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Immunoradiometrischer Test zur Bestimmung von
humanem Alpha-Fetoprotein inSerum, Plasma oder

ELSA2-AFP

AFP

Trousse pour le dosage immunoradiométrique de
I'alpha-foetoprotéine humaine dans le sérum, le

Kit for the immunoradiometric assay for a direct
quantitative determination of human alpha-

plasma ou le liquide amniotique.

Pour diagnostic In Vitro

foetoprotein in serum, plasma or amniotic fluid.

For In Vitro diagnostic use

Fruchtwasser.

Zur In Vitro-Diagnostik

La trousse contient : Kit content : Inhalt des Kits :

ELSA 4 x 24 tubes ELSA 4 x 24 tubes ELSA 4 x 24 Réhrchen
Traceur < 277,5 kBq 1x30mL Tracer < 277.5 kBq 1x30mL Tracer < 277,5 kBq 1x30mL
Calibrateur 0 1x10mL Calibrator 0 1x10mL Kalibrator 0 1x10mL
Calibrateurs 1 — 6 6 x0,5mL Calibrators 1 — 6 6 x0.5mL Kalibratoren 1 — 6 6x0,5mL
Controle 1x0,5mL Control 1x0.5mL Kontrolle 1x0,5mL
Tampon 1x31mL Buffer 1x31mL Puffer 1x31mL
Sachet plastique 1 Plastic bag 1 Plastikbeutel 1

Notice d’utilisation 1 Instruction for use 1 Gebrauchsinformation 1

Attention: Certains réactifs contiennent de I'azoture
de sodium

Warning: Some reagents contain sodium
azide

Achtung: Einige Reagenzien enthalten Natriumazid

Kit per il dosaggio immunoradiometrico dell’alfa-
feto-proteina umana
nel siero, nel plasma o nel liquido amniotico.

Per uso diagnostico In Vitro

Contenuto del kit :
ELSA 4 x 24 provette

Tracciante < 277,5 kBq 1x30mL
Calibratore 0 1x10 mL
Calibratori 1 — 6 6x0,5mL
Controllo 1x0,5mL
Tampone 1x31mL
Sacchetto di plastica 1

Istruzioni per 'uso 1

Attenzione: Alcuni reagenti contengono sodio azide

Equipo para la determinacion
inmunorradiométrica de alfafetoproteina humana
en suero, plasma o liquido amniético.

Para uso de diagnéstico In Vitro

Contenido del equipo :

ELSA 4 x 24 tubos
Trazador < 277,5 kBq 1x30mL
Calibrador 0 1x10mL
Calibradores 1 — 6 6x0,5mL
Control 1x0,5mL
Tampon 1x31mL
Bolsa de plastico 1
Instrucciones de uso 1

Precauciones: Algunos reactivos contienen azida
sédica

Aoxkipacia yia Tov padioavoooAoyiko TTpoadiopiod
TNG avBpWITIVNG AAQU-PETOTTPWTEIVIG OTOV 0OpO, TO
TTAGOHA R TO AUVIOKO UYpPO.

MNa d1ayvwoTIKA XpAon in vitro

Mepiexdueva TNG TUTTOTTOINUEVNG CUCKEUQTIOG

ELSA 4 x 24 cwNMwv

IxvnBétng < 277,5 kBq 1x30 mL
BaBuovounti 0 1x10 mL
BaBuovountég 1 -6 6x0,5mL
MapTug 1x0,5mL
PubuioTikd didAupa 1x31mL
MAaoTIKA BAKN 1

Odnyieg XprRoewg 1

Mpoooxn: Opicuéva avTidpacTApia TTepIEXouV adidlo
vaTpiou
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European conformity Conformita EBponeiickata EBponeiickoe
c e Conforme aux CE-Konformitéats- Conformidad European CbOTBETCTBUETO COOTBETCTBUE
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Diagnostic In Vitro | In Vitro Di_agnostic VitroDie:Q;wstisch lDisposi_tivo . DisPo§itivo de_ 5|qv\/(})0T|K|."] 3a uH  BUTPO In Vitro
device Diagnostico In diagnéstico In Vitro ouokeur In Vitro | AvarHocTuka [uarHocTuyeckoe
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Traceur radioactif | Radioactive tracer Radioactiver Tracciante - Padievepydg MHavkaTop npoGupku ¢
TRACER Tracer radioattivo Trazador radiactivo IXVIBETNC NOKPLITHEM
CAL Calibrateur Calibrator Kalibrator Calibratore Calibrador Babpovountg | Kanubpatop kanmbpatop
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Modifications par rapport a la version précédente :
Nouveau logo /1. Ajout de ,La trousse est destinée a un usage professionnel” /7.2 essais en double pour les calibrateurs et
le contréle / 9. Information sur le mode de lissage.

Changes from the previous version:
New logo /1.”The kit is intended for professional use” adding / 7.2 assays in duplicate for calibrators and control / 9.
Information on fitting model.

Anderungen gegeniiber der Vorgingerversion:
Neues logo /1. ,Das Kit ist fiir den professionellen Gebrauch vorgesehen® hinzufligen / 7.2 Tests in Doppelbestimmung fiir
Kalibratoren und Kontrolle / 9. Informationen zum Funktionsmodell.

Modifiche rispetto alla versione precedente:
Nuovo logo /1. Aggiunto "Il kit & destinato all'uso professionale" / 7.2 dosaggi in doppio per calibratori e controlli. / 9.
Informazioni sul modello di fitting

Cambios desde la version anterior:
Nuevo logo / 1. Se ha ariadido “El kit esta destinado a uso profesional” / 7.2 ensayos por duplicado para los calibradores y
el control. / 9. informacion sobre el modelo de ajuste

OO

AAAayég amrd Tnv Tponyoupevn ékdoon:
V€O AoyOTUTTO /1. MpoaBrikn "To KIT TTpoopileTal yia eTTayyeAUaTKn Xprion"/ 7.2 NMpooBrikn BaduovounTwy Kol 0pwy
eAéyyou yia Tn dokipaoia €1 dITTAoUV / 9. NMAnpopopieg OXETIKA PE TO HOVTEAO TTPOCAPHOYAS

NpomeHn oT NpeguIHaTa BepCUs :
HoBo noro /1.[Job6aBeHo ,KomnnekTbT € npeaHa3HayeH 3a npodecunoHanHa ynotpeba“ /7.2 nybnupaxu aHanvau 3a

KanubpartopuTte, KOHTponuTe /9. 3upaHa B CbOTBETCTBME C aHIMUickaTa Bepcus MHopMaLmsa OTHOCHO anpoKCcUMMpalLms
moaen

M3meHeHUs No cpaBHeHUIO € Npeablayliei Bepcuen:
HOBBbI NOroTun /1. goGaeneHo «HaGop NpeaHasHayYeH Ans NPodeccMoHanbHOro UCMNonb3oBaHUsA» / 7.2 aHanuabl B ABYX
aK3emMnnsipax Ans kanMbpaTopos, KOHTPONbHbIX 06pa3uos / 9. nHopmaums o Mogeny nogdopa
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1. NAME AND INTENDED USE

ELSA2-AFP is an immunoradiometric assay for a direct quantitative determination of human alpha-fetoprotein in serum, plasma or
amniotic fluid.

The kit is intended for professional use.

2. INTRODUCTION

Alpha-foetoprotein (AFP) is a 70,000 D glycoprotein, synthesized by both fetal liver and yolk sac cells. It is the major fetal component
with its maximum level reaching 3 mg/mL around the 13" week of pregnancy. In amniotic fluid, the maximum level is about 20 - 50
pg/mL in the 15™ week, and in maternal serum the maximum is in the 34" week (200 ng/mL). The newborn AFP serum level rapidly
decreases during the first year down to an adult serum level (less than 15 ng/mL). The biological role of AFP remains unclear, but it

seems to be involved in the transporting of fatty acids (especially the unsaturated).
At present, AFP assay is particularly useful in the following cases:
- In cancerology, AFP is useful for diagnosis and permits post-therapeutic follow-up of:
hepatocellular carcinomas, particularly those following liver cirrhosis,
all teratocarcinomas, particularly of the testes and ovaries,
liver metastases originating from different cancers, especially those of the digestive tract.
- In hepatology, AFP is an indicator of intense liver regeneration in viral hepatitis.
- In pediatrics, AFP assay can be used to differentiate between biliary atresia and neonatal hepatitis and to confirm hereditary

tyrosinosis.

- In obstetrics, AFP measurement can be used to diagnose fetal neural tube defects (anencephaly, spina bifida ) in maternal serum
and amniotic fluid samples taken between 16-18 weeks of pregnancy. Moreover, an increased AFP level can indicate fetal distress
or multiple pregnancy, and a decreased level can suggest toxemia, slow fetal growth or a placental tumor. An accurate
interpretation of AFP levels needs to take real gestational age into account.

3. PRINCIPLE

ELSA2-AFP is a solid phase two-site immunoradiometric assay. Two monoclonal antibodies were prepared against sterically remote
antigenic sites on the AFP molecule. The first is coated onto the ELSA solid phase, while the second, radiolabelled with iodine 125, is

used as a tracer.

The AFP molecules present in the calibrators or the samples to be tested are "sandwiched" between the two antibodies. Following the
formation of the coated antibody/antigen/iodinated antibody sandwich, the unbound tracer is easily removed by a washing step.
The radioactivity bound to the ELSA is proportional to the concentration of AFP present in the sample.

4. REAGENTS
Each kit contains enough reagents for 96 tubes. The expiry date is marked on the external label.
REAGENTS SYMBOLS | QUANTITY STORAGE
ELSA: ready for use. 4 traypacks | 2-8°C until the expiry date. Tubes removed
Anti-AFP monoclonal antibody coated on ELSA fixed of from their packs must be stored in the bag
to the bottom of the tube. 24 tubes | supplied with the Kkit.
ANTI-AFP '25]; ready for use.
125| anti-AFP monoclonal antibody, buffer, sheep 1 2-8°C until the expiry date
serum, SOd'“”.‘ azide, non-immunized mouse RACER 30 mL vial | After opening and first use, 15 days at 2-8°C.
immunoglobulins.
< 277.5 kBg (£ 7.5 pCi).
2-8°C until the expiry date.
CALIBRATOR 0: ready for use. 1 . . o
Calf serum, sodium azide. 10 mL vial | After opening and first use, 15 days at 2-8°C.
CALIBRATORS: ready for use.
Highly purified AFP (human), calf serum, sodium 6 2-8°C until the expiry date.
azide. 0.5 mL vials | After opening and first use, 15 days at 2-8°C.
3-30-100 - 250 - 500 - 800 ng/mL.*
CONTROL.: ready for use. 1
Highly purified AFP (human)**, calf serum, sodium CONTROL] . 2-8°C until the expiry date.
azide 0.5 mL vial
BUFFER: ready for use. 1
_Buffer, sodlgm azide, non-immunized mouse 31 mL vial 2-8°C until the expiry date.
immunoglobulins.
PLASTIC BAG 1

*  The values shown above are only target values; the true value of each calibrator is shown on its label. 1 ng CIS = 1 IU 1st IS

72/225.

** The acceptance range true values are printed on the vial label.
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5. PRECAUTIONS FOR USE

5.1. Safety measures

Raw materials of human origin contained in the reagents of this kit have been tested with licensed kits and found negative for the anti-
HIV 1, anti-HIV 2, anti-HCV antibodies and the HBs antigen. However as it is impossible to strictly guarantee that such products will
not transmit hepatitis, the HIV virus, or any other viral infection, all raw materials of human origin including the samples to be assayed
must be treated as potentially infectious.

Do not pipette by mouth.

Do not smoke, eat or drink in areas in which specimens or kit reagents are handled.

Wear disposable gloves while handling kit reagents or specimens and wash hands thoroughly afterwards.

Avoid splashing.

Decontaminate and dispose of specimens and all potentially contaminated materials as if they contained infectious agents. The
recommended method for doing this is autoclaving for a minimum of one hour at 121.5°C.

Sodium azide may react with lead or copper piping to form highly explosive metal azides. During waste disposal, flush the drains
thoroughly to prevent a build-up of these products.

5.2. Basic radioprotection rules

This radioactive product may only be received, purchased, stored or used by persons so authorized, and by laboratories covered by
such authorization. The solution should under no circumstances be administered to humans or to animals.

The purchase, storage, use or exchange of radioactive products are subject to the laws in force in the user's country.

The enforcement of the basic rules for handling radioactive products ensures adequate security.

A summary of these is given below:

Radioactive products must be stored in their original containers in a suitable area.

A record of the reception and storage of radioactive products must be kept up to date.

Handling of radioactive products should take place in a suitably-equipped area with restricted access (controlled zone).

Do not eat, drink, smoke or apply cosmetics in a controlled zone.

Do not mouth-pipette radioactive solutions.

Avoid any direct contact with all radioactive products by using laboratory coats and protective gloves.

Contaminated laboratory equipment and glassware must be disposed of immediately after contamination to prevent
cross-contamination of different isotopes.

Any contamination or radioactive substance loss should be dealt with in accordance with the established procedures.

All radioactive waste disposal must be carried out according to the regulations in force.

5.3. Handling precautions
Do not use kit components beyond their expiry date. Do not mix reagents from different batches. Avoid any microbic contamination of
the reagents or of the water used for washing. Fully respect the incubation conditions and the washing instructions indicated.

6. SPECIMEN COLLECTION AND PREPARATION

The assay is performed directly on serum, plasma or amniotic fluid. If the assay is performed within 24 hours, the samples should be
kept at 2-8°C. Otherwise, they should be divided into aliquots and stored deep frozen (-20°C).

Dilution

Should elevated AFP levels be suspected, the dilution is performed with the calibrator O found in the kit. It is recommended that
disposable plastic tubes be used when carrying out dilutions.

7. ASSAY PROCEDURE

7.1. Material required

Precision micropipettes or similar with disposable tips, capable of dispensing 50 pL and 300 pL. Their calibration should be checked
regularly.

Distilled water. Disposable plastic tubes. Vortex-type mixer. Circular horizontal shaker. Gamma scintillation counter calibrated for 125
iodine measurement.

7.2. Protocol

All reagents must be brought to room temperature (18-25°C) at least 30 minutes before their use. Dispensing the reagent into the
ELSA tubes is also carried out at room temperature (18-25°C).

The assay requires the following groups of tubes: O calibrator group for the determination of non-specific binding, Calibrator groups to
establish the calibrator curve,Control group for the control, Sx groups for the samples to be assayed. It is recommended that the
assay be performed in duplicate for the calibrators, the control and the samples.

Respect the order in which reagents are to be added:

Dispense 300 pL of buffer solution into all ELSA tubes.

Add 50 uL of calibrators, control or samples into the corresponding groups of tubes.

Gently mix each tube with a vortex type mixer.

Incubate for 30 minutes at room temperature (18-25°C) under shaking (400 rpm).



@ (€ ELSA2-AFP
Cisbio Bioassays - February 2017 - Model 29

Wash the ELSA tubes as follows:

Aspirate the content of the tubes as completely as possible.

Add 3.0 mL of distilled water to each tube before emptying them again.

Repeat the process once.

To obtain reliable and reproducible results, the different washing steps have to be performed correctly. As much as possible of the
incubation and washing solutions must be removed. If the washing is carried out manually, the tip of the aspirating device must be
placed right at the bottom of the ELSA tube.

Dispense 300 uL of 251 anti-AFP monoclonal antibody into each ELSA tube.

Incubate for 30 minutes at room temperature (18-25°C) under shaking (400 rpm).

Wash the ELSA tubes as previously described.

Measure the radioactivity bound to the ELSA with a gamma scintillation counter.

8. QUALITY CONTROL
Good laboratory practices require that quality control samples be used in each series of assays to check the quality of the results
obtained. All specimens should be treated identically, and result analysis using the appropriate statistical methods is recommended.

9. RESULTS

For each group of tubes, calculate the mean counts after subtracting the background. Draw up the calibrator curve by plotting the
calibrators’ cpm against their concentrations.

Read the sample values directly from the curve, correcting the read value for the dilution factor if necessary.

The spline mathematical fitting model is recommended for calibration curve. Other fitting model may give slightly different results.

Typical calibrator curve (example only): this data must under no circumstances be substituted for results obtained in the laboratory.

® — ® Normal scale e—e Wider scale
Tube Mean Concentration 7500 2
ng/mL

Groups cpm oo .
Calibrator 0 110 0 w000
Calibrator 1 603 3 £ £ 10000
Calibrator 2 5112 30 % 0000 ’
Calibrator 3 17281 100
Calibrator 4 37504 250 15000 sowe
Calibrator 5 54872 500
Calibrator 6 64852 800 o Py 500 s N m w7 1o
Control 1754 10 AFP ngimi AFP ngimi

10. PROCEDURAL LIMITATIONS
Samples which show turbidity, haemolysis, hyperlipemia or contain fibrin may give misleading results.
Do not extrapolate sample values beyond the last calibrator. Dilute the samples concerned and re-assay.

11. EXPECTED VALUES

The values given below are only indicative and it is recommended for each laboratory to establish its own normal range.
Distribution of normal values

These values have been obtained on presumably healthy subjects from both sexes

Number of cases

nglml AFP Usual AFP values during pregnancy

400
350 +
300 +
250 +
200 +
150 A
100 A
50 o

0

70

n =220
x = 2,55 ng/mL
D.S =1,58 ng/mL
96,4 % < 6 ng/mL

5 10 15 20 25 30 35 40 Week

0-1 12 23 34 45 56 6-7 78 89 9-10
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12. SPECIFIC CHARACTERISTICS OF THE ASSAY

12.1. Imprecision
This has been assessed using 3 samples with different concentrations. They were tested either 30 times in the same series of assays

or in duplicate in 15 different series.

Samples X ng/mL Intra-run CV % Samples X ng/mL Inter-run CV %
1 26.9 4.0 4 27.0 4.9
2 222 4.8 5 244 4.2
3 437 5.3 6 460 6.5

12.2. Recovery test
Known quantities of AFP were added to human sera. The recovery percentages of AFP in the samples ranged from 97.7 to 101.7%.

12.3. Specificity
The antibodies used in this assay guarantee a measurement which is completely specific for AFP.

12.4. Detection limit
The detection limit is defined as being the smallest detectable concentration different from zero with a probability of 95%. It has been
assessed as being 0.5 ng/mL.

12.5. Interference

No interference with bilirubin, haemoglobin, and triglycerides, measured up to respective concentrations of equal to 250 mg/L,

10 g/L, and 20 g/L, has been observed.

The immunoassay is protected against any human anti-mouse antibody (HAMA) interference by the addition of a protector to the
tracer (non-specific mouse immunoglobulins). However, we can not guarantee that this protection is exhaustive.

ASSAY FLOW CHART

Calibrators

Buffer Control Incubate for 125 Incubate for
Tubes Samples 30 minutes anti-AFP | 30 minutes
uL uL at 18-25°C uL at 18-25°C

Calibrators und_er undgr

300 50 shaking 300 shaking Count

Control 300 50 Wash twice 300 Wash twice
with distilled with distilled

Samples 300 50 water 300 water
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