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AGENTIA SERVICII PUBLICE

Departamentul inregistrare §i liceniere a unitétilor de drept

EXTRAS

din Registrul de stat al persoanelor juridice

Nr. 399048 data 03.12.2018

Denumirea completd: Societatea cu Rispundere Limitatd "GBG-MLD" -
Denumirea prescurtatd: "GBG-MLD" S.R.L. '
Forma juridicd de organizare: Societate cu rispundere limitati,

Numirul de identificare de stat si codul fiscal (IDNO): 1003600117582

Data inregistrarii de stat: 06.01.1995 '

Modul de constituire: nou creata.

Sediul: MD-2001, str. Tighina, 65, mun. Chisinfiu, Republica Moldova.
Obiectul principal de activitate:

1. Comertul cu ridicata al produselor farmaceutice

2. Cercetare si dezvoltare in stiinte fizice si naturale :
3. Comertul cu amiinuntul al produselor farmaceutice §i de parfumerie:
4. Productia echipamentului de control pentru procesele industriale

5. Practica medicala

6. Fabricarea utilajului medical si chirurgical si a dispozitivelor ortopedice
7. Productia de aparatura si instrumente de miisuri, verificare si control
8. Transporturi rutiere de mirfuri

Capitalul social: 5400 lei,

Administrator: CEAICOVSCHI TUDOR, IDNP 0971601546960

Asociatii: o

1. COLEVA VERA, IDNP 2000048101473, cota 108 lei, ce constituie 2%

2. CEAICOVSCHI TUDOR, IDNP 0971601546960, cota 5292 lei, ce constituie 98%

Beneficiar efectiv:

2.1.CEAICOVSCHI TUDOR, IDNP 0971601546960, cota - 98%

Prezentul extras este eliberat in temeiul art.34: al Legii nr.220-XVI din 19 octombrie 2007
privind inregistrarea de stat a persoanclor juridice §i a intreprinzitorilor individuali §i confirma

datele din Registrul de stat la data de: 03.12.2018, __

% / g // Lozovanu Constantin

Registrator

Date cu caragter personal, ()perntn}: L.P. , Agentia Servicii Publice”, 10 0000059
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Anexa tehnica

Parmetri ceruti

| Parametri oferiti

| Referinta

Poz 1. Detectia ARN, Avian Influenza A

Set (nu mai mic de 100 de doze)

Tip reactie : |
RT-PCR, de tip “one step, >mgle tube”
(reactiile de reverstranscriptie, |
amplificare si detectie sa aiba loc intt-
un singur tub, intr-o etapa) |
Obligatoriu: 1

Setul va contine toate cele necesare -
pentru reverstranscriptie, amplificare si
detectie.

Setul si contind control pozitiv extern
si control intern de extractie.

Setul sa fie compatibil cu
instrumentele Corbet Researche\ Rotor
Gene 3000 si ThermoFisher ngnt
Studio 5

Posibilitatea de detectie a ARN-ui
obtinut prin metoda de extr actle\prln
particole magnetice*. |
Furnizorul este obligat la hvrare sd
asigure demonstrarea parametrilor
setului livrat in conditiile de
laborator(sediul bineficiarului) |
Marcat de producitor pentru uz!
veterinar

4485261, VetMAX™-Gold AIV
Detection Kit,
ThermoFisherScientific, SUA

Set (100 de doze)

Tip reactie :

RT-PCR, de tip “one step, single
tube” (reactiile de reverstranscriptie,
amplificare si detectie au loc intr-un
singur tub, Intr-o etapa)
Obligatoriu:

Setul contine toate cele necesare
pentru reverstranscriptie, amplificare
si detectie:

2X Multiplex RT-PCR Buffer
Multiplex RT-PCR Enzyme Mix
Influenza Virus Primer Probe Mix
Xeno™ RNA Control (10,000
copies/pL)

Influenza Virus-Xeno™ RNA
Control Mix (1000 copies/pL)
Nuclease-free Water

Setul contine control pozitiv
extern(Influenza Virus-Xeno™ RNA
Control Mix) si control intern de
extractie(Xeno™ RNA Control).

Setul este compatibil cu oricare tip de
instrument RT PCR care dispune de
canale de citire FAM si VIC, inclusiv
si cu instrumentele Corbet Researche
Rotor Gene 3000 si ThermoFisher
Quant Studio 5.

Posibilitatea de detectic a ARN-ui
obtinut prin metoda de extractie prin
particole magnetice.

Furnizorul se obliga la livrare sa
asigure demonstrarea parametrilor
setului livrat in conditiile de
laborator(sediul bineficiarului)
Marcat de producator pentru uz
veterinar

Pag 1 manual

Pag 1 manual

Pag 1 manual

Pag 1 manual

Pag 3 manual, PCR
setup

Da, pag 2 manual,
proposed RNA
isolation method

Pag 1 si 4 manual

Poz 2. Detectia ARN, N ewcastle disease virus

Set (nu mai mic de 100 de doze)
Tip reactie :

NDV, VetMAX™ NDV Kit,
LSI(parte ThermoFisher Scientific),
Franta

Set (100 de doze)

Tip reactie

Pag 1 manual




RT-PCR, de tip “one step, single tube”
(reactiile de reverstranscriptie, | |
amplificare i detectie sa aiba loc ntt-
un singur tub, intr-o etapa) !
Obligatoriu: ;
Setul va contine toate cele :neceéare
pentru reverstranscriptie, amplif;icare; si
detectie,

Setul si'contind control pozitiv ¢xtern
si control intern de extractie.

Setul si;fie compatibil cu ‘
instrumentele Corbet Researche|Rotor
Gene 3000 si ThermoFisher Quant |
Studio 5. T !

Posibilitatea de detectic a ARN -ui
obtinut prin metoda de extractie ‘prin
particolé magnetice®. |
Furnizorul este obligat la livrare si
asigure demonstrarea parametrilor
setului livrat in conditiile de
laborator(sediul bineficiarului)
Marcat de producitor pentru uz
veterinar

RT-PCR, de tip “one step, single
tube” (reactiile de reverstranscriptie,
amplificare i detectie au loc Intr-un
singur tub, intr-o etapa)

Obligatoriu:

Setul contine toate cele necesare
pentru reverstranscriptie, amplificare
si detectie:

25X NDV Primer Probe Mix

2X gqRT-PCR Buffer

25X qRT-PCR Enzyme Mix
Nuclease-free Water

25X NDV Control RNA

Xeno™ RNA Control(10,000
copies/uL,)

Nucleic Acid Dilution Solution

Setul contine control pozitiv
extern(NDV Control RNA) si control
intern de extractie(Xeno™ RNA
Control).

Setul este compatibil cu oricare tip de
instrument RT PCR care dispune de
canale de citire FAM si CAL Fluor
Orange, inclusiv si cu cu
instrumentele Corbet Researche
Rotor Gene 3000 si ThermoFisher
Quant Studio 5.

Posibilitatea de detectie a ARN-ui
obtinut prin metoda de extractie prin
particole magnetice*.

Furnizorul se oblige la livrare s
asigure demonstrarea parametrilor
setului livrat in conditiile de
laborator(sediul bineficiarului)
Marcat de producitor pentru uz
veterinar

Pag 1, 2 manual

Pag 1 manual, kit
contens

Pag 1 manual, pagina
web NDV

Pag 1, 2 manual

Pag 1 manual,
proposed RNA
isolation methods

Manual

2-2



Anexa tehnica

Parmetri ceruti

| Parametri oferiti

| Referinta

Poz 1. Detectia ARN, Avian Inﬂuenza A

Set (nu mai mic de 100 de doze)

Tip reactie :

RT-PCR, de tip “one step, single tube”
(reactiile de reverstranscriptie,
amplificare si detectie s aibé loc intr-
un singur tub, intr-o etapa)

Obligatoriu:

Setul va contine toate cele neces‘are
pentru reverstranscriptie, amphﬁcare si

detectie.

Setul sé contind control pozitiv extern
si control intern de extractie.

Setul sa fie compatibil cu i
instrumentele Corbet Researche iRotor
Gene 3000 si ThermoFisher Quant

Studio 5.

Posibilitatea de detectie a ARN-ul
obtinut prin metoda de extractie \prm
particole magnetice*. ‘
Furnizorul este obligat la livrare si
asigure demonstrarea parametrllpr
setului livrat in conditiile de
laborator(sediul bineficiarului) |
Marcat de producator pentru uz |
veterinar ‘

4485261, VetMAX™-Gold AIV
Detection Kit,
ThermoFisherScientific, SUA

Set (100 de doze)

Tip reactie :

RT-PCR, de tip “one step, single
tube” (reactiile de reverstranscriptie,
amplificare si detectie au loc intr-un
singur tub, intr-o etapa)
Obligatoriu:

Setul contine toate cele necesare
pentru reverstranscriptie, amplificare
si detectie:

2X Multiplex RT-PCR Buffer
Multiplex RT-PCR Enzyme Mix
Influenza Virus Primer Probe Mix
Xeno™ RNA Control (10,000
copies/pL)

Influenza Virus-Xeno™ RNA
Control Mix (1000 copies/pL)
Nuclease-free Water

Setul contine control pozitiv
extern(Influenza Virus-Xeno™ RNA
Control Mix) si control intern de
extractie(Xeno™ RNA Control).

Setul este compatibil cu oricare tip de
instrument RT PCR care dispune de
canale de citire FAM si VIC, inclusiv
si cu instrumentele Corbet Researche
Rotor Gene 3000 si ThermoFisher
Quant Studio 5.

Posibilitatea de detectie a ARN-ui
obtinut prin metoda de extractie prin
particole magnetice.

Furnizorul se obliga la livrare sd
asigure demonstrarea parametrilor
setului livrat n conditiile de
laborator(sediul bineficiarului)
Marcat de producitor pentru uz
veterinar

Pag 1 manual

Pag 1 manual

Pag 1 manual

Pag 1 manual

Pag 3 manual, PCR
setup

Da, pag 2 manual,
proposed RNA
isolation method

Pag 1 si 4 manual

Poz 2. Detectia ARN, Newcastle disease virus

Set (nu mai mic de 100 de doze)\
Tip reactie : ‘

NDV, VetMAX™ NDV Kit,
LSI(parte ThermoFisher Scientific),
Franta

Set (100 de doze)

Tip reactie :

Pag 1 manual

1-2



RT-PCR, de tip “one step, single tube”
(reactiile de reverstranscriptie, |
amplificare si detectie si aiba loc intr-
un singur tub, intr-o etapa) |
Obligatoriu: B
Setul va contine toate cele necesare |
pentru reverstranscriptie, ampliﬁcar%: si

detectie. L

|

\

|
b
| ]

Setul sa contind control pozitiv ¢ xterjn

si control intern de extractie. T l
; | 1
|

Setul sa fie compatibil cu
instrumentele Corbet Researche Rotor
Gene 3000 si ThermoFisher Quant
Studio 5.

|

o
Posibilitatea de detectie a ARN -iui 1
obtinut prin metoda de extractie|prin
partiicolé magnetice™.
Furnizorul este obligat la livrare|sd
asigure demonstrarea parametril‘pr
setului livrat in conditiile de
laborator(sediul bineficiarului)
Marcat de producétor pentru uz
veterinar

RT-PCR, de tip “one step, single
tube” (reactiile de reverstranscriptie,
amplificare si detectie au loc Intr-un
singur tub, intr-o etapa)

Obligatoriu:

Setul contine toate cele necesare
pentru reverstranscriptie, amplificare
si detectie:

25X NDV Primer Probe Mix

2X qRT-PCR Buffer

25X qRT-PCR Enzyme Mix
Nuclease-free Water

25X NDV Control RNA

Xeno™ RNA Control(10,000
copies/uL.)

Nucleic Acid Dilution Solution

Setul contine control pozitiv
extern(NDV Control RNA) si control
intern de extractie(Xeno™ RNA
Control).

Setul este compatibil cu oricare tip de
instrument RT PCR care dispune de
canale de citire FAM si CAL Fluor
Orange, inclusiv si cu cu
instrumentele Corbet Researche
Rotor Gene 3000 si ThermoFisher
Quant Studio 5.

Posibilitatea de detectie a ARN-ui
obtinut prin metoda de extractie prin
particole magnetice®.

Furnizorul se oblige la livrare sd
asigure demonstrarea parametrilor
setului livrat in conditiile de
laborator(sediul bineficiarului)
Marcat de producitor pentru uz
veterinar

Pag 1, 2 manual

Pag 1 manual, kit
contens

Pag 1 manual, pagina
web NDV

Pag 1, 2 manual

Pag 1 manual,
proposed RNA
isolation methods

Manual

2-2




#Secret comercial, confidential”

Dlui Tudor Ceaicovschi, !
Administrator al $.R.L, ,,GBG-MLD” (-
MD-2001, mun. Chisindu, str. Tighina, 65, 05

CERTIFICAT

Prin prezenta, BC "Molbova-Agroindbank“ S.A. confirmd c& ,GBG-MLD” S.R.L. (IDNO

1003600117582) dispune de urmatoarele conturile curente:

Numarul contului curent, cod IBAN Valuta
MD14AG000000225184801542 MDL
MD64AG000000225144807542 EUR
MD81AG000000022511677935 CHF
MD70AG000000022511393244 UAH
MD17AG000000225114804542 RUB
MD62AG000000225194802542 1 usD
MD39AG000000022513059583 GBP
MD81AG000000022582080147 MDL

Certificatul este eliberat pentru a fi prezentat la destinatjie.

e

Cirrespect
C\\F_ '

Victor lurag '
Vncepresed:ﬁ‘m\alctryhitetujui de Conducere
al BC”MoIdoua—Agroindbénkqu A,

Ex.: : lvan Buga
| Tél.: 022-30-33-64

Numcie -"I'E}L-‘-.f.'.‘lhl'{“!'\




- i
lechnologies’“i

Avian Influenza Virus RNA Test Kit
VetMAX™-Gold AlV Detection Kit

Catalog Number 4485261
Pub. No. 4486415 Rev. A

WARNING! Read the Safety Data Sheets (SDSs) and follow the
handling instructions, Wear appropriate protective eyewear,
clothing, and gloves. Safety Data Sheets (SDSs) are available
from www lifetechnologies.com/support.

Product information
Name, intended use, and principle of the procedure

The Avian Influenza Virus RNA Test Kit is a highly sensitive,
qualitative, one-step, real-time reverse transcription PCR (real-time
RT-PCR) assay to detect Avian Influenza Virus (AIV) RNA isolated
from poultry (chicken/turkey) oropharyngeal/tracheal swab samples.

AlV is an enveloped, negative-sense RNA virus of the genus
Influenzavirus A and family Orthomyxoviridae. AIV subtypes are
defined by the surface glycoproteins hemagglutinin and
neuraminidase. Low pathogenic avian influenza (LPAI) strains exist in
avian reservoir hosts and can be transmitted to poultry. H5 and H7
subtypes of LPAI strains are unique in their capability to undergo host
adaptation and to evolve into highly pathogenic hvian finfluenza
(HPATI). HPAI viral infections arise de novo in poultry infected with
LPAI H5 and H7 subtypes and become rapidly fatal due to an
overwhelming systemic collapse. The VetMAX"-Gold AIV Detection
Kit enables diagnosis of AIV in poultry populations.

The assay consists of a single-well/tube, real-time RT-PCR assay in

which RNA is reverse-transcribed into cDNA; two viral matrix targets

and one nucleoprotein target are amplified and detected in real time
using fluorescent TagMan® probes (hydrolysis probe chemistry). The
assay detects sequences that are common to all AIV subtypes. The kit
includes:

* Influenza Virus-Xeno™ RNA Control Mix: serves as a positive
control for the real-time RT-PCR components and it is also used to
set the cycle threshold (Cr) for evaluating test resullts.

® Xeno™ RNA Control: serves as an internal positive control for the
RNA purification process and monitors for the presence of PCR
inhibitors.

* Influenza Virus Primer Probe Mix for optimized multiplex real-
time RT-PCR amplification of Xeno™ RNA Control and AIV RNA
targets. | i ;

Limitations ! ‘

® The kit is not intended for differentiating ATV subtypes.

¢ Handle samples as recommended in Table 1 to prevent
degradation of any ATV RNA that is present.

® RNA extraction methods should yield RNA free of RT-PCR
inhibitors, which can prevent amplification of target RNA.

¢ Follow “Good laboratory practices for PCR and RT-PCR” on
page 5 to prevent false positive amplifications due to -
contamination of test samples with PCR products.

|

For Veterinary Use Only.

Kit contents and storage conditions
Reagents for 100 25-iL. real-time RT-PCR tests are supplied.

o Component

il

| Volume |  Storage

2X Multiplex RT-PCR Buffer 1375 uL | -30°C to -10°C

Multiplex RT-PCR Enzyme Mix 280 L. | -30°Cto-10°C
Influenza Virus Primer Probe Mix 110 L | -30°C to -10°C
Xeno™ RNA Control (10,000 copies/uL) 250 L | -30°C to -10°C
Influenza Virus-Xeno™ RNA Control Mix 80pL | -30°Cto-10°C

(1000 copies/pL)

Nuclease-free Water 1.75 mL | -30°C to +25°C

Required materials not supplied

L

Itarn e  Source

M|croAmp@ Optical 8-Cap Strlp (Cat

no. 4323032), or equivalent

MicroAmp® Fast Optical 96-Well

Reaction Plate with Barcode, 0.1-mL

(Cat. nos. 4366932, 4346906), or

equivalent.

¢ MicroAmp® Optical Adhesive Film (Cat.
nos. 4311971, 4360954}, or equivalent

s MicroAmp® Fast 8-Tube Strip, 0.1-mL
(Cat. no. 4358293), or equivalent

s Precision Plate Holder for 0.1-mL tube
strips (Cat. no. 4403809), or equivalent

Plates or tubes appropriate
for the Applied Biosystems®
7500 Fast Real-Time PCR e
System (96-well)

Nuclease-free pipettes and | Major laboratory supplier (MLS)
filtered pipette tips

Nuclease-free reagent MLS

tubes for preparing master

mixes

Real-time PCR thermal Applied Biosystems® 7500 Fast Real-Time

cycler PCR System [94-well), running SDS
software v1.4

1X Phosphate Buffered MLS

Saline [PBS), pH 7.4

Viral Transport Media MLS

2 ice buckets: MLS

¢ One for the PCR setup
area where the master
mix is prepared

e One for the area where
RNA may be present




Isolate RNA from samples

Table 1 Sample Handling recommendations

e 55 e e
Transport/storage of samples Transport oropharyngeal/tracheal swab samples between 4°C and 25°C or in accordance with

| manufacturer's instructions.
Preparation of swab samples 1. Place one oropharyngeal/tracheal swab sample into a 1.5-mL tube or deep-well 94-well plate,

then add 0.75 mL of Viral Transport Madia.
2. Vortex vigorously for 3 minutes, then pulse-spin to remove debris from the tube cap.
3. Remove 50 pL of supernatant for RNA isolation.

Preparation of mo;ck-purified samples [for use in | Prepare duplicate mock-purified samples, using 1X PBS as the starting material. Process with the

extraction control PCRs] samg RNA isolation method that is used for test samples.
Proposed RNA isolation method MagMAX"-96 Viral RNA Isolation Kit (Cat. nos. AM1836, AMB1836-5) or an equivalent RNA isolation
: method.
Required modifications to the RNA isolation o Add 2 pL of undiluted Xeno™ RNA Control per isolation to the lysis solution used for RNA isolation.
method i e Add carrier RNA to the lysis solution according to the manufacturer recommendations. Carrier

) RNA is provided in the MagMAX"-96 Viral RNA Isolation Kit (Cat. nos. AM1836, AMB1836-5)

Perform real-time RT-PCR |

|
|
\
4 |
| |

1 Determine the quantity a. On each plate, include the following control reactions (for step 4 of this procedure):
of reactions and thaw » Positive control (prepare duplicate reactions); use 8 uL of the Influenza Virus-Xeno™ RNA Control
the reagents Mix (1000 copies/pL).
» No-template control (NTC) (prepare duplicate reactions); use Nuclease-free Water in place of sample
RNA.

b. Plan the plate layout so that the wells containing NTCs are located as far as possible from positive
controls and test samples to prevent accidental cross-contamination.

¢. Thaw RT-PCR master mix reagents in one ice bucket and controls and samples in a separate ice bucket,
gently vortex each tube to mix the contents thoroughly, then briefly centrifuge to collect the solution at
the bottom of the tube. Keep the reagents on ice.

# Prepare the RT-PCR Combine the following components for the number of reactions required plus 10% overage.
Lo Component | Volumeperreacton _
2X Multiplex RT-PCR Buffer 12.5pL
Multiplex RT-PCR Enzyme Mix 25pL
Influenza Virus Primer Probe Mix 1.0 pL
Nuclease-free Water 1.0 pL
Total volume of RT-PCR master mix 17.0 pL
Set up the RT-PCR a. Dispense 17 pL of RT-PCR master mix to the appropriate wells of a PCR plate or PCR tubes on ice.
reactions b. Add the appropriate component for the reaction type, according to the following table:
i Reaction type . Component Volume per
- = liE reaction
Test sample Sample RNA 8.0pL
NTC Nuclease-free Water 8.0 L
Positive control Influenza Virus-Xeno™-RNA Control Mix {1000 copies/uL) 8.0uL
Extraction qlontrol Mock-purified sample 8.0uL

c. Seal each reaction vessel, mix, then centrifuge briefly to bring the contents to the bottom.

2 Avian Influenza Virus RNA Test Kit Instructions




4 Set up and run the real- a. Follox}Ning tihe manufacturer’s instructions, set up the run using the following parameters:
time PCR instrument * Run mode: Standard 7500
. Re%actionl volume: 25 pL.
. RO;X“‘ p%ssive reference dye: Included in the RT-PCR Buffer

» TagMan® probe reporter dyes and quenchers:

1 Target : . Reporter |  Quencher
AIV RNA FAM™ dyel Eclipse® Q
Xeno™ RNA Control VIc® dyel2 Eclipse® Q

1 Absorbance maximum of 495 nm; emission maximum of 520 nm.
21 Absorbance maximum of 540 nm; emission maximum of 552 nm.
b. Run the thermal cycler program and collect real-time amplification data during stage 3. Use the
following thermal cycler settings:

Stage:, Reps. Temp. Time
Reverse transcription 1 1 48°C 10 minutes
RT inactivation/initial denaturation 2 1 95°C 10 minutes
Amplification 3 40 95°C 15 seconds
60°C 45 seconds

Data analysis
Refer to your real-time PCR instrument user guide for Instructions on how to analyze your data, using the following method.
i !

Table 2 Data analysis | ‘

i Method T L Wpeas. 0 0 R
Use the Control-Based Threshold setting for data | 1. S}elect Manual Cy.
analysis. 2, EF(port ARn values for the positive control samples (Influenza Virus-Xeno™ RNA Control, 1000
cppies/pLl.

3. A:\/erage the FAM™ and VIC® values [separately] for the ARn at cycle 40 for all replicates of the
positive control reaction.

4. St the threshold for the AIV RNA reactions at 5% of the average maximum fluorescence value of
the AIV RNA amplification signal in the positive control reactions.
Ekample: If the average maximum fluorescence value for the AIV RNA target in the positive control
reactions is 3.0, set the AlV RNA threshold at 0.15.

5. Rjepeat step 4 for the Xeno™ RNA Control target using a 5% threshold.

Example: If the average maximum fluorescence value for the Xeno™ RNA target in the positive
control reactions is 2.0, set the Xeno™ RNA threshold at 0.1.

Check the raw fluorescence data. Verify that increased fluorescence seen in the normalized data is also evident without mathematical
i data processing.

Interpretatioh of test results
Table 3 Criteria fofr a valid real-time RT-PCR run
|

‘Reactien type  Cypvalue for AIVRNA T 'Gf;.vatf.{"éi' for Xeno™RNA Control
Pasitive control 25-29 25-29
NTC 40 (undetermined)!" 40 (undetermined)!
Extraction control ‘ . ‘ - .40 {undetermined]!"] a 27.5-34

W' The runis invalid Tif the Cr values for either AIV or Xerio™ RNA Control targets in the NTC are <40, see “Troubleshooting” on page 4.

Avian Influenza Virus RNA Test Kit Instructions 3




Table 4 Interpretétion of sample test results

-‘ _ Crvaluefor ANRNA - Crvaluefor Xeno™ RNA Contre Interpretation e
<38 27.5-34011 AlV-positive sample
40 [undetermined] 27.5-34 AlV-negative sample
38-40 27.5-3414 Suspect result

m

(21 |fthe Cr value falls outside of this range, see Table 5.

Table 5 Assessmdnt of suspect results

If the Cr value falls outside of this range, see "Troubleshaoting” on page 4.

Result S

Action

Suspect result: Thé sample AV Cy value is 38-40.

RNA Cr shift:
Xeno™ RNA Cy Shift = §S - XEC, where:
S5 = Cr of Xeno™ RNA in the suspect sample

Analyze suspect RNA samples for the presence/absence of RT-PCR inhibitors by calculating the Xenao™

XEC = Average Cr of Xeno™ RNAin the extraction controls

Waorkflow A
Xeno™ RNA Cy shift =1.5

Workflow B
Xeno™ RNA Cy shift <1.5

1. Repeat the real-tihe RT-PCR with 2 pL of the
suspect RNA sample. [RT-PCR inhibitors may
be present in the RNA.] If the AIV Cy value is:
» <38—The sample is AlV positive. No further

testing is required.
= >38—Continue with steps 2 through 5 of
this procedure.

. Dilute the original diagnostic sample 1:4.

. Repeat the RNA purification on triplicate
aliquots of the diluted sample.

. Repeat the real-time RT-PCR with 8 pL of
purified RNA from step 3.

5. Determine the number of samples with a AlV

Cy value <40:

s 0 of 3: AV negative

« 1 of 3: Presumptive positive; confirm with
secondary test method

« 22 of 3: AIV positive

1. Repeat the RNA purification on triplicate
aliquots of the original diagnostic sample.
2. Repeat the real-time RT-PCR with 8 pL of
purified RNA from step 1. ‘
. Determine the number of samples wnﬁ a AlvV
Cr value <40: 1
s 0 of 3: AlV negative 1
e 1 of 3: Presumptive positive; conflrrp with
secondary test method ‘
o =2 of 3: AlV pesilive i

Confirmatory testing

All samples generating a positive or presumptiv:
laboratory (or equivalent authorized laboratory)

Troubleshooting

e‘Jposmve test result with the VetMAX™-Gold ALV Detection Kit should be submitted to a nritlonal

or confirmatory testing.

o T o

~ Observation

Possible cause

Recunﬂnendedacﬂon

Positive control reaction

Influenza Virus-Xeno™Contral Control
RNA—no signal | handled,
degrada

The Influenza Virus-_)_(eno“‘ RNA

Mix was improperly
resulting in RNA
tion.

Use appropriate precautions against RNase contamlnatlon
when handling the control RNAs. For example, wear clean
gloves and use nuclease-free barrier pipette tips.

Xeno™ RNA Control—no signal

Mix was

The Multiplex RT-PCR Enzyme

improperly, and it lost activity.

stored or handled

Repeat the RT-PCR with fresh reage-nts.

The thermal cycler was not
properly set up.

Cﬁeck the thermal cycler settings. See “Set up and run the real-
time PCR instrument” on page 3.

“The RT-

prepared incorrectly.

PCR master mix was

Repeat the test with correctly prepared RT-PCR master mix.

\
Avian Influenza Virus RNA Test Kit /nsl‘ruct/ons
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Observation

Recommended action

NTC or extraction control
reaction

Cyvalue is <40

the RNA extraction or PCR.

o Repeat the RNA isolation or real-time RT-PCR with fresh
reagents and freshly decontaminated pipettes.

¢ Setupthe real-time RT-PCR in an area separate from areas
used for RNA isolation and PCR product analysis.

Test sampl_e_s;

Xeno™ RNA Control—no or low
signal :

AlV RNA—high signal

Test samples ‘
Xeno™ RNA Contrj'ol—no signal

AV RNA—no sighal or
inconclusive-range signal

Explanation of symbols

| The Xeno™ RNA Control primers

and probe are at limiting
concentrations in the RT-PCR.
High levels of AIVRNA in a
sample can reduce amplification
of Xenao™ RNA Control.

No or low signal from Xeno™ RNA Control is expected in a
reaction that has a strong signal for AlV RNA.

Poor RNA recovery.

Check the Cy values of Xeno™ RNA Control in the mock-purified
samples.

C7238: indicates that Xeno™ RNA Control was omitted or that
RNA recovery was poor.

Repeat the RNA purification of the original diagnostic sample.

|

The RNA samples contain

inhibitors of RT-PCR.

See Table 5.

|
The symbols presefit on the product label are explained|in the
following table. |
‘ MANUFACTURER E USE BY
7| | CONSULT INSTRUCTIONS
CATALOG NUMBER I:[l: it
! | cauTion, consuLT
BATCH CODE & ACCOMPANYING
1 DOCUMENTS
1 UPPER AND LOWER
@ SERIAL NUMBER LIMITS OF
w TEMPERATURE

Limited proddct warranty

Good laboratory practices for PCR and RT-PCR

When preparing samples for PCR or RT-PCR amplification:

*  Wear clean gloves and a clean lab coat (not previously worn while
handling amplified products or used during sample preparation).

s Change gloves whenever you suspect that they are contaminated.

¢ Maintain separate areas and dedicated equipment and supplies
for:
- Sample preparation and reaction setup.
— Amplification and analysis of products.

* Do not bring amplified products into the reaction setup area.

* Open and close all sample tubes carefully. Avoid splashing or
spraying samples.

» Keep reactions and components capped as much as possible.

s Use a positive-displacement pipettor or aerosol-resistant barrier
‘pipette tips.

e Clean lab benches and equipment periodically with 10% bleach
solution or DNAZap™ Solutions (Cat. no. AM9890).

Life Technologies (torporaﬁon and/or its affiliate(s) warrant their products as set forth in the Life Technologies' General Terms and Conditions of

Sale found on Life ﬂ'edmologies‘ website at www.lifetechnologies.com/termsandconditions, If you have any questions, please contact Life

Technologies at www lifetechnologies.com/support.
I
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appliedbiosystems

INSTRUCTIONS FOR USE

VetMAX™ NDV Kit

TagMan® real-time RT-PCR forthl

Catalog Number NDV .
Doc. Part No. 100020401 Pub. No. MAN0008826 Rev.B.0

e detection of paramyxovirus type 1

Technology \ I Species Samples Test type
Real-time RT-PCR [RNA) Tracheal, cloacal swabs
» Duplex assay Poultry Feces Individual
s Xeno™RNA Control Tissues

A WARNING! Read the Safety Data Sheets (SDSs) and follow the handling instructions. Wear appropriate protective eyewear,
clothing, and gloves. Safety Data Sheets (SDSs) are available from thermofisher.com/support.

A WARNING! POTENTIAL BIOHAZARD. Read the biological hazard safety information at this product’s page at
thermofisher.com. Wear appropriate protective eyewear, clothing, and gloves.

Product information b

Name, intended use, and principle of the procedure

The Applied Blo';ystemsTM VetMAX™ NDV K1t (Cat. No. NDV)
enables real-time reverse transcription PCR (RT PCR) detection
of paramyxovirus type 1 extracted from swabs, feces, or tissues.
NDV is an enveloped, single-stranded RNA type 1 paramyxo-
virus responsible for Newcastle Disease, an infectious and
contagious disease which affects domestic and wild birds.

T

The VetMAX™ NDV Kit provides assays and reagents required

for single-well, real-time RT-PCR in which RNA is transcribed

to cDNA, and NDV and Xeno™ RNA targets are ampl1f1ed and
detected using fluorescent TagMan® probes (hydrolysns probe
chemistry). It contains: ‘ !

o 25X NDV Primer Probe Mix: primers and TaqMan®probes for
optimized duplex real-time PCR amplification of NDV target
and Xeno™ RNA target. } \

e 2X qRT-PCR Buffer: RT-PCR buffer. ‘ |

* 25X qRT-PCR Enzyme Mix: RT-PCR enzyme. |

o 25X NDV Control RNA: serves as an extem?l positive control
for the real-time RT-PCR components and it is also used to set
the cycle threshold (Cy) for evaluating test results |

o Xeno™ RNA Control: the internal positive C(:)ntrol is added to
each sample and control at the lysis step of the RNA extraction
procedure. It serves as an internal positive control for the RNA

purification process and monitors for the pr}esenc:e of RT-PCR

inhibitors.

Kit contents and storage conditions
Reagents for 100 25-uL real-time RT-PCR tests are supplied.

Required materials not supplied

Unless otherwise indicated, all materials are available through
thermofisher.com. MLS: Fisher Scientific (fisherscientific.com)
or other major laboratory supplier.

ltem | Source
Real-time PCR thermal cycler capable of detecting:
e FAM™ (maximum emission: A515 nm) MLS
e CAL Fluor™ Orange 560
(maximum emission: A5&1 nm)
96-well plate, PCR strips (8- or 12-wells), microtubes MLS
or capillaries compatible with thermal cycler used
Suitable plate covers or caps MLS
Nuclease-free pipettes and filtered pipette tips MLS
Nuclease-free reagent tubes for preparing master mix MLS
2 ice buckets or refrigerated racks:
e One for the PCR setup area where the RT-PCR MLS
master mix is prepared
o One for the area where RNA may be present
1X TE buffer MLS
DNase/RNase-free water MLS

Component Volume _ Storage
25X NDV Prirner Probe Mix 110 pL —30:°C to -10°C
2X gRT-PCR Buffer 1375 pL -30°Cto-10°C
25X qRT-PCR Enzyme Mix 110 L -30°C to -10°C
Nuclease-free Water 1750 pL -30°C to +25°C
25X NDV Control RNA 15 uL -25°C to -15°C
ﬁ%",&fﬂﬁﬁ?ﬂ[}" 110 pL ~25°C to ~15°C
Nucleic Acid Dilution Solution 500 pL -30°C to -10°C

|
|
For Veterinary Use Only. For In Vitro Use Only.

Isolate RNA from samples

RNA extraction from initial samples is required prior to
real-time PCR analysis.

Step or process Recommendation

Preparation of Prepare mock-purified samples, using
mock-purified nuclease-free water as the starting material.
samples for use as | Process with the same RNA isolation method
extraction control | thatis used for test samples.

Proposed RNA MagMAX™-96 Viral RNA Isolation Kit (Cat. Nos.
isolation methods | AM1836, AMB18365) or an equivalent RNA
isolation method.

e Add 1 pL of undiluted Xeno™ RNA Control
modifications to perisolation to the lysis solution used for
the RNA isclation RNA isolation.

method ¢ Add carrier RNA to the lysis solution
according to the manufacturer
recommendations. Carrier RNA is provided
in the MagMAX™-96 Viral RNA Isolation Kit
(Cat. Nos. AM1836, AMB18365])

Required




Perform real-time RT-PCR

1 Determine the
quantity of reactions
and thaw the
reagents.

a.

For each real-time RT-PCR run, include the following reactions:

e Positive control; use 10.5 pL of diluted NDV Positive Control.

o Extraction control; use 10.5 uL of mock-purified samples.
. Nt%)—template control; use nuclease-free water in place of sample RNA.

Thaw PCR master mix reagents in one ice bucket or refrigerated rack and controls and

samples in a separate ice bucket or refrigerated rack, gently vortex each tube to mix the
contents thoroughly, then briefly centrifuge to collect the solution at the bottom of the tube.
Keep the teagents on ice or on a refrigerated rack.

Combine|the following components and place the mixture on ice between 2°C and 8°C for

re i ; :
2 Zrl-:)e\l? |a:> i Fthe déLUtfd L immediate use, or below -16°C for later use.
(o} e Lonirot.
g RErS Component Volume
Nucleic Acid Dilution Solution 9.5 L
25X NDV/|Control RNA 1.0 pL
Total volume of diluted NDV Positive Control 10,5 pL
3 Prepare the real- Combine the following components for the number of reactions required plus 10% overage.
time RT-PCR master Component Volume per reaction
. 2X qRT-PCR Buffer 125 L
25X gRT4PCR Enzyme Mix 1.0puL
25X NDV Primer Probe Mix 1.0 pL
Total voltiJme of real-time RT-PCR master mix 145 L
4 Set up the real-time a. Dispénse 14.5 pL of real-time RT-PCR master mix to the appropriate PCR plate well, PCR
RT-PCR ti strip§, or capillaries.
F peaCIons: b. Addlthe appropriate component for the sample type, according to the following table:
Sample type Component Volume per reaction
Tesjt sample Sample RNA 10.5pL
Pos:itive control Diluted NDV Positive Control 10.5pL
Extraction control Mock-purified sample 10.5 pL
No-;templ‘ate control Nuclease-free water 10.5 pL
c. Seal each reaction vessel.
5 Set up and run the a. E('}llgvcvrl{ng‘ the manufacturer’s instructions, set up the following parameters for the real-time
. -PCR run.
real-time RT- |
inst TT PCR . Re;action volume: 25 pL,
InstRumgnt- » ROX™ passive reference dye: Included in 2X qRT-PCR Buffer (required if the thermal cycler is
capable of ROX™ detection)
|
b. Setup and assign TagMan® probe reporter dyes and quenchers for each well, tube, or
capillary used in the analysis:
- Target Reporter Quencher
NDV FAM™ dye BHQ™-1 dye
Xeno™ RNA Control CAL Fluor™ Orange %60 dye BHQ™-1 dye
Notei: Use CAL Fluor™ QOrange 560 dye to calibrate the thermal cycler, if possible. Otherwise
use equivalent dye detectors such as VIC™,
¢. Run jthe thermal cycler program and collect real-time amplification data during the

elongation step (45 seconds at 60°C). Use the following thermal cycler settings:

Stage Repetitions Temperature Time
1 1% 48°C 10 minutes
2 1% 950C 10 minutes
95°C 15 seconds
3 40x
60°C 45 seconds

VetMAX™ NDV Kit Instructions for Use




Data analysis

Refer to the recommendations of the thermal|cycler manufacturer for raw data analysis.
1. Set thresholds separately for each real-time RT-PCR target.
2. Interpret the results for each control and sjamples according to the obtained C: values as indicated in the following section.

Validation

The run is validated if the following criteria are met.

Control reaction

Civalue for NDV RNA

Ct Value for Xeno™ RNA Control

Positive control

24-27

>40 [no signal detected)

Extraction control

>40 [no signal detected)

29-34

No-template control

>40 {no signal detected)

>40 [no signal detected)

Interpretation

Ct value for NDV RNA

Ct Value for Xeno™ RNA Control

interpretation

<40

<40

Sample positive for NDV

>40 (no signal detected]

< Ct Extraction control £ 3Ct

Sample negative for NDV

>40 (no signal detected)

>40 (no signal detected)

Not validated"

1See “Troubleshooting™.

Troubleshooting

Observation

Possible cause

Recommentded action

Test samples
Xeno™ RNA Control—no signal

NDV RNA—high signal

The Xeno™ RNA Control primers and probes are
present at limiting concentrations in the RT-PCR
reactions.

High levels of NDV RNA in a sample can reduce
amplification of Xeno™ RNA Control.

No ar low signal from the Xeno™ RNA Control is expected in
a reaction that has a strong signal for NDV RNA,

Test samples
NDV RNA—no signal

Xeno™ RNA Control—no signal

Xeno™ RNA Cbntrol was omitted

Verify that Xeno™ RNA Control was added to the lysis
solution during RNA extraction.

Poor RNA reaovew

Check the recovery of RNA carrier used in RNA extraction.

The RNA samples contain inhibitors of RT-PCR

Reduce the quantity of sample added to the RT-PCR

reactions. For example:

e Add 1-2 pL of sample (add nuclease-free water to bring the
reaction to the proper volume)

s Dilute the RNA sample 1:10 in Nucleic Acid Dilution Solution
before adding it to the reaction.

e The Civalues for Xeno™ RNA Control and NDV amplifications
are expected to decrease proporticnally to the decrease in
sample quantity (~2-3C.

Poor RNA recovery
Oor

The RNA samples contain inhibitors of RT-PCR

Compare the results of amplifying sample RNA using RT-PCR

master mix with and without 1 pl_ of Xeno™ RNA Control:

o [fthe reactions amplified using the RT-PCR master mix with
addition of Xeno™ RNA Control return a signal, but the
reactions amplified using the RT-PCR master mix without
addition of Xeno™ RNA Control return no signal, Xeno™ RNA
Control was not recovered.

e |f Xeno™ RNA Control signal is not detected in either sample,
the RNA sample contains inhibitors of real-time RT-PCR.

VetMAX™ NDV Kit Instructions for Use




Obseryation Possible cause Recommended action

Positive control reaction The ND\j/ Positive Control was improperly Use appropriate precautions against RNase
handled, resulting in RNA degradation. contamination when handling the control RNAs. For

NDV Positive Control—no signal ‘ ! example, wear clean gloves and use nuclease-free
‘ | barrier pipette tips.

Xeno™ RNA Control—no signal

The 25)0 gRT-PCR Enzyme Mixiwas stored or Repeat the RT-PCR with fresh reagents.
handLed improperly, and it losh activity.
The thermal cycler was not properly set up. Check the thermal cycler settings. See "Set up and
run the real-time PCR instrument.” on page 5.
The RT-iPCR master mix was ﬁrepared Repeat the test with correctly prepared RT-PCR
incorrectly. master mix.
No-template control reaction Contamfination during the PCR! o Repeat the real-time RT-PCR with fresh reagents
| ; | | and freshly decontaminated pipettes.
NDV RNA—signal detected ; ! o Setup the real-time RT-PCR in an area separate
or from areas used for RNA isolation and PCR product
Xeno™ RNA Control—signal detected i ‘ analysis.
|
Extraction control reaction C:ontam?ination during RNA extd‘action orthe PCR. | & Repeat the RNA isolation or real-time RT-PCR with
] fresh reagents and freshly decontaminated pipettes.
NDV RNA—signal detected e Setup the real-time RT-PCR in an area separate
from areas used for RNA isolation and PCR product
analysis.
Documentation and support 1
|
Customer and technical support ! Limited product warranty
Technical support: visit thermofisher.com/askaquestion Life Technologies Corporation and /or its affiliate(s) warrant

their products as set forth in the Life Technologies' General
Terms and Conditions of Sale found on Life Technologies'
website at www.thermofisher.com/us/en/home/global/
terms-and-conditions.html. If you have any questions, please
» Orderandwgb support contact Life Technologies at thermofisher.com/support.

s User guides, manuals, and protocols

Visit thermofisher.com/support for the latest\ln services and
support, including:

¢ Worldwide contact telephone numbers }

o Certificates of Analysis
¢ Safety Data Sheets (SDSs; also known as MSDSS)

NOTE: For SDSs for reagents and d1ermcals from other
manufacturers, contact the manufacturer. ‘

[
‘ Laborateire Service International (LSI) | 6 Allée des Ecureuils | Parc Tertiai‘}e du Bois-Dieu | 69380 Lissieu, France

The information in this guide is subject to change without notcce |
DISCLAIMER: TO THE EXTENT ALLOWED BY LAW, LIFE TECHNOLOGIES AND/OR ITS AFFILIATE(S] WILL NOT BE LIABLE FOR SPECIAL, INCIDENTAL, INDIRECT, PUNITIVE,
MULTIPLE, OR CONSEQUENTIAL DAMAGES IN CONNECTION WITH OR ARISING FROM THIS DOCUMENT, INCLUDING YOUR USE OF IT.

Revision history of Puh. No. MAN000B824 (English) |

Revision Date Description
B.0 9 May 2017 Updated to the current document template, with associated updates to the warranty, trademarks, and logos.
A0 10 April 2014 Baseline for revision history

Limited Use Label License No. 460: PCR Veterinary Diagnostics. Notice to Purchaser: For veterinary diagnostic services including the reporting of such services for a fee and
for research purposes only. Human diagnostic uses reqmre a separate license from Roche.

©2017 Thermo Fisher Scientific Inc. All rights reserved. All trademnarks are the proplerty of Thermo Fisher Scientific and its subsidiaries unless otherwise specified. TagMan
is a registered trademark of Roche, used under permlSSIOh and license. CAL Fluor ahd BHQ are trademarks of BioSearch Technologies, Inc.
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