Kdpna zmluva ¢. 2202118004_Z2

uzatvorend v zmysle §409 a nasl. Obchodného zdkonnika

l. Zmluvné strany

1.1 Objednavatel:
Obchodné meno: Slovenska zdravotnicka univerzita v Bratislave
Sidlo: Limbova 12, 83303 Bratislava , Slovenska republika
ICO: 00165361
DIC: 2020341895
IC DPH:
Telefon: +421259370681

1.2 Dodavatel:

Obchodné meno:

Eurolab Lambda a.s.

Sidlo: T. Milkina 2, 91701 Trnava, Slovenska republika
ICO: 35869429

DIC: 2021755208

IC DPH: SK2021755208

Bankové spojenie: IBAN: SK0311110000001436992009

Telefon: 0335341448

Il. Predmet zmluvy

2.1 VSeobecna Specifikacia predmetu Zmluvy:
Nazov: Diagnostika
Klacové slova: diagnostika

CPV: 33141625-7 - Diagnostické supravy; 33694000-1 - Diagnostické &inidla; 60000000-8 -
Dopravné sluzby (bez prepravy odpadu)

Druhly: Tovar; Sluzba

22 Funkéna a technicka Specifikacia predmetu Zmluvy:
Polozka €. 1:

Néakup novych, nepouzivanych komponentov vratane balenia, dopravy, nakladov na manipuléciu, vyloZenia na konkrétne
pracovisko uvedené v objednavke a inych nakladov potrebnych na realizaciu zakazky.

Diagnostika

Objednavatel u tovarov identifikovanych konkrétnym vyrobcom, znackou alebo typom pripista dodanie ekvivalentnych tovarov
s plnohodnotnymi vlastnostami na identické pouzitie v zmysle funkénej a technickej Specifikacie a obvyklej praxe a zaroven so
zabezpecenim bezpodmienefnej kompatibility s laboratérnymi produktami, pouzitie ktorych je nevyhnutné s pozadovanymi
tovarmi, a to bez nutnosti dalSich nakladov na strane objednavatela.

V pripade ekvivalentnych tovarov objednavatel pozaduje predlozit u kazdej ekvivalentnej polozky bezplatna vzorku, ktora bude
vyskuSana pracoviskom objednavatela pri praci v laboratériu.

IMUNO antiTransglutaminase IgA kit kat.c.9105 kit 3

IMUNO antiTransglutaminase IgG kit kat.¢.9106 kit

Tovar s minimalne 12 mesacnou exspiraciou

23 Osobitné poziadavky na plnenie:
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Pokial objednavatel nepotvrdi, Ze akceptuje predlozenu cenovu a technicku Specifikaciu predmetu zakazky, neméze dojst k
plneniu zmluvy.

Sucastou dodavky je povinne dodaci list, ktory obsahuje najma &islo zmluvy z EKS, supis poloziek dodaného tovaru, jeho
mnozstvo jednotkovu cenu bez dph a s dph a celkovu cenu bez dph a s dph a faktura, ktora obsahuje jednotkovu cenu bez
dph a s dph a celkovu cenu bez dph a s dph

Dodavatel je povinny dodat predmet plnenia novy, nepouzivany a neposkodeny, nie repasovany a sucasne certifikovany a
schvaleny na dovoz a predaj v Slovenskej republike / v Eurdpskej Unii a vyhovujici platnym medzinarodnym normam, STN a
v§eobecne zavaznym pravnym predpisom SR a EU.

NedodrzZanie vSeobecnej, funkénej a technickej Specifikacie predmetu zakazky je podstatnym poruSenim zmluvy a ma za
nasledok odstlupenie objednavatela od zmluvy, nahradu $kody a udelenie negativnej referencie.

Odberatel pozaduje splatnost faktury minimalne 30 dni. Do faktury pozadujeme uviest €islo kipnej zmluvy.

Predavajlci sa zavézuje v pripade omeskania s dodanim tovaru pisomne alebo faxom poZiadat kupujiceho o predizenie
terminu dodania tovaru s uvedenim dévodov, ktoré mu branili dodat tovar v€as

Zmluvné strany sa dohodli, Ze dodavatel nie je opravneny postupit akékolvek svoje pohladavky voci objednavatelovi podla §
524 Obcianskeho zakonnika plynuce z tejto zmluvy alebo suvisiace s touto zmluvu na treti subjekt bez predchadzajuceho
pisomného suhlasu objednavatela. Pravny ukon, na zaklade ktorého dodavatel postupi svoje pohladavky bez
predchadzajuceho suhlasu objednavatela na tretiu osobu, je podla Obcianskeho zakonnika neplatny. Akykolvek suhlas
objednavatela s postupenim pohladavok je platny iba v pripade, ak nar bol udeleny predchadzajuci pisomny suhlas
Ministerstva zdravotnictva SR.

24 Prilohy opisného formulara Zmluvy:

lll. Zmluvné podmienky

3.1 Miesto plnenia Zmluvy:

Stat: Slovenska republika
Kraj: Bratislavsky

Okres: Bratislava

Obec: Bratislava

Ulica: Limbova 14

3.2  Cas/lehota plnenia zmluvy:
10.09.2021 08:00:00 - 22.09.2021 12:00:00

3.3 Dodéavané mnozstvo/ rozsah zmluvného plnenia:

Jednotka: sada
Pozadované mnozZstvo: 1,0000

3.4 Prava a povinnosti zmluvnych stran podla tejto Zmluvy sa spravuju Obchodnymi podmienkami elektronického
trhoviska verzia 3.7, u€inna zo dna 2.8.2021 , ktoré tvoria neoddelite/nu prilohu tejto Zmluvy.

IV. Zmluvna cena
41 Celkova cena predmetu Zmluvy bez DPH: 658,50 EUR
4.2 Sadzba DPH: 10,00
4.3 Celkova cena predmetu Zmluvy vratane DPH: 724,35 EUR

V. Zaverecné ustanovenia

5.1 Tato Zmluva bola uzavreta automatizovanym spdsobom v ramci Elektronického kontraktaéného systému a v zmysle
Obchodnych podmienok elektronického trhoviska verzia 3.7, u¢inna zo dna 02.08.2021, ktoré tvoria jej prilohu ¢&. 1.
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5.2

5.3

5.4

5.5

5.6

Tato Zmluva nadobuda platnost driom jej uzavretia a i¢innost za podmienok definovanych v Obchodnych
podmienkach elektronického trhoviska uvedenych v bode 5.1 tejto zmluvy.

Tato Zmluva vratane jej priloh predstavuje uplnd dohodu zmluvnych stran o jej predmete. VedlajSie dohody k tejto
zmluve neexistuju.

Tato Zmluva je vyhotovena v elektronickej podobe v Styroch vyhotoveniach, po jednom pre kazdu zmluvnu stranu,
jedno vyhotovenie bude zaslané na zverejnenie v Centralnom registri zmliv Uradu vlady Slovenskej republiky a jedno
bude zverejnené v Centralnom registri zmlav trhoviska.

Tuto Zmluvu bude mozné menit a doplifiat za podmienok stanovenych prislu§nymi véeobecne zavaznymi pravnymi
predpismi len vo forme pisomného a Cislovaneho dodatku podpisaného oboma zmluvnymi stranami.

Tato Zmluva ma nasledovné prilohy:
Priloha €.1 Obchodné podmienky elektronického trhoviska verzia 3.7, uc¢inna zo dna 02.08.2021,
https://portal.eks.sk/SpravaOpet/Opet/VerejnyDetail/

Priloha €.2 Vlastny navrh pinenia zakazky 2202118004

V Bratislave, dria 07.09.2021 10:48:01

Objednavatel:
Slovenska zdravotnicka univerzita v Bratislave
konajuci prostrednictvom osoby poverenej zastupovat Objednavatela v ramci elektronického trhoviska

Dodavatel:
Eurolab Lambda a.s.
konajuci prostrednictvom osoby poverenej zastupovat Dodavatela v ramci elektronického trhoviska
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Vlastny navrh plnenia zakazky 2202118004

Zakazka
Identifikator 7202118004
Nazov zakazky Diagnostika

Verejny detail zakazky

https://portal.eks.sk/SpravaZakaziek/Zakazky/Detail/311761

Dodavatel

Obchodny nazov

Eurolab Lambda a.s.

ICO

35869429

Sidlo

T. Milkina 2, Trnava, 91701, Slovenska republika

Datum a Cas predlozZenia

31.8.2021 13:22:39

Hash obsahu navrhu pinenia

KTOUsrAMwkY ciW8AJT3gN7eiuOpHAuu1HmMvAzy2kRIY=

Vlastny navrh plnenia

Polozka 1

Diagnostika

Dodavatelom uvedeny popis vlastného navrhu pinenia:
kat. ¢. 9105 EU-tTG IgA ELISA (96 Tests)
kat. ¢. 9106 EU-tTG IgG ELISA (96 Tests)

Prilohy:

Eu-tTG IgG 9106.pdf (pribalovy letak )
Eu-tTGIgA 9105.pdf (pribalovy letak )
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Eurospital\
-

Eu-tTG® IgA

umana

Enzyme immunoassay for the determination of specific
IgA antibodies against tissue transglutaminase in human
serum.

For in vitro diagnostic use only.

Application field

Eu-tTG" IgA can be used for the quantitative determination
of IgA specific antibodies directed against the enzyme tissue
transglutaminase in the human serum.

Principle of the procedure

Eu-tTG" IgA is a sandwich type enzyme immunoassay. The
human recombinant tissue transglutaminase enzyme is
attached to microtitration wells. Antigen-specific antibodies
in the patient’s serum bind to the antigens. Non-specific
antibodies are removed by washing. Horse-radish peroxidase
labelled goat anti-human IgA are added and bind to human
antibodies inthe well. The excess conjugate is washed away;
then a chromogenic substrate is added. After an appropriate
incubation period, the 0.D. value is measured by means of
a EIA reader (nm 450).

Materials provided with the kit
(quantity sufficient for 96 tests)

Solid phase (human recombinant antigen) 12x8 wells
Enzyme-antibody conjugate

(anti-human IgA, goat) 1x15 ml
Calibrators (human) 5x1,5 ml
Positive Control (human) 1x1,5ml
Negative control (human) 1x1,5ml
Sample diluent 2x50 ml
Substrate 1x15 ml
Washing solution (20x) 1x50 ml
Stop solution 1x15 ml

Composition of supplied reagents/materials

Solid phase

12 strips of 8 wells coated with human recombinant antigen,
polyethylene vacuum-sealed bag containing a desiccant.
Conjugate (anti-human IgA, goat)

1 vial containing 15 ml horse-radish labelled anti-human
IgA antibodies (goat) in a buffer solution with Proclin 300
as a preservative.

®

Calibrators

5 vials containing 1,5 ml positive serum (human) in a buffer
solution with Proclin 300 as a preservative. Calibrators values
are reported in Units (U/ml) and printed on the vial label.
Calibrators are ready to use.

Positive control

1 vial containing 1,5 ml positive control serum (human) in
a buffer solution with Proclin 300 as a preservative. Ready
to use.

Negative control

1 vial containing 1,5 ml negative control serum (human) in
a buffer solution with Proclin 300 as a preservative. Ready
to use.

Sample diluent

2 vials containing 50 ml buffer solution with Proclin 300 as
a preservative.

Substrate (TMB)

One vial containing 15 ml chromogenic buffer solution.
Washing solution

1 vial containing 50 ml concentrate solution (20x) with
detergents and Proclin 300 as a preservative.

Stop solution

One vial containing 15 ml H,S0, 0,5M.

Materials required but not provided
1. ElIA reader (450 nm)

2. Precision pipettes (5, 10 and 1000 ul)
3. Distilled water.

Performance criteria and limits of the procedure

The test allows the detection of anti-tissue transglutaminase
antibodies in human serum thus enabling to distinguish
between coeliac patients and healthy subjects. The
dynamic range of the system range between 0 and 100
Units (U/ml).

1. Intra-assay
5 reference sera were tested 6 times in the same run. The
results are reported below:

Serum 1 2 3 4 5

Mean (U/ml) 1381 2420 10,78 383 593
S.D. 1,307 1,283 1,338 0,210 0,561
CV% 95 53 124 55 95

2. Inter-assay variation
5 reference sera were tested 2 times in 3 different runs. The
results are reported below:
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Serum 1 2 3 4 5
Mean (U/ml) 2533 1140 19,03 397 597
S.D. 1,155 0,557 1,137 0,306 0,252
CV% 4,6 4,9 6,0 7.7 4,2

3. Inter-lotto variation
5 reference sera were tested in duplicate using 3 different
batches. The results are reported below:

Serum 1 2 3 4 5
Mean (U/ml) 245 445 15,05 26,07 68,48
S.D. 0,132 0,250 0,150 1,304 1,973
CV% 54 56 1,0 5,0 29

4. Diagnostic sensitivity
Serafrom 130 clinically diagnosed adult coeliac patients were
tested. The found value was 99,2%.

5. Diagnostic specificity
Sera from 150 healthy subjects were tested. The found
value was 98,7%.

Storage

All reagents must be stored at 2-8°C and used before the
expiration date printed on the vial label. Avoid exposure
to high temperature, direct sunlight or extreme humidity
conditions.

Stability after first use
All the components of the kit are stable for 60 days in their
original container if stored at 2-8°C.

Stability during transportation
Anaccelerate stability test proved that all reagents are stable
after 96 hours at 37°C.

Preparation of reagents

Washing solution

Prepare the washing solution by diluting the content of the
whole vial with distilled or deionised water to a final volume
of 1000 ml.

Sample collection

Eu-tTG" IgA requires serum. It is important to preserve the
integrity of the blood sample fromits collection till the end of the
test. Perform phlebotomy using anon-traumatic venupuncture
technique. Allow blood to clot for at least 20-30 minutes,
until the clot starts to retract. Before centrifugation, remove
the clot from the collection tube walls. It is not necessary to
add preservatives to the serum to keep integrity of the serum
sample. Samples should be stored at 2- 8°C and assayed
within 24 hours after collection. If the test cannot be run

®

within 24 hours, serum sample should be frozen (aliquots).
Avoid repeated freezing and thawing of serum. Do not use
automatic-defrost-freezers, as samples might undergo to
repeated freezingand thawing cycles which might denaturate
class IgA antibodies and lead to wrong results. Avoid use of
lipemic, hemolized or contaminated serum samples.

Sample dilution

Sample must be diluted 1:101 (10 ul serumin 1,0 ml sample
diluent) before use. Diluted samples can be stored for 24
hours at 4°C or for a week at -20°C.

Procedure

Allow all the reagents to reach room temperature. Define
the appropriate amount of patients sera needed to complete
the test. Prepare the samples by diluting each serum 1:101
and mix well. The calibrator and the controls provided
with the kit are ready to use, are not to be diluted and
must be included in each test run. Place the required
number of strips into the plate-holder and make sure they
are well fixed.

1. Pipette 100 ul of each calibrator in the first wells (A1-B1,
... A2-B2).

2. Pipette 100 ul of negative control, 100 ul of positive
controland 100l of diluted samples (1:101) in the remaining
wells.

3. Cover the wells in order to prevent evaporation and
incubate for 45 minutes at room temperature (RT).

4. After incubation remove the liquid completely.

5. Pipette 300 ul/well of washing solution and then remove
the liquid from the wells.

6. Repeat this step 3 times.

7. Pipette 100 ul anti-IgA conjugate in each well.

8. Cover the wells in order to prevent evaporation and
incubate for 30 minutes at RT.

9. Repeat washing steps as above.

10. Pipette 100 ul substrate in each well.

11.Cover the wells in order to prevent evaporation and
incubate for 15 minutes at RT.

12. Stop the reaction by adding 100 ul Stop Solution.
13.Read the results by means of an EIA reader at 450 nm.

Calculation of results

Analyse results by means of a point-to-pointlinear regression.
In case of manual calculation, define the average 0.D. value
for both Calibrator and samples tested in duplicate. Plot the
the average OD values of calibrators on the Y axis and the
concentration of calibrators on x-axis on a lin-lin graph paper.
The obtained calibration curve will be used to calculate the
U/ml values of each sample.

Quality control

The 0D value of the Calibrator S5 must be higher than 1,3.
It is possible to check the development of the reaction by
reading the absorbance values with a filter at 620 nm. After
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addition of the stop solution, OD values around 0,6 correspond
to approx. 1,8 - 2,0 OD at 450 nm. The concentration of the
Calibrators is printed on the vial label. The ranges of the
Positive and Negative Controls are printed on the vial label.
In case of values falling outside the assigned range, the
test must be repeated. If one of the situation listed above
is still present after the new run, please contact the local
distributor and/or the manufacturer. The certificate of analysis
of the product is available at the manufacturer and can be
provided upon request.

Reference limits

Good laboratory practice indicates that each laboratory should
establish its own range of normal values using a statistically
significant number of samples before assigning a clinical
value to this test. Further, internal controls should also be
testedto verify components and test procedure performance.
Therefore, each laboratory should establish its own cut-off
value. An internal test gave the following cut-off:

Negative values: <9,0 U/ml
Borderline values: 9,0+16,0 U/ml
Positive values: >16,0 U/ml

Limitation of the procedure

1. Theresults obtained by this test must be used as diagnostic
support only.

2. Reproducibility of results depends upon an accurate
pipetting technique, proper application of incubation times
and temperatures, accurate washing steps and reagents
preparation.

3. If patients are affected by Total Serum IgA deficiency,
results may be negative to Eu-tTG IgA as this condition is
normally associated to coeliac disease. In this case, the
search of class IgG anti-tissue transglutaminase antibodies
is recommended (Eu-tTG IgG).

Precautions

1. Allow the reagents to reach room temperature
(15-25°C) before starting the test.

2. Concentration of Proclinusedas preservative in the reagent
solutions is lower than 0.1% (w/w).

3. All sera used in this kit were found to be not reactive
for Hepatitis B surface antigen (HBsAg), for anti-HCV and
anti- HIV | and IIl. However, this material should be handled
as potentially infectious.

4. Note: All kit components have been tested and
standardised as a single unit. It is very important not to
interchange reagents from different lots.

5. Use new pipette tips for each sample, control and reagent
in order to avoid cross-contamination.

6. TMB-substrate has an irritant effect on skin and mucosa.
In case of possible contact, wash eyes with an abundant
volume of water and skin with soap and abundant water.

®

\Wash contaminates objects before reuse them. If inhalated,
take the person at open air.

1. If the outer package is damaged, please check carefully
that all items listed in the section “Supplied materials” are
present and unbroken. Check specially that vacuum is still
present in the polyethylene bag containing the microtitre
wells. In case of either liquid leakage from vials or lack of
vacuum in the bag, the kit cannot be used.

8. Dispose of materials containing human serum or previously
in contact with it and residual reagents as dangerous special
waste. Dispose of according to local laws.

Bibliography
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Eu-tTG® IgG

umana

Enzyme immunoassay for the determination of specific
IgA antibodies against tissue transglutaminase in human
serum.

For in vitro diagnostic use only.

Application field

Eu-tTG" IgG umana can be used for the guantitative
determination of IgG specific antibodies directed against the
enzyme tissue transglutaminase in the human serum..

Principle of the procedure

Eu-tTG" IgG is a sandwich type enzyme immunoassay. The
human recombinant tissue transglutaminase enzyme is
attached to microtitration wells. Antigen-specific antibodies
in the patient’s serum bind to the antigens. Non-specific
antibodies are removed by washing. Horse-radish peroxidase
labelled goat anti-human IgG are added and bind to human
antibodies in the well. The excess conjugate is washed away;
then a chromogenic substrate is added. After an appropriate
incubation period, the 0.D. value is measured by means of
a EIA reader (nm 450).

Materials provided with the kit
(quantity sufficient for 96 tests)

Solid phase (human recombinant antigen) 12x8 wells
Enzyme-antibody conjugate

(anti-human IgG, goat) 1x15 ml
Calibrators (human) 5x1,5 ml
Positive Control (human) 1x1,5ml
Negative control (human) 1x1,5ml
Sample diluent 2x50 ml
Substrate 1x15 ml
Washing solution (20x) 1x50 ml
Stop solution 1x15 ml

Composition of supplied reagents/materials

1. Solid phase

12 strips of 8 wells coated with human recombinant antigen,
polyethylene vacuum-sealed bag containing a desiccant.

®

2. Conjugate (anti-human IgG, goat)

1 vial containing 15 ml horse-radish labelled anti-human
IgG antibodies (goat) in a buffer solution with Proclin 300
as a preservative.

3. Calibrators

5 vials containing 1,5 ml positive serum (human) in a buffer
solution with Proclin 300 as a preservative. Calibrators values
are reported in Units (U/ml) and printed on the vial label.
Calibrators are ready to use.

4. Positive control

1 vial containing 1,5 ml positive control serum (human) in
a buffer solution with Proclin 300 as a preservative. Ready
to use.

5. Negative control

1 vial containing 1,5 ml negative control serum (human) in
a buffer solution with Proclin 300 as a preservative. Ready
to use.

6. Sample diluent

2 vials containing 50 ml buffer solution with Proclin 300 as
a preservative.

1. Substrate (TMB)

One vial containing 15 ml chromogenic buffer solution.

8. Washing solution

1 vial containing 50 ml concentrate solution (20x) with
detergents and Proclin 300 as a preservative.

9. Stop solution

One vial containing 15 mI H,S0, 0,5M.

Materials required but not provided
1. EIA reader (450 nm)

2. Precision pipettes (5, 10 and 1000 ul)
3. Distilled water.

Performance criteria and limits of the procedure

The test allows the detection of anti-tissue transglutaminase
antibodies in human serum thus enabling to distinguish
between coeliac patients and healthy subjects. The
dynamic range of the system range between 0 and 100
Units (U/ml).

1. Intra-assay
5 reference sera were tested 6 times in the same run. The
results are reported below:
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Serum 1 2 3 4 5
Mean (U/ml) 1260 4298 832 1201 11,0
S.D. 1,671 4,414 0,409 0,800 0,778
CV% 125 103 4.9 6,7 71

2. Inter-assay variation
5 reference sera were tested 3 times in 3 different runs. The
results are reported below:

Serum 1 2 3 4 5
Mean (U/ml) 13,73 46,23 893 1347 11,73
S.D. 1,097 2,909 0,808 0,902 0,153
CV% 8,0 6.3 9,0 6.7 1.3

3. Inter-lot variation
5 reference sera were tested in duplicate using 3 different
batches. The results are reported below:

Serum 1 2 3 4 5
Mean (U/ml) 10,32 17,60 14,57 19,27 42,25
S.D. 0,681 0,265 1549 0,778 0,876

CV% 6.6 1.5 106 4,0 21

4. Diagnostic sensitivity
Serafrom 179clinically diagnosed adult coeliac patients were
tested. The found value was 58,7%.

5. Diagnostic specificity
Sera from 276 healthy subjects. The found value was
94,6%.

Storage

All reagents must be stored at 2-8°C and used before the
expiration date printed on the vial label. Avoid exposure
to high temperature, direct sunlight or extreme humidity
conditions.

Stability after first use
All the components of the kit are stable for 60 days in their
original container if stored at 2-8°C.

Stability during transportation
Anaccelerate stability test proved thatall reagents are stable
after 96 hours at 37°C.

Preparation of reagents

Washing solution

Prepare the washing solution by diluting the content of the
whole vial with distilled or deionised water to a final volume
of 1000 ml.

®

Sample collection

Eu-tTG" IgG umana requires serum. Itisimportant to preserve
the integrity of the blood sample from its collection till the
end of the test. Perform phlebotomy using a non-traumatic
venupuncture technique. Allow blood to clot for at least 20-30
minutes, until the clot starts to retract. Before centrifugation,
remove the clot from the collection tube walls. It is not
necessary to add preservatives to the serum to keep integrity
of the serum sample. Samples should be stored at 2- 8°C and
assayed within 24 hours after collection. If the test cannot be
run within 24 hours, serum sample should be frozen (aliquots).
Avoid repeated freezing and thawing of serum. Do not use
automatic-defrost-freezers, as samples might undergo to
repeated freezing and thawing cycles which might denaturate
class IgG antibodies and lead to wrong results. Avoid use of
lipemic, hemolized or contaminated serum samples.

Sample dilution

Sample must be diluted 1:101 (10 ul serumin 1,0 ml sample
diluent) before use. Diluted samples can be stored for 24
hours at 4°C or for a week at -20°C.

Procedure

Allow all the reagents to reach room temperature. Define
the appropriate amount of patients sera needed to complete
the test. Prepare the samples by diluting each serum 1:101
and mix well. The calibrator and the controls provided
with the kit are ready to use, are not to be diluted and
must be included in each test run. Place the required
number of strips into the plate-holder and make sure they
are well fixed.

1. Pipette 100 ul of each calibrator in the first wells (A1-B1,
... A2-B2).

2. Pipette 100 ul of negative control, 100 ul of positive
controland 100 ul of diluted sample (1:101) in the remaining
wells.

3. Cover the wells in order to prevent evaporation and
incubate for 45 minutes at room temperature (RT).

4. After incubation remove the liquid completely.

5. Pipette 300 ul/well of washing solution and then remove
the liquid from the wells.

6. Repeat this step 3 times.

7. Pipette 100 ul anti-lgG conjugate in each well.

8. Cover the wells in order to prevent evaporation and
incubate for 30 minutes at RT.

9. Repeat washing steps as above.

10. Pipette 100 ul substrate in each well.

11.Cover the wells in order to prevent evaporation and
incubate for 15 minutes at RT.

12. Stop the reaction by adding 100 ul Stop Solution.
13.Read the results by means of an EIA reader at 450 nm.
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Calculation of results

Analyse results by means of a point-to-point linear regression.
In case of manual calculation, define the average 0.D. value
for both Calibrator and samples tested in duplicate. Plot the
the average 0D values of calibrators on the Y axis and the
concentration of calibrators on x-axis on a lin-lin graph paper.
The obtained calibration curve will be used to calculate the
U/ml values of each sample.

Quality control

The 0D value of the Calibrator S5 must be higher than 1,3.
It is possible to check the development of the reaction by
reading the absorbance values with a filter at 620 nm. After
addition of the stop solution, OD values around 0,6 correspond
to approx. 1,8 - 2,0 0D at 450 nm. The concentration of the
Calibrators is printed on the vial label. The ranges of the
Positive and Negative Controls are printed on the vial label.
In case of values falling outside the assigned range, the
test must be repeated. If one of the situation listed above
is still present after the new run, please contact the local
distributor and/or the manufacturer. The certificate of analysis
of the product is available at the manufacturer and can be
provided upon request.

Reference limits

Good laboratory practice indicates that each laboratory should
establish its own range of normal values using a statistically
significant number of samples before assigning a clinical
value to this test. Further, internal controls should also be
tested to verify components and test procedure performance.
Therefore, each laboratory should establish its own cut-off
value. An internal test gave the following cut-off:

< 20,0 U/ml
>20,0 U/ml

Negative values:
Positive values:

Interpretation of the results

In order to achieve a proper serologic diagnosis by means
of the combined use of Eu-tTG" IgA umana and Eu-tTG" IgG
umana, it is advisable to refer to the following table.

Patients without Total serum IgA deficiency

Eu-tTG" IgA Eu-tTG" 1gG
Positive > 16 Negative > 20
Positive serology for coeliac disease.
Eu-tTG" IgA Eu-tTG" IgG
Borderline 9 +16 Positive > 20

Positive serology for coeliac disease.
HLA DQ2/DQ8 typing is recommended.

Eu-tTG® IgA Eu-tTG" I9G
Negative <9 Negative < 20

Negative serology for coeliac disease.

Patients with Total serum IgA deficiency

Eu-tTG® IgA Eu-tTG® IgG
Negative <9 Negative < 20
Negative serology for coeliac disease.
Eu-tTG® IgA Eu-tTG” IgG
Negative <9 Positive > 20

Positive serology for coeliac disease. HLA DQ2/DQ8 typing and
Total Serum IgA test are recommended.

Limitation of the procedure

1. Theresults obtained by this test mustbe used as diagnostic
support only.

2. Reproducibility of results depends upon an accurate
pipetting technique, proper application of incubation times
and temperatures, accurate washing steps and reagents
preparation.

Precautions

1. Allow the reagents to reach room temperature
(15-25°C) before starting the test.

2. Concentration of Proclinusedas preservativein the reagent
solutions is lower than 0.1% (w/w).

3. All sera used in this kit were found to be not reactive
for Hepatitis B surface antigen (HBsAg), for anti-HCV and
anti- HIV I and II. However, this material should be handled
as potentially infectious.
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4. Note: All kit components have been tested and
standardised as a single unit. It is very important not to
interchange reagents from different lots.

5. Use new pipette tips for each sample, control and reagent
in order to avoid cross-contamination.

6. TMB-substrate has an irritant effect on skin and mucosa.
In case of possible contact, wash eyes with an abundant
volume of water and skin with soap and abundant water.
Wash contaminates objects before reuse them. If inhalated,
take the person at open air.

1. If the outer package is damaged, please check carefully
that all items listed in the section “Supplied materials” are
present and unbroken. Check specially that vacuum is still
present in the polyethylene bag containing the microtitre
wells. In case of either liquid leakage from vials or lack of
vacuum in the bag, the kit cannot be used.

8. Dispose of materials containing human serum or previously
in contact with it and residual reagents as dangerous special
waste. Dispose of according to local laws.
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