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Anexa tehnica

Parmetri ceruti Parametri oferiti Referinta

Poz 1. Detectia ARI\, Avian Influenza A

Set (nu rnai mic de 100 de rCoze)

Tip reac{ie :

Rlt-PCId, de tip "one step, rsingle tube"
(reacliile de reverstranscrip,lie,
amplificare gi deteclie sd aibd lop intr-
un singur tub, intr-o etapa)
ObliLgatoriu:
SetuLl va conline toate cele rneceqare

penlru reverstranscripf ie, arnpliflcare gi

detecJie"

Setul sd con{ini control po;zitiv extefn
qi control intern de extracfie.

Seturl s[ fie compatibil cu
insfi:umentele Corbet Researche Rotor
Gene 3000 gi ThermoFisher Quant
Studio 5.

Posjibilitatea de deteclie a l\RN-ui
obfinut prin metoda de extraclie prin
particole magneticex.
Funrizorul este obligat la livrarq s[
asigure demonstrarea pararnetrif or
setului livrat in condiliile de

laborator(sediul binefi ciartLlui)
Marcat de producitcr pentru uz
veterinar

4 48 5261, VetMAXTM -(3'old AIV
Detection Kit,
ThermoFiir;herScientifir:, SIJA

Set (100 de doze)
Tip reacfie :

RT-PCR, de tip "one step, single
tube" (reaLcfiile de reverstranscriplie,
amplificare gi detecfie au loc intr-un
singur tutr, intr-o etapa.)

Obligatoriu:
Setul confine toate cele necesare

pentru reverstranscriplie, amplificare
qi detec{ier:

2X Multiplex RT-PCR lluffer
Multiplex. RT-PCR Enzvme Mix
Influenza'Virus Primer lProbe Mix
XenorM F|.NA Control ('10,000

copies/pL,)
Influenza'Virus-XenoriM RNA
Control Mix (1000 copies/pl)
Nuclease-free Water

Setul corrrfine control p'ozitiv
extern(Inlfl ueuza Virus-XenorM RNA
Control Mix) gi control intern de

extracf ie(XenorM RNA Control).

Setul este compatibil cu oricare tip de

instrument RT PCR care dispune de

canale de citire FAM siVIIC, inclusiv
si cu instmmentele Cortlet Researche

Rotor Gene 3000 gi ThermoFisher

Quant Studio 5.

Posibilitatea de detectie a ARN-ui
oblinut prin metoda de extracfie prin
particole magnetice.
Furnizorul se obliga la livrare s[
asigure dr:monstrarea p,ararnetrilor
setului livrat in condifiile de

laborator(. sediul binefi ci arului)
Marcat de producdtor pentru uz
veterinar

Pag 1 manual

Pag 1 manual

Pag I manual

Pag 1 manual

Pag,3 manual, PCR
setup

Da, pag2 manua|
proposed RNA
isolation method

Paglsi4manual

Poz2. Detectia ARN. Nervcastle disease virus

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

NDV, VeIMAXTM NDV Kit,
LSl(parte ThermoFisher Scientifi c),

Franta
Set (100 rJe doze)
Tip reactiLe :

Pag 1 manual

r-2



RT-PC& de tip "one step, singlg tubp"
(reaoliile de reverstranscriprfie,
amplificare gi detecfie sd aibl log inti-
un singur tub, intr-o etapa)
Obligatoriu:
Setul va confine toate cele nece$are

penlru reverstranscripfie, ampliflcarE gi

detectie.

Setul s[ confin[ control pozitiv Qxtern
qi control intern de extracfire.

Setul sb fie compatibil cu
instrumentele Corbet Researche Rotdr
Gene 3000 9i ThermoFisher Qu{nt
Studio 5.

Posibilitatea de detecfie a ARN-hi
obfinut prin metoda de extracfie prin
partiLcole magnetice*.

lab orator(sediul bineficiarului)
Maroat de produc[tor pentru uz
veterinar

RT-PCR, de tip "one step, single
tube" (reacliile de reverstranscrip{ie,
amplificare gi detec{ie au loc intr-un
singur tub, intr-o etapa')

Obligatoriu:
Setul confine toate cele,necesare
pentru reverstranscripfie, amplificare
gi deteclie:
25X NDV Primer Probe Mix
2X qRTJ']CRBuffer
25X qRT-PCR Enzyme Mix
Nuclease-free Water
25X NDV Control RN,{
XenorM FNA Control(10,000
copies/p[,)
Nucleic Acid Dilution iSolution

Setul contline control pozitiv
extern(M)V Control RNA) qi control
intern de extraclie(XenorM RNA
Control).
Setul este compatibil cu oricare tip de

instrumenLt Rll PCR care dispune de

canale de citire FAM si CAL Fluor
Orange, itrclusiv si cu cu
instrumentele Corbet lResearche

Rotor Gene 3000 qi Thr:rmoFisher

Quant StuLdio 5.

Posibilitatlea de detecfie a ARN-ui
obfinut prin metoda de extracfie prin
particole magnetice*.
Furnizorul se oblige la livrare sb

asigure demonstrarea parametrilor
setului livrat in condi{iile de
laborator(sediul binefi ciarului)
Marcat de, producdtor pentru uz
veterinar

Pag 1,2man:ual

Pag 1 manual, kit
contens

Pag 1 manual,pagina
web NDV

Pag 1,2manual

Pag 1 manual,
proposed RNA
isolation methods

Manual

2-2



Anexa tehnica

Parnetri ceruti Parametri oferiti Refbrinta

Poz 1. Detectia ARI[. Aviran Influenza A

Set (nu mai mic de 100 de rloze)
Tip reacfie :

RT-PCR., de tip "one step, singlE tube"
(reacfiile de reverstranscrip,f ie,
amplificare qi detecfie sd aib[ lop intr-
un singur tub, intr-o etapa)
Obligatoriu:
Setul va confine toate cele necedare
pentru reverstranscripfie, amplificare gi

detecJie.

Setul sd conlin[ control pozitiv extern

Ei control intern de extracfie.

Setul si fie compatitril cu
instrumentele Corbett ReseaLrche Rotor
Gene 30t00 gi ThermoFisher Quant
Studio 5.

Posibililatea de detecfie a ARN-ui
obfinut prin metoda de extraclie prin
parti coler magnetice*.
FurnLizorul este oblip,at la livrare sd

asigure demonstrarea paramel.rilpr
setullui liLvrat in condi{iile drl
laborator(sediul binefi ciarului)
Marcat <le producdtor pentru uz
veterinan

4485261, VetMAXTM-(j'old AIV
Detection Kit,
ThermoFiir;herScientifi c. SIJA
Set (100 de doze)

Tip reacfier :

RT-PCR, de tip "one step, single
tube" (rea.cJiile de reverstranscripfie,
amplificarre gi detecfie au loc intr-un
singur tutr, intr-o etapalt

Obligatoriu:
Setul conl[iLne toate cele necesare
pentru reverstranscripfie, arnplifi care
qi deteclier:

2X Multiplex R.T-PCR Buffer
Multiplex RT-PCR Enz:yme Mix
Influenza Virus Primer ]lrobe Mix
XenorM RNA Control (10,000

copies/pL)
Influenza'Virus-Xeno'rr{ RNA
Control Mix (1000 copiesipl,)
Nuclease-free Water

Setul conline control pozitiv
extern(Inlluenza Virus-XenorM RNA
Control lvlix) gi control intern de

extraclie(.KenorM RNA Control).

Setul este compatibil cu oricare tip de
instrument RT PCR care dispune de

canale de citire FAM r;i VIC, inclusiv
si cu instrumentele Corbet lResearche

Rotor Gene 3000 qi ThermoFisher

Quant Studio 5.

Posibilil.al;ea de detec{ie a ARN-ui
oblinut prin metoda de extraclie prin
particole magnetice.
Furnizorul se obliga la livrare sd

asigure dermonstrarea piarametrilor
setului livrat in condi{iile de

laborator(sediul binefi ciarului)
Marcat de producdtor pentru uz
veterinar

Pag 1 manual

Pag 1 manual

Pag 1 manual

Pas I manual

Pag 3 manual, PCR
setup

Da, pag 2manual,
proposed RNA
isolltion method

Paglsi4manual

Poz2. Detectia ARN. Neu'castle disease virus

Set (nu mai mic de 100 de <loze)

Tip reactie :

NDV, VettMAXrM ND'ry' Kit,
LSl(parte ThermoFisher Scientifi c),
Franta
Set (100 dle doze)
Tio reactirs :

Pag l manual

1,-2



RT-PCR" de tip "one step, singlb tuQe"
(reacfii{e de reverstranscripfie,
amplificare gi detecfie s[ aibd lqc inir-
un singurtub, intr-o etapa)
Obligatoriu:
Setul va contine toate cele necegare
penhu reverstranscripfie, amplif,rcard gi

detercfie.

Setul s[ confin6 control po:zitiv gxtern
gi control intern de extracfie.

Posibilitatea de detecJie a,arnN-ti
obfirrut prin metoda de extraclie prin
partjicole magnetice*.
Furnizordul este obligat la livrare sd
asigrure demonstrarea parametrilpr
setului livrat in condiliile de
laboratop(sediul binefrciarului)
Maroat de produc[tor pentru uz
veterinar'

RT-PCR, de tip "one step, single
tube" (reacfiile de reverstranscripfie,
amplificarre gi detecfie au loc intr-un
singur fub, intr-o etapa)
Obligatorflu:
Setul confine toate cele necesare
penhu re'yerstranscripf ie, amplificare
gi detecfie:
25X NDV Primer Prob,e Mix
2X qRTJPCR Buffer
25X qRT-PCR Enzyme Mix
Nuclease-free Water
25X NDV Conhol RNA
XenorM tr(NA Control(10,000
copies/pt,)
Nucleio Acid Dilution Solution

Setul confine control pozitiv
extern(NDV Control RNA) gi control
intern de extracfie(XenorM RNA
Control).
Setul este compatibil cu oricare tip de
instrument RT PCR care dispune de
canale de citire FAM si C.AL Fluor
Orange, inclusiv si cu cu
instrumenLtele Corbet Researche
Rotor Gene 3000 gi ThermoFisher

Quant Studio 5.

Posibilitatlea de detecfie a ARN-ui
obtinut prin metoda de extracfie prin
particole magnetice*.
Furnizorul se oblige la livrare s[
asigure demonstrarea p,arametrilor
setului livrat in condifiile de
laborator(sediul binefi ciarului)
Marcat de producdtor pentru uz
veterinar

Pag7,2 manual

Pag 1 manual, kit
contens

Pag 1 manual,pagina
web NDV

PagT,2man'ual

Pag 1 manual,
proposed RNA
isolation methods

Manual

2-2
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CERTIFICAT

Prin prezenta, BC 'lwolf ova-Rgroindbank" S.A, confirmi ci ,,GBG-MLD" 5,R.1, (IDNO

) dispune d urmdtoarele conturi le curente:

Numdrul cor tulu curent, cod ll3AN Valuta

MDl4AGOO( )002 25t84E0t542 MDL

MD64AGOOC )00225t44807542 EUR

MDSlAGOOC 225]-L677935 CHF

MDTOAGOOC 225t1393244 UAH

MD1TAGOOO )nn 25rr4804542 RUB

MD62AGOOO )002 25194E02542 USD

MD39AGOOC )00c 22s13059583 GBP

MDS1AGOOO )00022582080L47 MDL
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,u!"
f technotogies"

Avian Influenza Virun RNA fest Kit
VetMAX*-Gotd AIV Detection Kit

Catatog Number 4485261
Pub. No. 44t]6415 Rev. A

Kit contents and storage conditions

Reagents for l00 25-pL real-time RT-PCR tests are supplied.

targets.

Limitations

. CR" ON

avian reservoir hobts and can be transmittr:d to H5 and H7
subtypes of LPAI strains are unique in the:ir undergo host
adaptation and to evolve into highly pathogenic fvian flnfluenza
(HPAI). HPAI viral infeclrons arrse de nooo in ilfected with
LPAI H5 and H7 srubtypes and become rapidly f{tal drie to an
overwhelming systemic collapse. The $fV Detection

ForVeterinary Use 0nly.

Plates or tubers appropriate
for the Apptied Biosystemso
7500 Fast Reat-Time PCR
System {96-weLtl

Nuctease-freer pipettes and
filtered pipettr-' tips

. MicroArrpo Opticat 8-Cap Strip (Cat.

no. 43230321, or equivaLent
. MicroAmpo Fast 0pticat 96-Wetl.

Reaction PLate with Barcode, 0r1-mL
[Cat. nos. 4366932,43469061, or
eou ivalent.

. MicroAmpo 0pticaI Adhesive Fitm (Cat.

nos. 43 1 
'l971, 43609541,or equivatent

. MicroAmpo Fast 8-Tube Strip,0.1-mL
ICat. no. 4358293), or equivatent

. Precision P[ate Hotder for 0.1-mL tube
strips ICat. no. 4403809], or equivatent

Major [aboratory supptier IMLSI

Nuctease-free reagent
tubes for preparing master
mtxes

Reat-time PCII thermat
cycrer

1X Phosohate Buffered
Satine [PBS], pH 7.4

ViraI Transoort Media

2 ice buckets:
. One for the PCR setup

area where the master
mix is prepared
0ne for th,e area where
RNA may be present

Apptied Biosystems@ 7500 Fast Reat-Time
PCR System [96-wett), running SDS
software v1.4

MLS

MLS

WARNING! Read the Safety Data

clothing, and

and follow the
eyewear,

haryngeal/trdcheal $wab samples,

neuraminidase. Lgr'rr pathogenic avian influenza (LPAf) strains exist in

2X Muttiplex IIT-PCR Buffer

Muttiptex RT-PCR Enzyme Mix

Influenza Virus Primer Probe Mix

Xeno* RNA Controt {10,000 copies/pLl

lnfluenza Virus-Xeno* RNA ControI Mix
[1 000 copies/pL]

Required materiats not supptied



Preparation of mqck-purified samples lfor use in
extraction control PCRsI

lsolate RNA from samples

Tabl.e 1 Sanrpte handting recommendations

Transport/storage of samp[es

Preparation of swbb samptes

Proposed RNA isolation method

Required modifications to the RNA isolation
method

masler mlx on tce

Set up tlqe RT-PCR

reactionE

lls containing NTCs are located as far as possible from positive
accidental cross-contamination.

ents in one ice bucket and controls and samples in a separate ice bucket,
the contents tho:roughly, then briefly centrifuge to collect the solution at
e reagents on ice,

for the number of reactions required plus 10% overage.

Perform rea[-time RT-PCR
-l

3 g control reactions (for step 4 of this procedure):

ate reactions); use 8 uL of the Influenza Virus-Xeno* RNA Control
g control reactions (for step 4 of this procedure):

ate reactions); use 8 pL of the Influenza Virus-Xeno* RNA Control

pare duplicate reactions); use Nuclease-free Water in place of sample

lls containing NTCs are located as far as possible from positive
accidental cross-contamination.

Trarlsport oropharyngeat/tracheal swab samptes between 4oC and 25oC or in accordance with
manuf acturer's instructions.

1. Place one oropharyngeat/tracheaI swab sample into a 1 .5-mL tube or deep-welt 96-wel[ ptate,
then add 0.75 mL of Viral Transport Media.

vigorously for 3 minutes, then prutse-spin to remove debris from the tube cap.

50 pL of supernatant for RNA isotation.

re dupticate mock-purified samples, using 1X PBS as the starting materia[. Process with the
samE RNA isolation method that is used for test samDtes.

-96 ViraI RNA lsolation Kit [Cat. nos. AM1836, Af/81836-51 or an equivatent RNA isolation

. Add 2 pL of undiLuted Xeno'' RNA Contnol per isotation to the lysis sotution used for RNA isolation

. f,dd carrier RNA to the lysis sotution according to the manufacturer recommendations. Carrier
flNA is provided in the MagMAX*-96 Virat RNA lsotation Kit [Cat. nos. AM1836, AMB1835-51

8.0 pL

8.0 pL

8.0 pL

Extr gonrrot 8.0 pL

Seal rdaction vessel, mix, then centrifuge briefly to bring the contents to the bottom.

t

Posi

of RT-PCR master mix

Disp master mix to the appropriate wells of a PCR plate or PCR tubes on ice.

Add onent for the reactiorn type, according to the following table:

Influenza Virus-Xeno*-RNA ControI Mix {1 000 copies/pL)

Avian lnftuenza Wrus RNA Test Kit lnstructions



A Set up ahd run the real- a. Folloll'ing the manufachrrer's instructions, set up the run using the following parameters:I+ .. -^-.time PCR instrument . Run mode: Standard 7500

. Refction volume: 25 pL

. R9X- pdssive reference dye: Included in the RT-PCR Buffer

probe reporter dyes and quenchers:

Ectipse@ 0

* 
Rf,iA Controt Ec[ipseo Q

maximum of 495 nm; emission maximum of 520 nm.

e maximum of 540 nm; emission maximum of 552 nm.

10 minutes

'10 minutes

1 5 seconds

45 seconds

Data analysis
Refer to your real-fime PCR instrument

Tabte 2 Data anatlsis

usr:r guide for jnstructions on how to analyze your data, using the following:method.

Use the Controt-Bdsed Threshold settino for data
a na Lysrs.

Check the raw ftuoiescence data.

Interpretation of test results
Tabte 3 Criteria for a valid rea[-time RT-PCR

Positive control

Extraction controt

{ll The run is invatid if the Cr vaLues for either AIV or

NTC

1. Setect ManuaI C1.

2. Eyport ARn values for the positive controI samples {lnfluenza Virus-Xeno" RNA Controt, 1000

ci: pies/p Ll.
3. AVeragetheFAM*andVlCova[ues[separatetylfortheARnatcycle40foraltreplicatesofthe

pgsitive controI reaction.
4. SbtthethresholdfortheAlVRNAreactionsat5o/ooftheaveragemaximumfluorescencevalueof

tfte AIV RNA amptific;rtion signaI in the positive controI reactions.

Elampl.e: lf the average maximum ftuorescence value for the AIV RltlA target in the positive control
reactions is 3.0. set the AIV RNA threshotd at 0.1 5.

5. Repeatstep4fortheXeno* RNA Controltarget using a 5%threshol,d.

Elampte: lf the average maximum f[uorescence vaLue for the Xeno" RNA target in the positive
control reactions is 2.0, set the Xeno'" RNA threshold at 0.1.

Verif!,lthat increased ftuorescence seen in the normatized data is also evident without mathematicaL
data processing.

25-29

40 [undeterminedltll

27.5-34

RNA Control targets in the NTC are .40, see "Trrrubleshooting'' on page 4.

Vi4ts RNA

ctivation/initiaI denaturation

40 lundeterminedltll

40 [undeterminedlll]

Avian lnftuenza Test Kit lnstruct,ions



Table 4 Interpretation of sample test resutts

40 fundeterminedl

lf the C1 vatue faltp outside of this range, see

lf the Cr value faltp outside of this range, see Tabte 5.

Table 5 Assessmdnt of suspect results

Suspect result: Thd sampte AIV Cr value is 38-40.

on page 4.

suspect RNA sbnrples f9r the presence/absence of RT-PCR inhibitors by catcutating Xeno*

shift:

RNA Cr Shift = SS - XEC, where:

1 of Xeno" RNA ip the susPect samPle

Average C1 of Xfno" RNA in the extraction controls

Workflow B

Xeno* RNA C1 shitt <1,5

l. Repeat the RNA purification on

aliquots of the originaI diagnostic
2. Reoeat the reat-time RT-PCR with 8

purified RNA from step 1.

3. Determine the number of samples with a AIV
Cr value <40:

e itive; confirrh with
1

a 41at Ji Atv pu5tuvE

Avian lnfluenza Virus RNA Test Kit lnstluctions

n9

::',ffi",::ifi:lilr$jir:ffi"#:ffifJ,HH*""*tMAX--GordArVDetectionKitshouldbesubmittedtoani

the real-tirhe RT-POR with 2 pL of the
RNA sampte. IRT-PCR inhibitors may

present in the RNA.I lf the AIV C1 value is:

<38-The samp[e is AIV positive. No further
testing is requiied.
>38-Continue with steps 2 through 5 of
this procedure.

the originat diagnostis sample 1:/+.

the RNA puriflcation on tripticate
of the dituted sample.

the reat-tirie RT-POR with I PL of
RNA from step 3.

the number of s4mptes with a AIV

vatue <40:

0 of 3: AIV negalive
1 of 3: Presumptive positive; confirm with
secondary test method

22 of 3: AIV positive

Troubteshooting

Positive controI reaction

I nf [uenza Virus-Xeno*ControI
RNA-no signat

Xeno* RNA Controt-no signaI

The lnftur
Control ]v

handl.ed,
degradati

tnza
ltx wa
rESUU

on.

/irus-Xeno* RNA
improperly

ring in RNA

Upe appropriate precautions against RNase contaminatic
when handl.ing the control RNAs. For exampte, wear ctea
gloves and use nuclease-free barrier pipette tips.

The Mutt
Mix was r

impropet

rlex I

tore(
y, an

T-PCR Enzyme
or handted
I it lost activity.

Rppeat the FIT-PCR with fresh reagents.

The therr
properly

tal ct
er ut

cler was not Check the thermal cycter settings, See "Set up and run th
time PCR instrument" on page 3.

real-

The RT-t

Preparec

lRn
tncol

rster mix was
'ectty,

Rppeat the test with correctty prepared RT-PCR master n



NTC or exlractidn control
reaction

Cr vatue is <40

There wa
the RNA r

3 COnl

lxtrac
:amination duripg
tion or PCR.

. Repeat the RNA isolation or reat-time RT-PCR with frr

reagents and freshty decontaminated pipettes.

r Set up the rea[-time RT-PCR in an area separate frorn
used for RNA isotation and PCR product analysis,

S

Test samptes

Xeno* RNA Contiol-no or low
signat

AIV RNA-high signat

The Xenc

and prob
concentr
High tevr
sample c

of Xeno*

RNI
are

tions
s of r

n fei
INA I

Control prim,3rs
t tirniting
in the RT-PCtl.
lV RNA ln a

uce amplification
ontro[.

No or low signal from Xeno* RNA Control is expected in a

rqaction that has a strong signat for AIV RNA.

Test samples

Xeno'- RNA Contiol-no signaI

AIV RNA-no sighal or
inconctusive-range si gnat

Poor RN rec( rery, Check the Cr vatues of Xeno" RNA Controt in the mock-pt"

szimples.

Ci238: indicates that Xeno" RNA Control was omitted or t
RNA recovery was poor.

Repeat the RNA purification of the originaI diagnostic san

T

The RNA
inhibitor:

;amI
of R'

.es contain
-PCR.

See Tabte 5.

Exptanation o[ symbols
The symbols preseirt on ihe product label are expJ

following table.

Limited prodqct warranty
Life Technologies Sorporation and/or its affiliate(
Sale found on Life'lledurologies'website at www,
Tedrnologies at wWw.lifetechnologies.conr/supp

ained in the

Oood [aboratory practices for PGR and RT-P
When preparing samples for PCR or RT-PCR amplification:
. Wear clean gloves and a clean lab coat (not previously w

handling amplified products or used during sample prel
. Change tloves whenever you suspect that they are conta
o Maintain separate areas and dedicated equipment and sr

for:

- Sample preparation and reaction setup.

- Amplification and analysis of products.
. Do not bring amplified products into the reaction setup i
. Open and dose all sample tubes carefully. Avoid splashi

spraying samples.
o Keep reactions and components capped as mudr as poss
. Use a positive-displacement pipettor or aerosol-resistant

pipette tips.
o Clean lab bendres and equipment periodically wittt L0%

solstion or DNAZap* Solutions (Cat. no. AM9890).

s) r,r

Iife
ort.

their products as se! forth in the Life Tedmologies' General Terms and Conditi
logiei.conr/termsaridconditions. If you have any questions, please contact Life

while

or

of
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Techno[ogy Species Samptes Test type

Reat-time RI-PCR tRNA)

. Duptex assay

. Xeno" Rl,,lA Control

Pou[try
Tracheat, cloacaI swabs

Feces
Tissues

lndividuaI

VetMAX'" NDV Kit
TaqMan@ reat-time RT-PCR

Catatog Number NDV

for the detection of paramyxovirus type 1

A WARNlhlGl Read the Safety trata Sdeets (SOSs) and follow the handling instructions. Wear appropriate protective eyewear,
clothing, and gloves. Safety Data Sheets (SDSs) are available from therrno'fisher.com./support.

WARNING! POTENTIAI- BI0HAZARD. Re4d the biological Jfrazard safety information at this product's page at
therm<lfisher.com. Wear appropridte pr6tective eyewear, r:lothinq, and glloves.

AZI

Product information

Name, intended use, and principte of the procedure
The Applied. Biosystems" VetMAX"'NDV Kit (Calt. No. NnV)

rgets 3re amplified and
obes (trydrglysis probe

and TaqMan@probes for
optimized du1:lex real-time PCR amplificatipn of NDV target
and Xeno'^' RNA target.

. 2X qRT-PCR ltuffer: RT-PCR buffer.

' 25X qRr-PCREnzyme Mix F'T-PCR tnzyrrlppositive 

control
and it is alsb used to set
test results.

. Xeno'" RlilA Clontrol: the intemal positive cdntrol is added to
is step of the RNA extraction
positive cbntrol for the RNA
ior the prfsencg ofRT-PCR

inhibitors.

Kit contents and storage conditions

For Veterinary Use 0nty. For In Vitro [Jse Onfy.

Required materiats not supptiled
Unless othemrise indicated, all materials are available through
thermofish.er.com. MLS: Fisher Scientific (fislherscientific.com)

lsolate FINA from samples
RNA extraction from initial samples is required prior to

ThermoFisher
SCIENT]FIC

or other maior labora

Item Source

Rea[-time PCR thermaI cycler capabler of detecting:

. FAM'' (rnaximum emission: L515 nml

. CAL Fluor'* Orange 560
(maxinnum emission: L561 nml

MLS

96-wet[ ptater, P0R strips (8- or 12-wel[:;], microtubes
or capiltarir:s cornpatible with thermaL cycter used

MLS

Suitabte olate covers or caDs MLS

Nuclease-free pipettes and filtered pipette tips MLS

NucLease-free reagent tubes for preparing master mix ML5

2 ice buckets; or refrigerated racks:
o 0ne fcrr the PCR setup area wherr: the RT-PCR

master mix is prepared

. One fc,r the area where RNA mav be Dresent

MLS

1 X TE buffer MLS

DNase/RN:rse-f ree water ML5

ts for 100 25-uL real-time RT-PC:R tests are supplied.

Component Volunne Storage

25X NDV Prirner Probe Mix I 10 prl -30'C to -10"C

2X qRT-PCR Buffer 1375 pL -30"C to -1 0'C

25X qRT-PCR Enzyme Mix 110prl -30'C to -1 0"C

Nuc[ease-free Water 1750;rL -30oC to +25oC

25X NDV ControL flNA l5 pL -251C to -1 5'C

Xeno'. RNA Conlrol
110,000 copies/pLl

110 prl -25PC to -15'C

Nucteic Acid Ditution So[ution 500 pL -30PC to -1 0'C

real-time.PtlR ana

Step or process Recommendation

Preparatiorr of
mock-purif ed

samptes for use as

extraction controI

Prepare mock-purified samptes, using
nuctease-free water as the starting materiat.
Process with the same RNA isolation method
that is used for test samoles

Proposed RNA

isotation mr-'thocls

MagMAX'--96 ViraI RNA lsotation Kit (Cat. Nos.
AM1836, AMB18365l or an equivatent RNA

isotation method.

Required
modifications to
the RNA i:;cLation

method

. Add 1 uL of undiLuted Xeno" RNA DontroI
per isotation to the lysis sotution used for
RNA isolation.

o Add carrier RltlA to the lysis solution
according to the manufacturer
recommendations. Carrier RNA is provided

in the MagMAX"-96 ViraL llNA lsoLation Kit

lCat. Nos. AM1836, AMB18365l



Perform reat-time RT-PCR

Determine the
quantity of reactions
and thaw the
reagents.

a. For tiach real-time RT-PCR run, include ther following reactions:

. Positive control; use 10.5 rrtr- of diluted NDV Positive Control.

. E>fhaction control; use 10.5 pL of mock-purrified samples.

. Notemplate conhol; use rrucleasefree waler in place of sample RNA.

b. Thar,y PCR master mix reapp'nts in one ice bucket or refrigerated rar:k and controls and

samples in a separate ice brrcket or refrigerated rack, gently vortex each tube to mix the

contints thoroughly, then briefly centrifug'e to collect the solution at the bottom of the tube'

Prepare the dituted
NDV Positive Contro[.

the reagents on ice or on a refrigerated rack.

Cornbine the following components and place the mixture on ice between 2'C and 8"C for
imrnediate use, or below -16oC for later use.

Nucleic Acid Ditution SoLution

25X NDV ControL RNA

Tc,taI volume of diluted NDV Positive Control

Prepare the reat-
time RT-PCR master
mix on ice.

-o the following components for the numb er of reactions require'd plus 1070 ove

Component Volume ner reaction

2X, qRT-PCR BrJffer 12.5 pL

25X qRTIPCR Enzyme Mix 1.0 pL

25X NDV )rimer Probe Mix 1.0 pL

TotaI votLrme of reaL-time RT-PCR master mix 14.5 pL

Set up the nea[-tirne
RT-PCR reactions.

a. Dispense 14.5 pL of real-time RT-PCR master mix to the appropriate PCR plate well, PCR

c. Seal i:ach reaction vessel.

b
stripp, or capillaries.
Add the appropriate com for the sarn.ple type, according to the following table:

Sample type Component Volume per reaction

Tesl sampte Sampte RNA 10.5 pL

Posjtive controI Dituted NDV Positive Controt 10.5 pL

Extriaction controI Mock-purified sampte 10.5 pL

No-femptate controI Nuc[ease-free water 10.5 pL

Set up and run the
reat-time RT-PCR
instrument.

a. Follqwing the manufacturer's instructions, set up the following parameters for the real-time

RT-PCR run.
. Rehction volume: 25 uL
. ROl" passive reference d'ye: Included in 2X qRT-PCR BuIfer (required i{ the therma-l cyder is

capable of ROX'^' detectior)

b. Set o assl8n raqNri
used in the ana

ye5

Target Reporter 0uencher

NDV FAM'",iye BH0"-1 dye

Xerio'" RNA ControL CAL F[uor'- Orange ti60 dye BHQ'--1 dye

NotQ: Use CAL Fluor'-' Orarrge 560 dye to calibrate the thermal rycler, if possible. Otherwise
use equivalent dye detectors such as MC'"

Run fhe thermal cvcler Drosram and collecRun the thermal cycler program and collect :real-time amplification data during the

and TaqManG' probe reporter ct and quenchers for each well, tube

Use lire foll thermal SEI(45 seconds at

Stage Repetitions Temperature Time

1 480C 10 minutes

z lx 950C 10 minutes

3 40'
9 50C 1 5 seconds

600c 45 seconds

VetMAX' NDV Kit lnstructions for Use



Data anatysis
Refer to the.recornmendations of the thermal cycler manufacturer for raw data analysis.

1. Set thresholds separately for each real-tinie RT-PCR target.

2. Interpret the results for each controll and gamples according to the obtained Ct values as indicated in the following section

Validation

Interpretation

(tlSee Troubleshooting".

Troubleshooting

Ihe run is validated if the followins criteria re met.

ControI reaction Cr vatue for NDV RNA Ct Vatue f o,r Xeno'* Rl'llA Controt

Positive controI 2/+-27 '40 
(no signaI detected]

Extraction c0ntroI >40 [no signal detectedl ,a_1./,

No-template controI >40 {no signaI detectedl >40 [no signat detected]

Ct value for NDV RNA Ct Vatue for Xeno" RNA Control Interpretation

<40 <h0 Samptr: positive for NDV

>40 [no signaI detectedl < Ct Extraction controt t 3Cr Sampler negative for NDV

>40 (no signaI detectedl '40 
(no signaI detectedl Not validatedllt

0irservation Possible cause Recommenrled action

Test samptes

Xeno'- RNA Clontro[-no signat

NDV RNA-high signaL

The Xeno'. R\A ControI primers and probes are
present at tiniiting concentrations in ther RT-PCR

reacll0ns.
High te,vel.s of NDV RNA in a sampte can reduce

arnolification of Xeno'" RNA Controt.

No c'r low signaI from the Xeno'" RNA ControI is expected in

a rei:ction that has a strong signaI for NDV RNA.

Test samptes

NDV RNA-no signaI

Xeno'- RNA Controt-no signaI

Xeno'" RNA CpntroI was omitted Veritiy that Xeno'" RNA Control was added to the lysis

solution during RNA extraction.

Poor RNA reiovery Check the recovery of RNA carrir-.r used in RNA extraction.

The Rl.lA sam ptes contain inhibitors of RT-PCR Reduce the quantity ot sampLe added to the RT-PCR

reactions. For exampte:

o Add 1 -2 ;rL of sample ladd nuclease-free water to bring the

reaction to the proper votume)
r [)ilute the RNA sampte 1:10 in Nucteic Acid Dilution Solution

trefore adding it to the reaction.
o l'he Ct values for Xeno" RNA Oontrol and NDV amplifications

arre expected to decrease proportionaL[y to the decrease in

samp[e quantity (-2-3Ctl.

Poor RNA rec

0r

The RltlA sam

overy

otes contain inhibitors of FIT-PCR

Compare the results of amptifying sample RNA using RT-PCR

masterr mix with and without '1 pl- of Xeno'" RNA Control:

r ll'the reactions amptified using the RT-PCR master mix with

addition of Xeno'- RNA ControL return a signaL, but the

reactions amptified using the RT-PCR master mix without

addition of Xeno'" RNA Control return no signal, Xeno'- RNA

ControI was not recovered.
r ll'Xeno'" RNA ControL signaI is not detected in either samp[e,

the RNA sampLe contains inhibitors of reat-time RT-PCR.

VetMAX' NDV Kit lnstructions for Use



Use appropriate precautions against RNase

contamination when hancl[ing the corrtrol RNAs. For

examp[e, wear ctean glovr]s and use nuclease-free

barrier pipette tips.

The NDf Positive 0ontroL was improperty
hand[ed, resutting in RNA degfadation.

Positive controI reaction

NDV Positive Contro[-no signaI

Xeno'" RNA Contro[-no signaI
Repeat the RT-PCR with fres;h reagents.The 25X qRT-PCR Enzyme Mix was stored or

improperly, and it lost activitY.

Check the thermal cycler settings. See Set up and

run the reat-tinre PCR in::trument." on page 5.

Repeat the test with correctly prepared RT-PCR

master mix.
The RT.TPCR rhaster mix was prepared

. Repeat the rea[-time RT-PCR with fresh reagents

and freshty decontaminated pipettes.

o Set up the reat-time RT-PCR in an area separate

from areas used for RNA isotation and PCR product

analvsis.

Contamination during the PCR,No-template controI reaction

NDV RNA-signaI detected

or
Xeno'" RNA Contro[-signaI detected

Repeat the RNA isotatiorr or reat-tirne RT-PCR with

fresh reagents and fre:;hty decontaminated pipettes.

Set up the real-time RI'-PCR in an area separate

from areas used for RNA isolation and PCR product

analysis.

Contamination during RNA extrlaction or the PCR.Extraction control, reaction

NDV RNA-signaI detected

Documentation and support

Customer irnd technicat suPPort
Technical support: visit thernrLofisher.com/askaquestion

Visit thermofishrlr.com/support for the latest in services and

support/ including:
. Worldwide contact telephone numb'ers

. Order and web support

o lJser gui<les, rnanuals, and protocols

. Certificates oI Analysis

. $afetl 'n as IVISDSb)

NOTE: emicals from other
manuf turer.

I Laboratoire Service Internationat (LSll I 6 Alt6e dps Ecureuits I Parc Tertiaife du Bois-Dieu I 6938t1 l-issieu, France

The information in thi:i guide is subjecl to change ltiithout flotice.
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l-imited product warranty
Life Technc'logies Corporation a t
their products as set forth in the
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