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INSPEKCJA WETERYNARYJNA

MAZOWIECKI WOJEWODZKI
LEKARZ WETERYNARII
Pawetl Jakubczak
WYKONAWCY
- WSZYSCY -
Nasz znak: WIW-AD.272.78.2019 - Pakiet 2
Dot. sprawy nr: pismo z dnia:

Wyjasnienie tresci specyfikacji istotnych

warunkow zamoéwienia

Dzialajac na podstawie art. 38 ust. 2 ustawy z dnia 29 stycznia 2004 r. Prawo
zamoéwien publicznych (Dz. U. z 2018 r., poz. 1986 z pdzniejszymi zmianami)
Wojewodzki Inspektorat Weterynarii z siedziba w Siedlcach przesyta odpowiedzi na
zadane pytania Wykonawcy dotyczace tresci specyfikacji istotnych warunkéw
zamowienia w postepowaniu o udzielenie zamoéwienia publicznego nr sprawy
WIW-AD.272.78.2019 na dostawe zestawow diagnostycznych do wykrywania
wirusa ASF dla Zakladu Higieny Weterynaryjnej w Warszawie — Pakiet 2:
Dostawa zestawow diagnostycznych do wykrywania DNA wirusa afrykanskiego
pomoru swin (ASF) u swin i dzikow:

Pytanie do pakietu 2:
Pytanie nr 1: Czy Zamawiajacy dopusci zestaw diagnostyczny do wykrywania i

izolacji DNA wirusa afrykanskiego pomoru $win (ASFv) u §win i dzikoéw posiadajacy
kontrole egzogenna? Oferowany test z kontrola egzogenng posiada walidacje EURL-
ASF (European Union Reference Laboratory for ASF) i jest umieszczony w
aktualnym ,Wykazie testow do diagnostyki in vitro”, prowadzonym przez Gléwnego
Lekarza Weterynarii oraz zostal zgltoszony do rejestracji przez Swiatowa Organizacji
ds. Zdrowia Zwierzat (OIE) w kierunku badan nad ASF - dokumenty w zalaczniku.
Odpowiedz nr 1: Zamawiajacy nie dopuszcza zestawdow diagnostycznych do

wykrywama i IZOlaCJl DNA wirusa afrykanskiego pomoru swin (ASFv) u swin i
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dzikéw posiadajacy kontrole egzogenna. Wymagania zostaly okreslone w SIWZ w
sposob jednoznaczny.

Pytania do umowy:

Pytanie nr 2: Czy Zamawiajacy wyrazi zgode na naliczanie kar od wartosci NETTO
niezrealizowanej dostawy?

Odpowiedz nr 2: Zamawiajacy nie wyraza zgody.

Pytanie nr 3: Czy Zamawiajacy wyrazi zgode na zmniejszenie procenta naliczane;j
kary do max. 5% wartosci NETTO niezrealizowanej umowy.

Odpowiedz nr 3: Zamawiajacy nie wyraza zgody.

Pytanie nr 4: W przypadku braku zgody na powyzsze prosimy o okazanie kalkulacji
przysziej, hipotetycznej szkody, jaka ma poniesé zamawiajacy w zwiazku z
niewykonaniem lub nienaleZytym wykonaniem umowy - zgodnie z przepisami.
Odpowiedz nr 4: Zamawiajacy nie jest w stanie przedtozy¢ kalkulacji.

Pytanie nr 5: Czy Zamawiajacy wyrazi zgode na zwigkszenie cen jednostkowych
brutto, a co za tym idzie wartos§ci brutto umowy, w przypadku ustawowej zmiany
stawki VAT?

Odpowiedz nr 5: Zamawiajacy dopuszcza mozliwosé zmiany umowy w zakresie
zmiany obowiazujacej stawki podatku VAT w przypadku ustawowej zmiany stawki
podatku VAT.

Pytanie nr 6: Czy Zamawiajacy dopusci zmiane stawki VAT dla produktu w
przypadku uzasadnionej przez producenta zmiany klasyfikacji wyrobu i mozliwosci
zastosowania uprzywilejowanej stawki VAT, zgodnie z zapisami Ustawy o VAT?
Odpowiedz nr 6: Zamawiajacy dopuszcza mozliwos§é zmiany umowy w zakresie
zmiany obowiazujacej stawki podatku VAT w przypadku ustawowej zmiany stawki
podatku VAT.

Pytanie nr 7: Czy Zamawiajacy dopusci zmiane stawki VAT w przypadku
uzasadnionej przez producenta zmiany klasyfikacji wyrobu i braku mozliwosci
dalszego stosowania uprzywilejowanej stawki VAT, zgodnie z zapisami Ustawy o
VAT, z jednoczesnym podwyzszeniem ceny jednostkowej brutto?

Odpowiedz nr 7: Zamawiajacy dopuszcza mozliwo$¢ zmiany umowy w zakresie
zmiany obowiazujacej stawki podatku VAT w przypadku ustawowej zmiany stawki

podatku VAT.
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f tel.: (25) 632-64-59, fax: (25) 632-55-84, e-mail: wim@wiw.mazowsze.pl, wiw.mazowsze.pl
_0 -



Pytanie nr 8: Czy Zamawiajacy wyrazi zgode na dodanie w projekcie umowy zapisu,
ze zmiany umowy moga nastapi¢ réwniez w przypadku, gdy dotycza poprawienia
btedéw i oczywistych omylek stownych, literowych, liczbowych, numeracji
jednostek redakcyjnych lub uzupelnien tresci nie powodujacych zmiany celu i
istoty umowy?

Odpowiedz nr 8: Zamawiajacy nie wyraza zgody.

Pytanie nr 9: Czy Zamawiajacy dopusci aneksowanie ze wzgledu na zamiane
oferowanego produktu na produkt réownowazny w przypadku zmiany produktu lub
producenta sprzetu?

Odpowiedz nr 9: Zamawiajacy nie wyraza zgody.

Pytanie nr 10: Czy Zamawiajacy dopusci mozliwosé zaoferowania zamiennika o
parametrach nie gorszych od proponowanego w umowie po powiadomieniu
Zamawiajacego w wypadku wystapienia przejSciowego produktu?

Odpowiedz nr 10: Zamawiajacy nie wyraza zgody.

Pytanie nr 11: Czy Zamawiajacy wprowadzi mozliwo$¢ wstrzymania dostaw w
przypadku nierealizowania platnosci?

Odpowiedz nr 11: Zamawiajacy bedzie dokonywat ptatnosci zgodnie z zapisami we
wzorze umowy stanowiacy Zatacznik nr 4 do SIWZ.

Pytanie nr 12: Czy Zamawiajacy dopusci, po kazdorazowej konsultacji z
Zamawlajacym Ww razie zaistnienia niniejszej sytuacji, mozliwo$é zaoferowania
zamiennika produktu w trakcie realizacji umowy, o innej nazwie, kodzie i/lub
sposobie opakowania produktu oraz zblizonych parametrach jakosciowych w
stosunku do produktu zaoferowanego w danej pozycji oferty w sytuacji, gdy z
przyczyn niezaleznych od Wykonawcy, jest on niedostepny u producenta? W
przypadku innego sposobu pakowania (konfekcji), cena za opakowanie zbiorcze
oferowanego zamiennika zostalaby przeliczona w ten sposob, ze cena za sztuke lub
oznaczenie zamiennika bylaby réwna cenie za sztuke lub oznaczenie produktu
znajdujacego sie danej pozycji umowy. Uzasadnienie: Wprowadzenie niniejszego
zapisu pozwoli zar6wno na zabezpieczenie ciagloSci procesu diagnostycznego i
uchroni, zar6wno Zamawiajacego oraz Wykonawce przed nieoczekiwanymi oraz
niezaleznymi od nich skutkami wypadkéw losowych, do ktoérych moga nalezeé:

czasowa awaria linii produkcyjnej u producenta, czasowe wycofanie produktu przez
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producenta brak dostepnosci surowcéw, niekorzystne zmiany makroekonomiczne
czy wplyw klesk zywiolowych.

Odpowiedz nr 12: Zamawiajacy nie wyraza zgodny.

Pytanie nr 13: W przypadku koniecznosci dostarczenia dokumentéw w postaci
papierowej, czy Zamawiajacy wyrazi zgode na przeslanie ich w postaci
zbindowanych tomoéw, gdzie po§wiadczenie za zgodnosé bedzie widniato tylko na
pierwszej stronie tomu dla jego pozostatych stron?

Odpowiedz nr 13: Zamawiajacy nie dopuszcza mozliwosci dostarczenia
dokumentéw w postaci papierowej jako zbindowanych toméw, gdzie poswiadczenie
za zgodnos¢ bedzie widniato tylko na pierwszej stronie tomu.

Pytanie nr 14: Czy Zamawiajacy dopusci mozliwos¢ zalaczenia dokumentacji
przetargowej w postaci plikéw nagranych na ptycie CD wraz z oswiadczeniem
potwierdzajacym zgodnos¢ kopii na ptycie z elektronicznymi pierwowzorami?
Odpowiedz nr 14: Zamawiajacy nie wyraza zgody.

Pytanie nr 15: Czy Zamawiajacy po podpisaniu umowy, w trakcie jej realizacji
dopusci mozliwosé dostarczania dokumentacji produktowej do dostaw
(specyfikacje produktéw) w formie elektronicznej?

Odpowiedz nr 15: Zamawiajacy dopuszcza kazda forme przekazania informacji z

zastrzezeniem, iz doreczenie musi by¢ skuteczne.

(Q) ‘Wojewddzki Inspektorat Weterynarii ul. Kazimierzowska 29, 08-110 Siedlce
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1. OBJECTIVE.

The purpose of the study performed at INIA -CISA as European Union Reference Laboratory for
ASF (EURL-ASF) has been to evaluate the diagnostic sensitivity of the LSI VetMAX™ African swine
fever virus detection (ASFV) KIT, a Tagman Real time PCR for the detection of the ASFV genome
IN FIELD SAMPLES. The assay is a single-well real time PCR in which ASFV and exogenous internal
positive control (IPC) targets are amplified and detected using fluorescent TagMan® probes. The
kits includes:

e 3 mix ASFV: master mix for optimized duplex real time PCR amplification of ASFV and {PC
targets. It contains primers, Tagman® probes, PCR buffer and enzyme.

e 4a-EPC ASFV: nucleic acid template for p72 target amplification. It serves as an external
positive control for real time PCR reaction, and it is used to set the cycle threshold (CT)
for evaluating the results.

e 5-|PC ASFV: internal positive control added to each sample and control at the lysis step of
the DNA extraction procedure. It serves as a control for the DNA purification process, and
it is used to monitor for the presence of PCR inhibitors.

2. PROCEDURE

2.1. Samples included in the validation study.

2.1.1. Domestic pig field samples from genotype Il ASFV-infected areas within the Eastern
European countries

A panel of 90 field samples collected from 90 domestic pigs in the outbreaks occurred since 2014
in the Eastern European countries were used in this study (table 1). All animals were previously
classified as positives combining both virus and antibody detection tests at the European Union
reference laboratory for ASF (EURL).

Table 1 - Description of the 90 domestic pig field samples tested for LS Vet MAX real time PCR kit validation

purpose.
COUNTRY N2 SAMPLES TESTED
ESTONIA | 8
HUNGARY 1
LATVIA 5
LITHUANIA 1
MOLDOVA 10
POLAND 64
ROMANIA 1
TOTAL 90

This report shall not be reproduced. except in its entirety. without the written approval of INIA-CISA. INIA-CISA accepts no
responsibility for improper use of this report

Page3-15



MINISTERIO DE
CIENCIA, INNOVACION |
Y UNIVERSIDADES In‘fuh it Bl

The samples tested included 42 tissues, 1 blood and S serum samples. The tissues tested
comprised 42 spleen (50%), 29 kidney (35%), 7 lymph nodes (8%), 3 tonsils (4%), 2 lung (2%), and
1 ear (1%).

2.1.2. Wild boar field samples from genotype Il ASFV-infected areas within the Eastern
European countries

In this study were included 334 field samples collected from 228 wild boar in the affected
countries from Eastern European (table 2). Combining both virus and antibody detection tests all
samples were classified as positives at the European Union reference laboratory for ASF (EURL).

Table 2 > Description of the 334 European wild boar (EWB) field samples tested for LSI Vet MAX real time PCR kit
validation purpose.

COUNTRY N2 SAMPLES TESTED
ESTONIA 24
LATVIA 66
LITHUANIA 152
POLAND 81
CZECH REPUBLIC 1
TOTAL

Specifically, in the case of wild boar 231 tissues samples, 58 blood and 45 sera were analyzed. The
tissues tested mainly included bone marrow (n = 101, 44%) followed by spleen (n = 65, 28%),
kidney (n = 29, 13%), lymph nodes (n = 11, 5%), muscles (n = 10, 4%), tonsils (n = 8, 3%), skin (n =
3, 1%), 2 liver (1%), 1 lung (0.4%), and 1 tissue without identification.

2.2. TEST PROCEDURES.

2.2.1. Universal probe library (UPL) real time PCR (Fernandez et al., 2013): a 10% (w/v) clarified
homogenized tissue were prepared in phosphate-buffered saline jpenr/cisa/eeamuesiaasyi. The
DNA was extracted from 200 pl of each tissue homogenate, and blood/serum samples
using the High Pure PCR Template Preparation Kit [ref. 11796828001 (rocHE); according the EURL
standard operating procedure (SOP) (iup //ast-raferenceiab infofasl/images/files/PROTOCOLOS EN/SOP-ASE-DNA-
exrraction-1041. The amplification of the ASFV genomic DNA was performed in 96-well plate
MX3005P equipment’s (stratagene, Agilent Technologies Inc., Santa Clara, ¢A, usa) USing the UPL real time PCR
developed by Fernandez et al., 2013 (pu1/cisa/peasca/al.

The following controls were included in both extraction and ampilification steps:

This report shall not be reproduced. except in its entirety. without the written approval of INIA-CISA. INIA-CISA accepts no
responsibility for improper use of this report
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Reference Component Description
EURL-PEC Target positive control 1:10.000 dilution of the ASFV reference strain E75
EURL-ASF (genotype 1) diluted in a virus negative sera.

Negative control for the

NEC . Distilled water

extraction
EURL-PAC_ ] Targeté’lj’;':_'x::°""°' ASFV positive DNA extracted for the EURL-PEC
NAC Negative control for the Distilled water

amplification

2.2.2. LSl VetMAX™ ASFV real time PCR kit: a 10% (w/v) clarified homogenized tissue were
prepared in phosphate-buffered saline jpur/cisa/pea/muestras/i. The DNA was extracted from
200 p! of each tissue homogenate or blood/serum samples using the High Pure PCR
Template Preparation Kit (ref. 11796828001 (roche) according the EURL standard operating

procedure (SOP) [http:/ fast-reference lab.info/ast /images/files/PROTOCOLOS-EN/SOP-ASF-DNA-EXTRACTION-1.pef| .
Following the LSI manufactures indications, 5 pl of the internal positive control (IPC
ASFV) was added to each sample and controls at the lysis step of the DNA extraction
procedure. The amplification of the ASFV genomic DNA was performed in 96-well plate
MX3005P equipment’s (Stratagene, Agilent Technologies Inc., Santa Clara, CA, USA) USING the LSI-VetMAX™®
ASFV real time PCR kit according the protocol described by the manufacturers

The following controls were included in both extraction and amplification steps:

Reference Component Description
Target positive control 1:10.000 dilution of the ASFV reference strain E75

EURL-PEC ) . . .

EURL-ASF (genotype I) diluted in a virus negative sera.
NEC Negative cont!‘ol for the Distilled water

extraction

Nucleic acid template for p72 target amplification. It
EPC ASEV Target positive control serves as an external positive control for real time PCR
LSI reaction, and it is used to set the cycle threshold (CT) for
| evaluating the results.
NAC Negative c?r'trcfl for the Distilled water
amplification

2.3. DATA ANALYSIS

The concordance between each test was the overall percentage agreement between the results
of the two assays calculated using two-by-two contingency tables. Kappa Coefficient (k) statistics
were used to evaluate the significance of the level of concordance between results beyond that

expected by chance, with k values of 0.81-1.00 representing almost perfect agreement, values of
0.61-0.80 substantial agreement, values of 0.41-0.60 good agreement, values of 0.21-0.40
moderate agreement, values of 0.01-0.20 slight agreement, and values of 0.00 no agreement.

This report shall not be reproduced. except in its entirety. without the written approval of INIA-CISA. INIA-CISA accepts no
responsibility for improper use of this report
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2.4. INTER and INTRA-ASSAY REPRODUCIBILITY

The inter-assay reproducibility was estimated on the ASF positive control included in the kit EPC

ASFV and on the EURL-ASF reference positive control (EURL-PEC). The controls were run in seven
and nine different PCRs, respectively, to monitor assay-to-assay variation. The Ct values means
for the positive controls were calculated and then used to calculate the overall mean, standard
deviation (SD), and Coefficient of Variability % (CV). In addition 60 field samples with different
Ct values were tested in two different PCR runs. The CV was calculated following the same
schedule explained above. The average of the % CV was reported as the inter-assay CV.

The intra-assay reproducibility was assessed with CVs from the same 60 duplicated field samples

using in the inter-assay study. The Ct values means were calculated and then used to calculate
the standard deviation (SD), and % CV. Over all % CV = SD of Ct means + mean of Ct x 100. The
average of the individual CVs was reported as the intra-assay CV.

2.5. Validation criteria and interpretation of the results.

2.5.1. UPL-real time PCR (Fernandez-Pinero et al., 2013).

Assay validation: results were considered as validated if met the following criteria:

Control Expected result Acceptability criteria
EURL-PEC Detected in FAM channel | Ct value within the range of 3244, |
NEC Non detected Ct 240.

EURL-PAC Detected in FAM channel | Ct value within the range of 32+4.
| NAC Non detected - Ct240. ]

Interpretation of the results:

- Samples giving a Ct value < 35 are considered as POSITIVE SAMPLES.

- Samples giving a Ct value Ct 240 are considered as NEGATIVE SAMPLES.

> Samples giving 35 < Ct value < 40 are considered as WEAK SAMPLES if a sigmoidal plot is
observed. In this case and to confirm the results, the extracted DNA from the weak sample must
be tested by duplicated in a second PCR run. Sample will be considered as paositive in case of the
Ct value <40 in, at least, one duplicate.

-> Samples showing a Ct value >38 were considered as negative if the amplification plot had

a linear shape.

2.5.2. LSI VetMAXTM ASFV real time PCR kit:

Assay validation: results were considered as validated if met the following criteria:

This report shall not be reproduced. except in its entirety. without the written approval of INIA-CISA. INIA-CISA accepts no
responsibility for improper use of this report
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Control reactions ASFV target IRCitaraet Interpretation
(FAM dye) (VIC/HEX dye)
Positive control epc asey Cr=26 + 3¢t Cr<45 or Cr>45@ PCR validated
Extraction control nec Cr>45 Cr=30+3Cr® Extraction validated
No-template control nac Cr>45 Cr>45 PCR reagents validated

(1) Referred to the value indicated in the certificate analysis Batch Lot = ASFV-011
(2) The IPC value of the positive control in not used for test validation
(3) Referred to the value indicated in the certificate analysis Batch Lot = ASFV-011

Interpretation of the results:

ASFV target IPC target I
(FAM dye) (VIC/HEX dye)
Cr<45 Cr<45 or Cr>45 ASFV detected
Cr>45 Cr= CrNEC £ 3Cr ASFV not detected
Cr>45 Cr is outside this range: CrNEC £ 3Cy Not validated

According the manufactures’ an invalid sample can be an indication of failed sample addition,

extraction and/or PCR. In this case:

e Dilute the DNA of non-validated samples 1:10 in 1x TE buffer (or distilled water).
e Perform real time PCR analysis with 5 I of this dilution

e The result is validated if:

o The diluted DNA is positive for ASFV regardless the IPC result
o The diluted DNA is negative for ASFV with a compliant IPC result
e The result is still not validated if the diluted DNA is negative for ASFV with a non-
compliant IPC result. In this case repeat the analysis on a new sample (new extraction).

This report shall not be reproduced. except in its entirety. without the written approval of INIA-CISA. INIA-CISA accepts no

responsibility for improper use of this report
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3. RESULTS

3.1. Validation criteria and interpretation of the results.

The 90 domestic pig samples and the 334 European wild boar samples obtained from Eastern
European affected countries were analyzed in parallel with the UPL real time PCR (Fernandez-
Pinero et al., 2013) and with the commercial LS| VetMAX™ ASFV real time PCR kit. Each test run
was validated according the validation criteria included in the manufacturer’s instructions as is

described in the section 2.5.
3.2. Diagnostic sensitivity.

3.2.1. Domestic pig samples from field genotype Il ASFV-infected areas within the Eastern
European countries

A total of 90 field samples obtained from the domestic pig outbreaks occurred in the Eastern
European countries were selected for the validation study. All samples were classified as positives
when tested with the UPL-real time PCR. By the LSI VetMAX™ one sample gave a false negative
result resulting in the detection of the 99% of the domestic pigs tested. Comparative values are

shown in table 4.

Table 4- comparativ. number of positive samples collected from domestic pigs in the Eastern European
countries detected by each of the two PCRs assayed.

° _N2POS | %POS | N2POS | %POS
ESTONIA 8 8 100% | 8 | 100%
HUNGARY 1 1 100% | 1 | 100%
LATVIA 5 5 100% | 4 80%
LITHUANIA 1 1 100% | 1 | 100%
MOLDOVA | 10 10 100% 10 100%
POLAND | 64 64 | 100% | 64 | 100%
ROMANIA 1 1 100% | 1 | 100%

TOTAL 90 | 90 | 100% 89 99%

The “discrepant sample” was obtained from one animal which presented a weak Ct value (Ct =
35.37) when tested with the UPL real time PCR and resulting negative by antibody detection
indicating an early stage of the ASF infection.

3.2.2. European wild boar samples from field genotype Il ASFV-infected areas within the
Eastern European countries

This report shall not be reproduced. except in its entirety. without the written approval of INIA-CISA. INIA-CISA accepts no
responsibility for improper use of this report
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A second panel of 334 field samples collected from European wild boar in affected areas in Europe
where ASFV genotype Il is circulating, were included in this study. The LSI VetMAX™ real time PCR
kit was able to detect 89% of the infected or exposed animals against the 93% detected with
the UPL-real time PCR (table 5).

Table 5 comparally  number of positive samples collected from European wild boar in Eastern European
countries detected by each of the two PCRs assayed.

Ne UPL-real time PCR MAX™

COUNTRY RN Aeros | AR B
ESTONIA 24 23 96% 21 88%
LATVIA 66 60 91% 60 91%
LITHUANIA 152 139 91% 135 89%
POLAND 81 77 95% 71 88%
CZECH REPUBLIC 11 11 100% 11 100%
TOTAL 334 310 93% 298 89%

Among the UPL real time PCR and the LSI VetMAX™ PCR kit there was perfect agreement [k
index =1 5% o] in samples with Ct values lower than 30. Discrepant results were obtained in 32
samples with Ct values 230. Twenty two samples that were UPL-PCR positive (Ct values >30) were
missed with the LSI VetMAX™ PCR kit, whereas 10 samples which gave a positive result by LSI
VetMAX™ resulted negatives when tested using the UPL-real time PCR. In 20 out of the 32
“discrepant samples” was obtained a positive antibody result which indicates that samples were
collected from animals with late infection (table 6).

Table 6-> results obtained using the UPL real time -PCR versus LSI VetMAX™ REAL time PCR in “discrepant” samples.

VetMAX™ REAL ;
UPL-real time PCR LSliue Antibody

time PCR
RESULT RESULT RESULT

WEAK! No ct 25.74 FN NEGATIVE

SAMPLE

AVERAGE
37.12 | 37.42 | 35.96 36.83

BONE MARROW

BLOOD-EDTA 32.63 32.63 POSITIVE | Noct 32.28 FN POSITIVE
KIDNEY 38.4 | 37.94 | 38.99 38.44 WEAK No ct 25.88 FN POSITIVE
BLOOD-EDTA 39.16 | Noct | 39.41 39.28 WEAK No ct 26.98 FN NEGATIVE
SERUM 38.69 | 38.4 | 37.72 38.27 WEAK No ct 25.75 FN POSITIVE
SERUM 38.23 | 38.28 | Noct 38.83 WEAK No ct 25.72 FN POSITIVE
SERUM 36.89 | 35.58 | 38.3 36.92 WEAK No ct 26.84 FN POSITIVE

BONE MARROW 34.68 34.68 POSITIVE | Noct 26.34 FN NEGATIVE
SKIN 36.49 | 36.39 | 35.48 36.12 WEAK No ct 26.33 FN NEGATIVE
BLOOD-EDTA 37.37 | 39.36 | 39.61 38.78 WEAK No ct 33.56 FN NEGATIVE |
BLOOD-EDTA 36.59 | 36.98 | 35.42 36.33 WEAK No ct 28.03 EN NEGATIVE
SPLEEN 37.78 | Noct | 37.15 38.31 WEAK No ct 27 FN WEAK?

SERUM 39.94 | 39.09 | Noct 39.67 WEAK No ct 27.68 FN NEGATIVE
SERUM 39.05 | 38.81 | 39.11 38.99 WEAK No ct 28.32 FN POSITIVE
BONE MARROW 34.96 POSITIVE | Noct 27.98 _FN NEGATIVE
BONE MARROW 38.37 | 38.56 | 37.44 38.12 WEAK No ct 2711 FN NEGATIVE
BONE MARROW 36.51 | 37.09 | Noct 37.86 WEAK No ct 28.25 FN WEAK?

SERUM 32.93 POSITIVE | Noct 27.79 FN POSITIVE
SERUM 38.99 | 36.98 | 36.88 37.61 WEAK No ct 28.71 ' POSITIVE
BONE 34.43 POSITIVE | Noct 32.23 FN WEAK?

BONE 37.91 | 36.98 | 37.84 37.57 WEAK No ct 29.17 ) NEGATIVE
MUSCLE 35.81 | 36.28 | 37.55 36.54 WEAK No ct 31.11 W NEGATIVE
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BLOOD-EDTA 38.97 | Noct | Noct No ct 38.93 27.35 | POSITIVE | NEGATIVE
BLOOD-EDTA No ct 39.57 29.12 | POSITIVE | POSITIVE
BLOOD-EDTA No ct 39.19 28.25 | POSITIVE | POSITIVE
TONSIL No ct 36.47 27.44 | POSITIVE | POSITIVE
BLOOD-EDTA 39.03 | Noct | Noct No ct 36.23 26.74 | POSITIVE | POSITIVE
BLOOD-EDTA 38.63 | Noct | Noct No ct 38.07 29.26 | POSITIVE | POSITIVE
SPLEEN 39.79 | Noct | Noct No ct 38.92 29.06 | POSITIVE | POSITIVE
KIDNEY 36.93 | Noct | Noct No ct 34.25 28.6 | POSITIVE | POSITIVE
KIDNEY 39.08 | Noct | Noct No ct 34.35 28.42 | POSITIVE | POSITIVE
tonsil 39.37 | Noct | Noct No ct 34.12 28.06 | POSITIVE | POSITIVE

* ASFV antibody result determined using the IPT, as described by EURL (2014).
1=CTvalue235; FN = false negative

3.2.3. Overall analysis of the results.

The results obtained in the analysis of the domestic pig and the European wild boar field samples
obtained from ASFV genotype Il infected animals in the Eastern European countries have been
combining to provide an overall approach about the performance of the LSI VetMAX™ real time
PCR kit for diagnosing ASF in field conditions. Out of the 424 samples the number of positives
using the UPL-PCR was 400 (94%) and 387 (91%) using the LSI VetMAX™ real-time PCR (figure 1).

Figure 1 - Percentage of positive and negative samples obtained with the two PCRs
after the analysis of the 424 field samples tested.

® POS ® NEG

94% 91%
—— TE—

UPL-PCR LSI-PCR

Although the UPL-PCR test was able to detect the highest percentage of the infected or exposed
animals. the (k) value of 0.87 % (gs% c;jindicates PERFECT AGREEMENT among the UPL reference
method and the LSI VetMAX™ real time PCR kit.

3.3. INTER-ASSAY REPRODUCIBILITY

The interassay reproducibility was assessed on the LS| ASF positive control included in the kit
(EPC-ASFV) and on the EURL-ASF reference positive control (EURL-PEC). The controls were run in
7 and 9 different PCRs, respectively, to monitor assay-to-assay variation. The inter-assay CV for
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the LSI VetMAX™ positive control was 2% and for the EURL control was 4% considered
appropriate in routine testing (table 7).

Table 7 - Coefficient of Variation (CV) per positive controls between different PCR runs.
_ PCR1 PCR2 PCR3 PCR4| PCR5 PCR&6 PCR7 PCRS8 PCR%° MEAN SD

EPC-ASFV LS|

EURL -PEC
CV = coefficient of variability; SD = standard deviation; nt = no tested

In addition 60 field samples with different Ct values (included negative samples) were tested in
two different runs prepared at different times by different technical staff and using randomly two
real time PCR MX3005P equipment’s (Stratagene). The table 8 shows the individual CVs per each
sample include in the analysis.

Table 8 - Coefficient of Variation (CV) per sample between two different PCR runs.

= FCRL PR 2 MEAN sD vy
SAMPLE RESULT 2 RESULT
1 2263 | POSITIVE | 22.8 POSITIVE 22.7 0.1 0%
2 22.68 | POSITIVE | 225 POSITIVE 226 0.2 1%
3 24.8 | POSITIVE | 245 POSITIVE 24.6 02 1%
4 26.11 | POSITIVE | 25.6 POSITIVE 25.8 0.4 2%
5 26.79 | POSITIVE | 284 POSITIVE 27.6 11 4%
6 27.77 | posimve | 275 POSITIVE 27.6 0.2 1%
7 27.79 | POSITIVE | 27.3 POSITIVE 275 0.4 1%
8 27.94 | posITIVE | 27.7 POSITIVE 27.8 0.2 1%
9 28.08 | POSITIVE | 28.1 POSITIVE 28.1 0.0 0%
10 | 28.63 | POSITIVE | 283 POSITIVE 285 0.2 1%
11 | 28.95 | POSITIVE | 293 POSITIVE 29.1 02 1%
12 | 2936 | POSITIVE | 28.4 POSITIVE 28.9 0.7 2%
13 | 2939 | POSITIVE | 29.2 POSITIVE 29.2 0.2 1%
14 | 20.74 | posiTIvE | 29.6 POSITIVE 29.7 0.1 0%
15 | 29.78 | POSITIVE | 29.8 POSITIVE 29.8 0.0 0%
16 | 29.87 | POSITIVE | 30.2 POSITIVE 30.0 0.2 1%
17 | 2001 | posimive | 293 POSITIVE 29.6 0.4 1%
18 | 2091 | posimive | 297 POSITIVE 29.8 0.1 0%
19 301 | POSITIVE |  30.0 POSITIVE 30.1 0.1 0%
20 | 3038 | posmve | 29.9 POSITIVE 30.1 03 1%
21 | 3041 | POSITIVE | 29.7 POSITIVE 30.1 0.5 2%
22 | 3055 | posITIVE | 30.6 POSITIVE 30.6 0.1 0%
23 | 3088 | PosITIVE | 310 POSITIVE 310 0.1 0%
24 | 3194 | POSITIVE | 314 POSITIVE 317 04 1%
25 | 32,06 | PoSITIVE [ 322 POSITIVE 321 0.1 0%
26 | 33.03 | poSITIVE | 335 POSITIVE 333 03 1%
27 | 3388 | posimive | 331 POSITIVE 335 05 2%
28 | 33.97 | POSITIVE | 34.4 POSITIVE 34.2 03 1%
29 34 | posimve | 338 POSITIVE 339 0.1 0%
30 | 3438 | posimive [ 334 POSITIVE 33.9 07 2%
! n
31 | 3506 | POSITIVE | 34.2 POSITIVE 34.6 0.6 2%
32 [ 3519 | PosITIVE | 3538 POSITIVE 35.5 0.4 1%
33 | 3626 | PoSITIVE | 36.1 POSITIVE 36.2 0.1 0%
34 | 3778 | posITIVE | 389 POSITIVE 38.4 0.8 2%
35 | 3805 | PosITIVE | 3838 POSITIVE 38.4 05 1%
36 | 3882 | POSITIVE | 369 POSITIVE 37.9 14 4%
37 39.9 | posimivE | 331 POSITIVE 36.5 4.8 13%
38 | Noct | NEGATIVE | Noct | NEGATIVE | Noct 0.0 0%
39 | Noct | NEGATIVE | Noct | NEGATIVE | Noct 0.0 0%
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40 No ct | NEGATIVE 394 POSITIVE 39.7 0.4 1%
41 No ct | NEGATIVE No ct NEGATIVE No ct 0.0 0%
42 No ct | NEGATIVE No ct NEGATIVE No ct 0.0 0%
43 No ct | NEGATIVE No ct NEGATIVE No ct 0.0 0%
44 Noct | NEGATIVE 38.8 POSITIVE 394 0.8 2%
45 No ct | NEGATIVE No ct POSITIVE No ct 0.0 0%
46 No ct | NEGATIVE 38.9 NEGATIVE 394 0.8 2%
47 No ct | NEGATIVE No ct NEGATIVE No ct 0.0 0%
48 No ct | NEGATIVE No ct NEGATIVE No ct 0.0 0%
49 Noct | NEGATIVE 33.3 POSITIVE 39.7 0.5 1%
50 Noct | NEGATIVE No ct POSITIVE No ct 0.0 0%
51 No ct | NEGATIVE No ct POSITIVE No ct 0.0 0%
52 No ct | NEGATIVE No ct NEGATIVE No ct 0.0 0%
53 No ct | NEGATIVE No ct POSITIVE No ct 0.0 0%
54 No ct | NEGATIVE No ct NEGATIVE No ct 0.0 0%
55 No ct | NEGATIVE 39.7 POSITIVE 39.9 0.2 1%
56 No ct | NEGATIVE 31.7 POSITIVE 35.9 5.9 16%
57 No ct | NEGATIVE 39.4 POSITIVE 39.7 0.4 1%
58 Noct | NEGATIVE 37.6 POSITIVE 38.8 1.7 4%
59 No ct | NEGATIVE No ct NEGATIVE No ct 0.0 0%
60 No ct | NEGATIVE 38.7 POSITIVE 39.3 1.0 2%

CV = coefficient of variability; SD = standard deviation
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The average of the individual CVs reported as the inter-assay CV was 1% in samples with Ct
values lower than 35 and 2% in samples with Ct values > 35. In all cases the CV% was lower than
5%, therefore exhibiting a very good stability and inter assay reproducibility.

It is important to point out that the analysis of the 29 samples with Ct values > 35 resulted in an
percentage of agreement among the results obtained of 70% against the 100% found in samples
with Ct values lower than 35. Nine samples (marked in grey in table 8) initially classified as
negatives in the first PCR run resulted as positives in the second PCR run.

3.4. INTRA-ASSAY REPRODUCIBILITY

The intra-assay reproducibility was assessed with CVs obtained testing the same 60 samples used
for the inter assay study. The results obtained in each of the samples tested within the intra-assay
study are showed in table 9.

Table 9-> Coefficient of Variation (CV) in the field samples tested by duplicate in the same PCR

ID .

e | RESULT ct2 RESULT MEAN %CV
1 2244 | posITIVE | 22.46 | POSITIVE 225 00 | 0%
2 22.47 | POSITIVE | 23.09 | POSITIVE 228 04 | 2%
3 2455 | POSITIVE | 24.42 [ PoSITIVE 24.5 0.1 0%
4 253 POSITIVE [ 25.81 [ POSITIVE 25.6 0.4 1%
5 275 POSITIVE | 27.81 | POSITIVE 27.7 0.2 1%
6 27.76 | POSITIVE | 26.83 [ POSITIVE 273 07 | 2%
7 27.82 | POSITIVE | 2891 [ POSITIVE 28.4 08 | 3%
8 2786 | POSITIVE | 27.09 | POSITIVE 27.5 0.5 2%
9 2832 | posmve | 2791 | PposiTive 28.1 0.3 1%
10 2839 | PosITIVE | 283 | POSITIVE 283 01 | 0%
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11 2876 | posmive | 29.45| posimve | 291 | o5 | 2%
1 2896 | POSITIVE | 29.64 | POSITIVE | 293 | 05 | 2%
13 29.07 | POSITIVE | 27.78 | POSITIVE | 284 | 09 | 3%
14 2931 | POSITIVE | 29.19 | POSITIVE | 293 | 01 | 0%
15 29.6 POSITIVE | 29.65 | POSITIVE | 29.6 | 00 | 0%
16 2974 | POSITIVE | 29.83 | POSIMIVE | 298 | 01 | 0%
17 29.78 | POSITIVE | 29.68 | POSITIVE | 297 | 01 | 0%
18 29.82 | POSITIVE | 2956 | POSITIVE | 297 | 02 | 1%
19 2993 | POSITIVE | 30.1 | POSITIVE | 300 | 01 | 0%

AVERAGE CV Ct value range < 30: 100% agreement
20 3011 | POSITIVE | 29.69 | POSITIVE | 299 | 03 | 1%
21 3072 | POSITIVE | 2962 | POSITIVE | 302 | 0.8 | 3%
2 30.8 POSITIVE | 3045 | POSITIVE | 306 | 02 | 1%
23 31.14 | POSITIVE | 30.92 | POSITIVE | 310 | 02 | 1%
24 3175 | POSITIVE | 31.09 | POSITIVE | 314 | 05 | 1%
25 3222 | POSITIVE | 32.2 | POSITIVE | 322 | 00 | 0%
26 3233 | POSITIVE | 31.12 | POSITIVE | 317 | 09 | 3%
27 3312 | POSITIVE | 33.1 | POSITIVE | 331 | 00 | 0%
28 3332 | POSITIVE | 32.93 | POSITIVE | 331 | 03 | 1%
29 3335 | POSITIVE | 33.63 | POSITIVE | 335 | 02 | 1%
30 3343 | POSITIVE | 33.46 | POSITIVE | 334 | 00 | 0%
31 3378 | POSITIVE | 3454 | POSITIVE | 342 | 05 | 2%
32 33.89 | POSITIVE | 33.72 | POSITIVE | 338 | 01 | 0%
33 3441 | POSITIVE | 3435 | POSITIVE | 344 | 00 | 0%

AVERAGE CV range 30 > Ct value < 35: 100% agreement
34 36.16 | POSITIVE | 35.45 | POSITIVE | 358 | 05 | 1%
35 3638 | POSITIVE | 3581 | POSITIVE | 361 | 04 | 1%
36 36.8 POSITIVE | 36.99 | POSITIVE | 369 | 01 | 0%
37 388 POSITIVE | Noct | NEGATIVE | 394 | 08 | 2%
38 Noct | NEGATIVE | 37.87 | POSITIVE | 389 | 15 | 4%
39 Noct | NEGATIVE | 37.53 | POSITIVE | 388 | 17 | 5%
40 Noct | NEGATIVE | 3514 | POSITIVE | 376 | 34 | 9%
41 Noct | NEGATIVE | 373 | POSITIVE | 387 | 19 | 5%
42 Noct | NEGATIVE | 37.62 | POSITIVE | 388 | 17 | 4%
43 Noct | NEGATIVE | 37.77 | POSITIVE | 389 | 16 | 4%
44 Noct | NEGATIVE | 3867 | POSITIVE | 393 | 09 | 2%
45 Noct | NEGATIVE | 38.87 | POSITIVE | 394 | 0.8 | 2%
46 Noct | NEGATIVE | 39.42 | POSITIVE | 397 | 04 | 1%
47 Noct | NEGATIVE | Noct | NEGATIVE | Noct | 0.0 | 0%
48 Noct | NEGATIVE | Noct | NEGATIVE | Noct | 0.0 | 0%
49 Noct | NEGATIVE | Noct | NEGATIVE | Noct | 00 | 0%
50 Noct | NEGATIVE | Noct | NEGATIVE | Noct | 00 | 0%
51 Noct | NEGATIVE | Noct | NEGATIVE | Noct | 0.0 | 0%
52 Noct | NEGATIVE | Noct | NEGATIVE | Noct | 00 | 0%
53 Noct | NEGATIVE | Noct | NEGATIVE | Noct | 0.0 | 0%
54 Noct | NEGATIVE | Noct | NEGATIVE | Noct | 0.0 | 0%
55 Noct | NEGATIVE | Noct | NEGATIVE | Noct | 0.0 | 0%
56 Noct | NEGATIVE | Noct | NEGATIVE | Noct | 00 | 0%
57 Noct | NEGATIVE | Noct | NEGATIVE | Noct | 0.0 | 0%
58 Noct | NEGATIVE | Noct | NEGATIVE | Noct | 00 | 0%
59 Noct | NEGATIVE | Noct | NEGATIVE | Noct | 00 | 0%
60 Noct | NEGATIVE | Noct | NEGATIVE | Noct | 00 | 0%

AVERAGE CV Ct value range > 35: 63% agreement

CV = coefficient of variability; SD = standard deviation
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The average of the individual CVs reported as the intra-assay CV was 1% in samples with Ct
values lower than 35 and 2% in samples with Ct values > 35. In all cases the CV% was lower than
5%, therefore exhibiting a very good stability and inter assay reproducibility.

Similarly to that observed in the inter assay study, in samples with Ct values > 35 the percentage
of agreement among the results obtained was 63 % against the 100% found in samples with Ct
values lower than 35.

This report shall not be reproduced. except in its entirety. without the written approval of INIA-CISA. INIA-CISA accepts no
responsibility for improper use of this report

Page14-15



MINISTERIO DE
CIENCIA, INNOVACION |
Y UNIVERSIDADES | Tt T TRV A IR T T PR T

|
\ |

4. CONCLUSIONS.

e From the analysis of 404 field samples obtained from epidemic areas in Eastern
Europe, the (k) value was 0.87 % [9s% ¢ indicating a PERFECT AGREEMENT
between the UPL reference method and the LSI VetMAX™ real time PCR kit,
therefore showing an appropriated diagnostic sensitivity for ASFV genome
detection in field conditions.

e The inter-assay variability value (less than 5%) exhibited high repeatability in the
results obtained and is considered appropriated in routine testing

¢ The intra-assay variability value (less than 5%) exhibited high reproducibility in
the results obtained and is considered appropriated in routine testing.

From the final validation of the LSl VetMAX™ ASFV Real time PCR kit throughout the
analysis of 424 field samples collected from areas infected with genotype Il ASFV in
Eastern Europe, we conclude that the test is VALIDATED for performing a confident
diagnosis of ASF by the detection of the ASFV genome in field samples extracted using
the High Pure DNA extraction kit from ROCHE.

Report performed in Valdeolmos (Madrid) at 6" July 2018

Dr. Carmina Gallardo
Researcher, Laboratory Coordinator
EU Reference Laboratory for ASF

approval Dr. Marisa Arias Neira
Director
INIA-CISA
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