

Limita linearitatii: 130 g/l x h. Pentru valori mai ridicate proba se va
dilua cu apa distilatd in raportul 1:5 si se va repeta mdsurarea.
Coeficientul de variatie: <7 %.

Interferente: Hemoliza nu influenteazd rezultatul. Saliva si pielea
contin a-amilazd. Se va evita contactul reagentului cu piela. Pipetarea
orald este inadmisibila®.

CARACTERISTICI DIAGNOSTICE

a-Amilaza catalizeaza hidroliza legaturii a-1,4 din moleculele de o-D-
glucozd formind decstran, maltoza si molecule de glucoza.

a-Amilazd se produce in portiunea exocrind a pancreasului (tip-P) si
gladele salivare (tip-S), se depisteazd si in alte tesuturi a
organismului.

La diagnosticarea bolilor pancreasului se va tine cont de activitatea o-
amilazei in ser si urind. Tn cazul pancreatitelor acute si cronice
activitatea o-Amilazei este mai inaltd. Hiperamilazemia poate fi
provocatd de insuficientd renald, boli acute in cavitatea abdominald,
tumoarea plaminilor si ovarelor, patologii ale glandelor salivare,
macro- amilozemie, cetaacitoza, boli ale cdilor de secretie biliard,
traumatism cerebral, alcoolism cronic si administrarea opiaceelor*>.
Diminuarea activitatii o-amilazei indicd la insuficienta exogend a
pancreasului in cazul atrofiei tesutului acinar si fibrozei organelor la
bolnavi, care suferd de aceste maladii o perioadd mai indelungata.
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Amylo-DAC

a-AMYLASE FOR SERUM AND URINE
AMYLOCLASTIC METHOD BY KARAVEY

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

Cod 2015A200 200 ml

PRINCIPLE

a-amylase catalyzes hydrolysis of starch and forms end products that
do not form coloration with iodine.

Excess of starch reacts with iodine and form colored complex.
a-amylase activity is judge by decreasing of intensity of coloration,
measured at 630-670 nm.

CONTENTS AND COMPOSITION

Reagent A 40 mg

Water-soluble starch

Reagent B 7,56 g, Npu pacTBOpeHUun:
Sodium phosphate 0,2 mol/I
Benzoic acid 0,07 mol/I
Reagent C 10 ml

lodide 0,1n

STORAGE AND STABILITY OF REAGENTS

Reagents are stable up to the indicated expiry date if stored at 2-8°C.
Substrate-buffer solution is stable 1 month at 18-22°C.

Working Reagent C is stable 24 hours at 18-22°C.

SAMPLES

Serum, plasma and urine.

a-amylase in serum, plasma and urine is stable 5 days at 2- 8°C.
Heparin is recommended as anticoagulant.

REFERENCE VALUES

Serum: 16 - 30 g/I-hour Urine: 28 - 160 g/I-hour

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

ADDITIONAL EQUIPMENT

Analyzer, spectrophotometer,photometer able to read at 630-670 nm.
Thermostat at 37°C.

Pipette for 10 pl, 0,50 ml and 4,0 ml.

PRECAUTION

For in vitro diagnostics only.

Handle all patients’ samples as potentially dangerous and treat as
infectious. Precautions established for work with caustic and toxic
substances should be observed while using the reagents.

REAGENT PREPARATION

Substrate-buffer solution:

Content of Reagent B bottle transfer quantitatively in
thermostable flask and add 80 ml of distilled water.

Dissolve under heating and bring to boil.

Content of Reagent A bottle mix with 3-5 ml of cool distilled water and
insert in boiling Reagent B under constant mixing.

Boil during 1 minute, cool off, add distilled water up to 100 ml and
mixed well. Store tightly closed.

Working Reagent C:

To dissolve Reagent C in distilled water in 10 times:

1 ml Reagent C + 9 ml of distilled water.

the

PROCEDURE

Assay conditions

Method: end point
Wavelength : 630-670 nm
Light path: lcm
Temperature : 37°C

Blank: distilled water

1. Pipette into labeled test tubes:
Test
0.50

Control
Substrate-buffer solution, ml 0.50
2. Incubate 5 minutes at 37°C in thermostat.
Pipette into labeled test tubes:
Control Test
Sample, ml - 0.01
4. Start the stopwatch in the moment of sample inserting in substrate-
buffer solution. Incubate exactly 5 minutes at 37°C in thermostat.
5. Pipette into labeled test tubes:

Control Test
Working Reagent C, ml 0.5 0.5
Distilled water, ml 4.0 4.0

6. Measured absorbencies of the Test and Control at 630-670 nm against
distilled water.

If cuvettes with another working volume are used
proportionally change volumes of components.

recommended

CALCULATIONS

a-amylase activity in the sample in 1g of starch hydrolyzed with 1 | of

serum during 1 hour of incubation at 37(%1)°C calculated as a following:

- Ac-A
Ks = .

Ks - a-amylase activity in the sample, g/I-hour;

A; — absorbance of the Control;

At — absorbance of the Test;

240 =0,2x 1200

0,2 — amount of starch (mg), inserting in the Control and in the Test;

1200 = 100 x 12

100 - coefficient of recalculation from 0.2 mg to 1g of starch hydrolyzed

with 1 | of serum

12 — coefficient of recalculation from 5 minutes to 1 hour.
1g/Ilxh=1mg/mlxh=0,278 mg/l xc;
1mg/lxc=3,6mg/mlxh=3,6mg/mlxh

x 240

METROLOGICAL CHARACTERISTICS

Detection limit: 10,8 g/l x h.

Linearity limit: 130 g/l x h. For higher values dilute sample
with distilled water and repeat measurement.

CV: <7 %.

Interferences:

Hemolysis doesn’t interfere.

Saliva and skin content a-amylase.

Avoid contacts with skin and saliva®.

DIAGNOSTIC CHARACTERISTICS

g-amylase catalyzes hydrolysis of a 1,4-linkage carbohydrates which
consist of @-D-glucose molecules. As a result, dexrtans, maltose and
glucose molecules are formed. G-amylase is secreted by exocrine part of
pancreas (P-type) and by salivary glands (S-type), but also is found in
other tissues of organism.

Measurements of amylase are used primarily in the diagnosis and
treatment of the diseases of the pancreas. Amylase is found primarily in
the pancreas and salivary glands. When released in the digestive tract,
the enzyme hydrolyzes starch.

Amylase determinations are useful in the diagnosis of diseases of the
pancreas and parotids. Elevated serum levels are associated with acute
pancreatitis and other pancreatic disorders as well as mumps and
bacterial parotitis. Hyperamilasemia may be caused by renal
insufficiency, acute pain in abdominal cavity, lungs and ovary tumors,
salivary glands injury, macroamilasemia, ketoacidosis, bile-duct disease,
brain traumas, chronic alcoholism and consumption of opiates*®.

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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