Erba Protime R

Protrombinovy cas
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EHL00045 Erba Protime R 5x5ml
POUZITI

Souprava Erba Protime R je rekombinantni lidsky tromboplastin, produkovany genetickou
tecgnologii v Escherichia Coli uréeny ke stanoveni protrombinového ¢asu (PT).

KLINICKY VYZNAM

Erba Protime R je rekombinantni lidsky tromboplastin, ktery obsahuje rekombinantni lidsky
tkanovy faktor, lipidy a ionty vapniku. Prvni standardizovany jednostupriovy test na stanoveni
protrombinového ¢asu byl vyvinut Dr. Armando Quickem v roce 1935. V soucasnosti patfi k za-
kladnim screeningovym koagulaénim testtim pro diagnostiku vrozenych a ziskanych deficienci
faktor(i vnéjsi cesty aktivace pfemény protrombinu na trombin (faktory Il, V, VIl a X). Je rovnéz
pouzivan pfi zavedeni a dale k monitorovani oralni antikoagulacni terapie a muze byt rovnéz
pouzit pro posouzeni syntézy proteinti v jatrech pfi chronickém nebo akutnim onemocnéni jater.
Souprava je zvlasté vhodna pro predoperacni vysetieni a pro monitorovani oralni antikoagulac-
ni terapie (OAT) a ve spojeni s vhodnou deficientni plazmou pro méfeni aktivity faktort vnéjsi
drahy. Erba Protime R ma zvysenou citlivost k faktoru VII, v nékterych pfipadech to muze zpu-
sobit prodlouzeni ¢asu srazeni ve srovnani s tkarovym tromboplastinem.

PRINCIP METODY

Jednostupriovy PT test méfi koagula¢ni €as plazmy po pfidani zdroje tkarfiového faktoru (trom-
boplastinu) a vapniku. Rekalcifikace plazmy v pfitomnosti tkafiového faktoru generuje vznik
aktivovaného faktoru Xa. Aktivovany faktor Xa nasledné aktivuje prfeménu protrombinu na trom-
bin, ktery konvertuje fibrinogen na nerozpustnou fibrinovou srazeninu.

Cas tohoto srazeciho procesu se méfi bud manualné nebo pomoci optickych & mechanickych
koagulaénich analyzatord.

SLOZENI CINIDEL

Erba Protime R je lyofilyzovany, rekombinantni lidsky tromboplastin z Escherichia Coli s lipidy
a stabilizatory.

Rozpoustédio je pufr, obsahuje vapenaté ionty a azid sodny (< 0,01 %) jako konzervaéni ¢inidlo.

UPOZORNENI A BEZPECNOSTNi CHARAKTERISTIKY

« Pouze pro in vitro diagnostiku. S témito ¢inidly mohou pracovat pouze atestovani laboratorni
pracovnici.

« Zabraiite poziti.

« Pokud pracujete se soupravou, pouzivejte ochranné rukavice.

» Abyste zabranili kontaminaci, pouzivejte isté nebo jednorazové laboratorni vybaveni.

« Pripadné zbytky Cinidel je nutno likvidovat podle vlastnich internich pfedpis v souladu se
Zakonem o odpadech..

+ Cinidla obsahujici azid sodny by méla byt likvidovana velmi opatrné, aby se zabranilo vzniku
vybusnych kovovych azidu. Pokud je odpad likvidovan do vylevky, pouzijte na splachnuti
vétsi mnozstvi vody, aby bylo potrubi fadné proplachnuto.

&

VAROVANI - BIOLOGICKE RIZIKO

Néktera cinidla, ktera jsou soucasti této soupravy, obsahuji latky lidského a/nebo Zivocisného
plvodu. VZdy, kdyz je k pripravé téchto cinidel vyZadovana lidska plazma, je testovana na
pritomnost protilatek proti HIV 1, HIV 2 a HCV a na HBsAg a tyto vysledky jsou negativni.
Nicméné zadna testovaci metoda neposkytuje absolutni jistotu, Ze infekcni agens nejsou pri-
tomna. Proto musi byt vSichni pracovnici pfi praci s timto biologickym materidlem mimoradné
opatrni a pracovat zcela ve shodé s platnymi bezpecnostnimi opatrenimi jako by se jednalo
o infek¢ni material.
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PRIPRAVA PRACOVNICH ROZTOKU

Jedna lahvicka ¢inidla Erba Protime R se rozpusti pridavkem celého obsahu jedné lahvicky
rozpoustédla stejné Sarze. Lahvicku s ¢inidlem nechejte stat pfi pokojové teploté

(18-25°C) alespori po dobu 30 minut. Pfed kazdym pouzitim opatrné promichejte, netfepat.
Cinidlo vytemperujte na pracovni teplotu.

SKLADOVANI A STABILITA PRACOVNICH ROZTOKU

Neoteviena cinidla, skladovana pfi 2-8°C, jsou stabilni do data exspirace uvedeného na Stitku
Po rekonstituci je €inidlo stabilni:

+ 8 hodin pfi 37°C

* 24 hodin pfi 1-25°C

+ 10 dnu pfi 2-8°C

Cinidlo nesmi zmrznout!

ODBER A PRIPRAVA VZORKU

P¥i praci pouzivejte plast nebo silikonizované sklo

Krev (9 objemovych dilt) odeberte do 3,2 % citratu sodného (1 objemovy dil), ktery psobi jako
antikoagulant. Zabrarite hemolyze a kontaminaci vzorku. Podezielé vzorky nezpracovaveijte.
Centrifugujte 15 minut pfi 1 500 x g a odseparujte plazmu.

Plazmu skladuijte pfi teploté 22—24°C. Plazma muze byt skladovana pfi teploté -20°C po dobu
2 tydnl nebo pii teploté -70°C po dobu 6 mésicu.

POSTUP MERENI
Erba Protime R je jednostupriovy PT test, ktery muze byt pouzit na polo-automatickém koagu-
lacnim analyzatoru dle niZze uvedeného postupu.

Manualni metoda

+ Cinidlo temperujte 15 minut pii 37°C

» Do kyvety — zkumavky napipetujte 50 pl pacientské plazmy nebo kontrolni plazmy a tempe-
rujte 2 minuty pfi 37°C.

Pridejte 100 pl ¢inidla a soucasné spustte stopky.

« Zaznamenejte ¢as nutny pro vytvofeni koagula s pfesnosti na 0,1 sekundy.

Automaticka metoda
Postupuijte podle informaci uvedenych v UzZivatelském manual.

INTERPRETACE VYSLEDKU

Vysledky mohou byt uvedeny v nasledujicich jednotkach, specifikace $arze je soucasti baleni:

1. Sekundy, vyjadruji ¢as srazeni

2. Procenta, vyjadfuji proporcionalni ¢ast normalni aktivity PT, ktera se vypocita z kalibraéni
krivky (%PT kalibraéni plazmy proti zméfenému ¢asu nutnému pro vznik koagula).

3. International Normalized Ratio (INR), po¢itan jako INR=(PT/MNPT)ISI. Kde PT je ¢as srazeni
vzorku, MNPT je normalni hodnota PT a IS| Mezinarodni Index Senzitivity. Hodnota ISI je
uvedena v navodeé a je zavisla na pouzité metodé a Sarzi.

Poznamky:

* INR je jedina oficiainé uznavana forma vysledkd u pacientli s antagonisty vitaminu K. Nor-
malni rozsah INR je 0,8-1,2.

+ Kazda laboratof by si méla stanovit viastni hodnotu MNPT a referen¢ni rozmezi. Hodnota
MNPT uvedena vpfilozeném atestu je pouze orientacni, je zavisla na podminkach méreni
a populaci.

» Prevody z procent na INR (nebo zpét) nejsou mozné!

REFERENCNi HODNOTY

Referenéni hodnoty jsou pouze orientacni. Kazda labotarof by si méla stanovit normaini refe-
renéni rozmezi (NRR) pro vlastni pfistroj, metodu odbéru vzorku a techniku méfeni. Normalni
referencni rozmezi by mélo byt znovu stanoveno, nebo alespori ovéreno, vzdy pfi zméné Sarze
Cinidel 3,6.

Nova hodnota NRR by méla byt stanovena v pfipadé jakékoliv zmény &inidel, vybaveni, techni-
ky odbéru krve ¢i antikoagulantu.

Cas srazeni abnormalni plazmy bude zaviset na ISI pouzité $arze &inidel.

QUALITY SYSTEM CERTIFIED
1SO 9001 1SO 13485
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KONTROLA KVALITY

Pro zajisténi odpovidajici kvality stanoveni je doporu¢eno pouzit kontrolni plazmu. Je doporu-
¢eno pouzit dvé hladiny kontroly, jednu blizko normalnich hodnot pacientt (Erba Control N, kat.
¢. EHL0O0014 nebo Erba Control N Plus, kat. ¢. EHL00016) a druhou pfedstavujici patologické
hodnoty (Erba Control P, kat. ¢. EHL0O0015 nebo Erba Control P Plus, kat. ¢. EHL00017).

OMEZENI

Vysledky PT ziskané soupravou Erba Protime R mohou byt ovlivnény Iéky ¢i jinymi interferuji-
cimi latkami. Potencialni limity téchto interferujicich latek byly testovany na anlyzatoru Diagon
(Coag Line) s nasledujicimi vysledky:

Heparin — 1.25 [U/ml

Hemoglobin — 6.8 g/l

Triglyceridy — 9 mmol/I

Bilirubin — 270 pmol/l

VYKONNOSTNi CHARAKTERISTIKY

Tyto vykonnostni charakteristiky byly ziskany na optickém koagula¢nim analyzatoru. Vysledky
se mohou li$it v pfipadé pouziti jiného pfistroje nebo manualni metody stanoveni.

Piesnost

Intra-assay (N = 10) Inter-assay (N = 10)

Stredni hodnota (s) 11.3 16.2 11.8 15.5
CV (%) 0.82 0.49 2.54 1.02
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Erba Protime R

Prothrombin Time

Cat. No.
EHL00045

INTENDED USE

Erba Protime R is a recombinant human thromboplastin reagent, produced by genetic tech-
nology in Escherichia Coli, with own solvent intended for the determination of the prothrombin
time (PT).

Pack name
Erba Protime R

Packaging (Content)
5x5ml

CLINICAL SIGNIFICANCE

Erba Protime R reagent is a recombinant human thromboplastin, which contains recombinant
human tissue factor, lipids and kalcium ions. The first standardized one-stage prothrombin time
test was developed by Dr. Armand Quick in 1935. It has now become the basic coagulation
screening test for the diagnosis of congential and acquired deficiencies of clotting factors from
the extrinsic pathway (factors Il, V, VIl and X). It is also used for the induction and monitoring
of oral anticoagulant therapy and can be used to assess the protein synthesis capability of the
liver in chronic or acute hepatic disorders.

Therefore, the PT by Erba Protime R is optimally used for presurgical screening and monitoring
for oral anticoagulant therapy (OAT) also. Erba Protime R reagent with the corresponding defi-
cient plasmas is also suitable for determination of activity of extrinsic

coagulation pathway. Furthermore the Erba Protime R reagnet has an increased sensitivity for
certain factors, like Factor VII, due to this characteristics in some cases it might cause prolon-
ged coagulation compared with tissue extract tromboplastin.

PRINCIPLE

The one-stage PT measures the clotting time of plasma after adding a source of tissue factor
(thromboplastin) and calcium. The recalcification of plasma in the presence of tissue factor ge-
nerates activated factor Xa. Factor Xa in turn activates prothrombin to thrombin, which converts
fibrinogen to an insoluble fibrin clot.

The time of this clotting process is measurable manually or with optical or mechanical coagu-
lation analysers.

COMPOSITION

Erba Protime R: is a freeze-dried, recombinant human thromboplastin from Escherichia Coli
with lipids and stabilizers.

Solvent is a buffer, which contains calcium ions and sodium azide (< 0,01 %) as preservative

WARNINGS AND PRECAUTIONS

< For in vitro diagnostic use only. These reagents are to be used by certified medical laboratory
personnel only.

« Do notingest.

* Wear gloves when handling all kit components.

« Only use clean or single use laboratory equipment to avoid contaminations.

« The eventual rest of reagents should be disposed of in accordance with the internal regula-
tions and in compliance with local and national regulations relating to the safe handling of
waste.

» Reagents containing sodium azide should be discarded with care to prevent the formation of
explosive metallic azides. If waste materials are dumped into sinks, use copious quantities
of water to flush plumbing thoroughly.

&

WARNING - POTENTIAL BIOHAZARDOUS MATERIAL

Some reagents provided in these kits contain materials of human and/or animal origin. Whe-
never human plasma is required for the preparation of these reagents, the plasmas are tested
for the antibodies to HIV 1. HIV 2 and HCV, and for hepatitis B surface antigen. and results are
found to be negative. However, no test method can offer complete assurance that infectious
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agents are absent. Therefore, users of reagents of these types must exercise extreme care
in full compliance with regulatory safety precautions in the manipulation of these biological
materials as if they were infectious.

WORKING REAGENT

Erba Protime R reagent is dissolved with the entire contents of one vial Solvent of the same lot.
Keep the reagent at room temperature (20-25°C) for at least 30 minutes for proper reconstitu-
tion. Swirl the vial gently, horizontally more times (5—-10) before using it, but do not shake. Wait
until the reagent reaches the working temperature!

STABILITY AND STORAGE

The unopened reagents are stable till the expiry date stated on the bottle and kit label when
stored at 2-8°C.

Once reconstituted, the reagent remains stable for:

» 8hours at37°C

* 24 hours at 15-25°C

+ 10 days at 2-8°C.

Do not freeze!

SAMPLE COLLECTION AND PREPARATION

Plastic or siliconised glass should be used throughout.

Blood (9 parts) should be collected into 3.2 % sodium citrate anticoagulant (1 part). Avoid he-
molysis and contamination by tissue fluids. Samples that have less than 90 % of the expected
fill volume should be rejected. Centrifuge blood for 15 minutes at 1500 x g. Test within 2 hours
if samples are held at 22-24°C. If testing is not completed within 24 hours, plasma should be
frozen at -20°C for up to two weeks or -70°C for up to 6 months.

PROCEDURE
Erba Protime R is a one-stage PT test which can be used with semi-automated coagulation
analysers according to the protocol detailed below.

Manual Method

* Incubate reagent at 37°C for 15 minutes.

+ Add 50 pl of the patient plasma or control plasma into a reaction tube and incubate at 37°C
for 2 minutes.

» Add 100 pl of reagent and start simultaneously a timer.

» Note the time for clot formation to the nearest 0.1 seconds

Automated method
Refer to the instrument’s operator’s manual.

INTERPRETATION OF RESULTS

Erba Protime R test results can be reported in the following units, lot specific sheet in the box

will help in the calculation:

. Seconds, which means the observed clotting time.

. Percentage, which means the proportional part of the normal PT activity, which is calculable
from the calibration curve. Method dependent master curve in the issued sheet can be used
for the calculation.

. International Normalized Ratio (INR), calculated as INR=(PT/MNPT)ISI. Where PT means
the clotting time of the sample, MNPT means Mean Normal Prothrombin Time and IS means
International Sensitivity Index. The ISI method dependent values in the lot specific values
sheet can be used for the calculation.

Notes:

+ The INR is the only officially recognized dimension of the result at vitamin K antagonists

treated patients. The normal range expressed in INR is 0,8—1,2.

» Every laboratory should determine its own MNPT value and reference range. MNPT value in
the issued sheet is only for information, because it depends on the measuring circumstances
and population.

» Accurate and general conversion of percentage into INR (or back) is not possible!

N =

w

QUALITY SYSTEM CERTIFIED
1SO 9001 1SO 13485
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REFERENCES VALUES

These values are intended as a guideline only. Each laboratory should establish a Normal Re-
ference Range (NRR) using instrumentation, blood collection methods, and testing techniques
used in that laboratory. The NRR should be reestablished or at least verified when changing
lot numbers of the same reagent. 3,6 A new NRR should be established with any change in
reagents, instrumentation, blood collection techniques, or anticoagulant.

The clotting time of abnormal plasmas will depend on the ISI of the reagent lot in use.

QUALITY CONTROL

Each laboratory should establish a quality control program.

To ensure adequate quality, controls plasma are recommended. It is suggested to use two
levels of control, one close to the normal patient values (Erba Control N, Cat. No.: EHL00014 or
Erba Control N Plus, Cat. No.: EHL00016) and the second representative the pathologic values
(Erba Control P, Cat. No.: EHL00015 or Erba Control P Plus, Cat. No.: EHL00017).

LIMITATIONS

The result of PT test with Erba Protime R reagent may be influenced by drugs and other pre
-analytical interfering agents. The potential limits of these parameters were tested on Diagon
analysers (Coag Line) with the following result:

Heparin — 1.25 1U/ml

Hemoglobin — 6.8 g/l

Triglycerides — 9 mmol/l

Bilirubin — 270 pmol/l

PERFORMANCES
These performances have been obtained using an optical coagulation analyzer. Results may
vary if a different instrument or manual procedure is used.

Precision:
Intra-assay precision (N = 10) | Inter-assay precision (N = 10)
Mean (s) 11.3 16.2 11.8 15.5
CV (%) 0.82 0.49 2.54 1.02
REFERENCE

1 CLSI: Collection, Transport, and Processing of Blood Specimens for Testing Plasma-Based
Coagulation Assays and Molecular Hemostasis Assays; Approved Guideline- Fifth Edition.
CLSI document: H21-A5; 28:5; 2008.

2. CLSI: One-Stage Prothrombin Time (PT) Test and Activated Partial Thromboplastin Time
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