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Intended use Storage conditions and stability Calculation
This kit is for the quantitative determination of Protein C activity in human citrated plasma. The sealed reagents are stable at 2-8°C until the expiry date printed on the label. Plot the absorbance (A) for the standard samples against their protein C activity on linear graph paper. Plot A on the
Back d and 1. S-2366 Y axis and % protein C on the X axis. Connect the standard points with the best fitting straight line.

ackground and summary Stability after reconstitution: 3 months at 2-8°C in the original vial. Samples are evaluated based on this standard curve. An example of a typical standard curve (microplate method)

Protein C is a vitamin K dependent plasma protein which plays an important role in the anticoagulant regulatory
mechanisms. It circulates as a zymogen and is converted to an active serine protease, activated Protein C (APC), by
the action of thrombin in presence of thrombomodulin. APC regulates the coagulation system by proteolytic cleavage
and inactivation of activated factors V and VIII. Hereditary and/or acquired Protein C deficiency has been shown to
be a risk factor for development of venous thrombosis.

Measurement principle

Protein C in plasma is activated by a specific enzyme from Southern Copperhead Snake venom. The amount of
activated protein C is determined by the rate of hydrolysis of the chromogenic substrate S-2366. The pNA release
measured at 405 nm is proportional to the Protein C level in the range from 0-120% of normal plasma.
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Reagents

1. S-2366 6 mg
Lyophilized chromogenic substrate pyroGlu-Pro-Arg-pNA-HCI.
2. Protein C activator 1.2U ials
Lyophilized venom enzyme from Southern Copperhead Snake (Agkistrodon Comortnx Contortrix), with bovine
serum albumin (stabilizer) and Ciprofloxacin® (preservative).
PRECAUTION AND WARNINGS
S-2366:
* Hazard class: none
* Risk phrases: none
* Safety phrases: none
Protein C Activator:
* Hazard class: Xn (Harmful)
* Risk phrases: May cause sensitization by inhalation and skin contact (R42/43)
* Safety phrases: Do not breathe dust (S22)
Wear suitable protective clothing and gloves (S36/37)
In case of accident or if you feel unwell, seek medical advice immediately (show the label where possible) (S45)
In case of accident by inhalation: remove casualty to fresh air and keep at rest (S63)
Protein C activator 1.2 U contains bovine material. All donor animals were sourced from BSE-free herds. The cattle
received ante- and post mortem health inspection by a veterinarian, and they were apparently free from infectious
and contagious material. However, the material should be treated as potentially infectious.
This product is for in vitro diagnostic use.
Reagent preparation
For microplate and test tube techniques reconstitute each reagent with 7.2 mL of water (see REAGENTS 3.)
Replace the stopper and swirl gently. Make sure of the complete reconstitution of the product. Keep reagent at
15-25°C for 10-30 min and invert before use.
EICZTE: O}h‘er reagent reconstitution volumes may apply for automated methods. Reagents are not interchangeable
etween lots.

2 vials

ired but not provi
3. Deionized water, filtered through 0.22 um or NCCLS type Il waters.
4. Human normal plasma with a Protein C activity of 100%.
Different standard dilutions are obtained by diluting normal plasma with water (see REAGENTS 3). A lyophilized
preparation of human normal plasma, calibrated against International standard for Protein C is recommended.
5. Acetic acid 20% or citric acid 2%.
Materials required but not provided:
— Spectrophotometer 405 nm (405 nm and 490 nm for microplate procedure)
— Incubator 37°C + 0.2°C
— Microplates* or semi-micro cuvettes
— Centrifuge, 2000 x g
— Plastic test tubes
— Stopwatch
— Vortex mixer
— Calibrated pipettes
— Linear graph paper
*NOTE: Do not use microplates intended for coating!

2. Protein C activator

Stability after reconstitution: 3 months at 2-8°C in the original vial.
WARNING: Do not use reagents beyond the expiry date printed on the package label. Discard if the substrate
solution appears yellow.

Specimen collection

Nine parts of freshly drawn venous blood are collected into one part trisodium citrate. Centrifugation: 2000 x g for
10-20 minutes at 20-25°C.
Refer to NCCLS document H21-A2 for further instructions on specimen collection, handling and storage.”

Quality control

Normal and abnormal controls are recommended for a complete quality control program®. Each laboratory should
establish its own mean and standard deviation and should establish a quality control program to monitor laboratory
testing. Controls should be analyzed at least every 8 hour shift in accordance with good laboratory practice. Refer in
Westgard et al for identification and resolution for out of control situations?®.

Results

Protein C results are reported in activity (%).
Expected values

is shown below.

A 405-490 nm

Bl

. .
Protein C %
Performance Characteristics

The Protein C levels measured in 95 healthy individuals, 53 males and 42 females, aged between 19 and 64 were in
the range 70 -149%. Average 103%, SD 17%.

Procedure

All Performance Characteristics included in this package insert are referred to Cobas Mira . Detailed instrument
settings including instructions for preparation of the reagents for a variety of automated instruments are available on
request from Chromogenix

Calibration

A standard curve is obtained by analyzing different dilutions of calibrated normal plasma in water® to obtain levels 0,
25, 50, 75 and 100% activity.

Microplate method

Dilution of samples and controls

Samples/controls/standards 100 pL
Water 300 pL
Mix well

Microplate Application

Add diluted samples/controls/standards to wells 25 UL
Protein C activator (20-25°C) 50 pL
Incubate at 37°C, 10 min

S-2366 (37°C) 50 pL

Incubate at 37°C, 10 min

Acetic acid 20% or citric acid 2% 50 L

Read the absorbance at 405 nm. Dual wavelength mode reading (405 and 490 nm) is preferable to compensate for
differences between microplate wells.

Refer to LIMITATIONS/INTERFERING FACTORS for information regarding sample blanks.

Test tube method

Undiluted samples/controls/standards 25 uL
Protein C activator (20-25°C) 200 pL
Incubate at 37°C, 5 min

S-2366 (37°C) 200 L
Incubate at 37°C, 5 min

Acetic acid 20% or citric acid 2% 200 pL

Read the absorbance at 405 nm.
Refer to LIMITATIONS/INTERFERING FACTORS for information regarding sample blanks.

Limitations/interfering factors

Addition of anti-human Protein C antibodies to normal plasma inhibits >98% of the amidolytic activity. Heparin levels
< 3 IU/mL do not interfere in the assay. Aprotinin inhibits activated Protein C. A low Protein C activity in aprotinin
treated patients is thus expected.

Sample blank activities should be determined and subtracted in plasmas from patients on Streptokinase therapy

as well as in plasmas where contact factor activation is suspected, such as in plasmas from DIC patients or from
individuals on oral contraceptives where cold activation may occur. The sample blank activity is determined by
substituting the Protein C activator with the same volume of sterile water.

Precision
The repeatability of the method has been determined on Cobas Mira.
Mean Within run Mean Between runs
activity CV (%) activity CV (%)

% 0.8% n=21 103% 1.7% n=5 N=7
47% 1.6% n=21 49% 2.8% n=5 N=7

n=number of replicates per series, N=number of series

These results have been obtained at Chromogenix laboratories and should be considered as examples only. Other
laboratories are requested to establish their own precision data.

Correlation

The assays show a strong correlation with Coatest Protein C:
Coamatic Protein C (microplate)

% PC (microplate) = 8.2 + 0.99x (Coatest) r=0.98 n=45
Coamatic Protein C (Cobas Mira)

% PC (Cobas Mira) = -3.7 + 0.98x (Coatest) r=0.99 n=49
Coamatic Protein C (ACL)

% PC (ACL) = 0.3 + 1.07x (Coatest) r=0.97 n=45

Recommended measuring range

The relationship between released pNA, measured as absorbance at 405 nm, and the level of Protein C is linear in
the 0-120% range of normal plasma.

Detection limit

The assays allow detection of at least 5% Protein C.

Sensitivity:

System

Cobas Mira AAbs per 1% Protein C activity: 0.0013 AAbs

Determinations/kit
Microplate method: 2 x 144 Test tube method: 2 x 36
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Para a revisao actual deste folheto informativo em Portugués, contacte o representante da Chromogenix da sua
drea.
PRECAUGOES E ADVERTENCIAS: S-2366:

 Classe de risco: nenhuma

* Frases de risco: nenhuma

* Frases de seguranga: nenhuma
Protein C Activator:
Classe de risco: Xn (Nocivo)
Frases de risco: Pode causar sensibilizagdo por inalagdo e em contacto com a pele (R42/43)
Frases de seguranca: N&o respirar as poeiras (S22)
Usar vestuario de proteccéo e luvas adequadas (S36/37)
Em caso de acidente ou de indisposi¢ao, consultarimediatamente o médico (se possivel mostrar-lhe o rétulo) (S45)
Em caso de inalagéo acidental, remover a vitima da zona contaminada e manté-la em repouso (S63)
Protein C activator 1.2 U contém material bovino. Todos os dadores animais foram fornecidos a partir de manadas
sem BSE. O gado recebeu uma inspecgao de satde ante- e post-mortem, efectuada por um veterinario,
e aparentemente nao tinham material infeccioso e contagioso. Contudo, o material deve ser tratado como
potencialmente infeccioso.
Este reagente destina-se a utilizagao em diagndstico in vitro.

Venligst rekvirer den geeldende udgave af metodeforskriften pa dansk fra den lokale Chromogenix distributer.
ADVARSEL: S-2366:

* Hazard class: Ingen

* Risk phrases: Ingen

« Safety phrases: Ingen
Protein C Activator:

* Hazard class: Xn (Sundhedsskadelig)

* Risk phrases: Kan give overfalsomhed ved indanding og ved kontakt med huden (R42/43)

* Safety phrases: Undga indanding af stov (522)

Brug seerligt j og egnede besky 1andsker (S36/37)
Ved ulykkestilfeelde eller ved ildebefindende er omgéaeende laegebehandling nedvendig; vis etiketten, hvis det
er muligt (S45)

Ved ulykkestilfeelde ved indanding bringes tilskadekomne ud i frisk luft og holdes i ro (S63)
Protein C activator 1,2 U indeholder bovint materiale. Alle donor-dyr stammer fra BSE-frie besaetninger. Hver
kalv undergik ante- og post mortem helbredsundersagelser af en dyrleege og blev fundet hverken infektiose
eller smitsomme. Dog ber materialet behandles som potentielt infektiost. Dette produkt er til in vitro diagnostisk
anvendelse.
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For aktuell revision av detta insticksblad pa svenska ber vi Er att kontakta Chromogenix distributor.
FORSIKTIGHETSATGARDER OCH VARNINGAR: S-2366:
« Faroklass: ingen
* Riskfraser: inga
* Skyddsfraser: inga
Protein C-aktivator:
* Faroklass: Xn (Halsoskadlig)
* Riskfraser: Kan ge allergi vid inandning och hudkontakt (R42/43)
* Skyddsfraser: Undvik inandning av damm (S22)
Anvénd lampliga skyddsklader och skyddshandskar (S36/37)
Vid olycksfall, ilamaende eller annan paverkan, kontakta omedelbart ldkare. Visa om mojligt etiketten (S45)
Vid olycksfall via inandning, flytta den drabbade till frisk luft och 14t vila (S63)
Protein C-aktivator 1.2 U innehaller bovint material. Alla donatordjur kom fran BSE-fria hjordar. Nétkreaturens hélsa
kontrollerades ante och post mortem av en veterinr och de var uppenbarligen fria frén infektiost och smittsamt
material. Materialet skall dock betraktas som potentiellt infektiost.
Denna produkt &r for in vitro diagnostiskt anvéndande

lMa v Tpéxouca avaBempnon auTou Tou e0WKAEIoTOU oTa EAANVIKA, napakaAoupe
EMKOVWVAOTE HE TOV TOTIKO avTinpécwro g CHROMOGENIX.
MPOZOXH:
S-2366:
* Hazard class: none
* Risk phrases: none
* Safety phrases: none
Protein C Activator:
* Hazard class: Xn ( EmPAapéc)
* Risk phrases: Mmopei va mpokalécel euaioBntonoinon dtav elonvéeTal Kat o emagr He to Séppa (R42/43)
* Safety phrases: Mn avamnvéete v okovn (S22)
Dopdte KATAAANAN TIPOCTATEUTIKY evSupacia Kat yavtia (S36/37)
Se MePIMTWON atuxfpatog 1y av aioBaveite adiabeocia {NTOTe apéow 1aTPIKK GUUBOUAR
(6ei€te TV eTIkéTT Qv eival Suvatd) (S45)
S& MEPIMTWON aTUXAHATOC AOyWw EICTIOVAG: AMOUAKPUVETE TO BUUA amd To HONUCHEVO XWPEO Kal APrOTE TO
va npepnoet (S63)
Protein C activator 1.2 U contains bovine material. All donor animals were sourced from BSE-free herds.
The cattle received ante- and post mortem health inspection by a veterinarian, and they were apparently
free from infectious and contagious material. However, the material should be treated as potentially infectious.
To mpoidv rpoopiZeTal yla dlayvwoTIKn Xprion in vitro.
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In Vitro Diagnostic Medical Device Batch code Use by Temperature limitation Consult instructions for use Control Manufacturer Authorised Representative in the European Community
In Vitro Diagnostikum Chargenbezeichnung Verwendbar bis Zulassiger Gebrauchsanweisung beachten Kontrollen Hersteller Bevollmachtigter in der Européischen Gemeinschaft
Dispositif medical de diagnostique in vitro Codigo de lote Fecha de Temperaturebereich Consulte las instrucciones de uso Control Fabricante Representante autorizado en la Comunidad Europea
Producto sanitario para diagndstico in vitro Code du lot caducidad Limite de temperatura Consulter les instructions d'utilisation Controle Fabricant Mandataire dans la Communauté européenne
Dispositivo medicodiagnostico in vitro Codice del lotto Utiliser jusque Limites de température Consultare le istruzioni per 'uso Controllo Fabbricante Mandatario nella Comunita Europea
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