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These instructions for use apply to the following reference / Bu kullanim talimatlan asagidaki referans icin gecerlidir:

- REFERENCE /
PRODUCT / URUN - REFERANS
VIASURE Bordetella Real Time PCR Detection Kit for BD MAX™ System papcadd
Y VS-BDT124

Table A 1. Reference for product to be used with the BD MAX™ System. / BD MAX™ System ile kullanilacak Urin igin referans.

NOTE: Instructions for use (IFU) are included into the kit in English/Spanish version / Kullanim talimatlian (IFU) kite ingilizce/ispanyolca

olarak dahil edilmistir.

EN For download IFUs from other languages, please enter in certest.es/viasure/labeling. Once you be there, follow the instructions

for access to the language that you need. If you need additional information, please contact: viasure@certest.es.

ES Para descargar las IFUS en otfros idiomas, por favor, entre en certest.es/viasure/labeling. Una vez esté alli, siga las instrucciones

para acceder al idioma que necesite. Si necesita informacién adicional, contacte: viasure@certest.es.

DA For at downloade IFUS fra andre sprog, skal du g& ind pd certest.es/viasure/labeling. N&r du er der, skal du falge instruktionerne

for at f& adgang til det sprog, du har brug for. Hvis du har brug for yderligere oplysninger, bedes du kontakte: viasure@certest.es.

DE Um den IFUS in anderen Sprachen herunterzuladen, gehen Sie bitte zu certest.es/viasure/labeling. Wenn Sie dort sind, folgen
Sie den Anweisungen, um auf die gewunschte Sprache zuzugreifen. Wenn Sie weitere Informationen bendtigen, wenden Sie sich

an: viasure@certest.es.

FR Pour télécharger I'IFUS dans d'autres langues, veuillez vous rendre sur certest.es/viasure/labeling. Une fois sur place, suivez les
instructions pour accéder & la langue dont vous avez besoin. Si vous avez besoin d'informations supplémentaires, contactez:

viasure@certest.es.

IT Per scaricare I'IFUS in altre lingue, vai su certest.es/viasure/labeling. Una volta che sei li, segui le istruzioni per accedere alla

lingua di cui hai bisogno. Se hai bisogno di ulteriori informazioni, contatfta: viasure@certest.es.

NO For & laste ned IFUS fra andre sprdk, vennligst skriv inn i certest.es/viasure/labeling. N&r du er der, fglg instruksjonene for tilgang

til spréket du frenger. Hvis du trenger ytterligere informasjon, vennligst kontakt: viasure@certest.es.

PT Para baixar o IFUS em outros idiomas europeus, acesse certest.es/viasure/labeling. Uma vez |4, siga as instrucdes para acessar

o idioma que vocé precisa. Se vocé precisar de informagdes adicionais, enfre em contato: viasure@certest.es.

SV For atft ladda ner IFUS frdn andra sprék, vanligen gé in pd certest.es/viasure/labeling. Nar du &r ddr foljer du instruktionerna for

att f& tillgdang till det sprdk du behdver. Om du behdver ytterligare information kan du kontakta: viasure@certest.es.

TR IFUS'u diger dillerden indirmek icin IUtfen certest.es/viasure/labeling adresine girin. Oraya girdikten sonra, 1Gtfen ihfiyaciniz olan

dile erisim i¢in falimatlan takip edin. Daha fazla bilgiye ihtiyaciniz varsa, 10tfen viasure@certest.es adresinden iletisime gecin.

Contact viasure@certest.es if your language is not on the list / Diliniz listede yoksa viasure@certest.es ile iletisime gegin.

Note: The user should notify the manufacturer and the competent authority of the Member State in which he is established as a

user and/or patient of any serious incident related to the product.

Not: Kullanici, Grinle ilgili herhangi bir ciddi olayr Ureticiye ve kullanici ve/veya hasta olarak ikamet ettigi Uye Devietin yetkili

makamina bildirmelidir.


mailto:viasure@certest.es
mailto:viasure@certest.es
mailto:viasure@certest.es
mailto:viasure@certest.es
mailto:viasure@certest.es
mailto:viasure@certest.es
mailto:viasure@certest.es
mailto:viasure@certest.es
mailto:viasure@certest.es
mailto:viasure@certest.es
mailto:viasure@certest.es
mailto:viasure@certest.es

|U-444204entr0622.00

Content

1. INTEINAEA USE...einiiieiiieeeet ettt ettt ettt e s bt e s et e st e s ettt s ab e e s e b et s abeesab e e s bt e sabeesabeesabeesmbeesabeesnneenane 5
2. SUMMANY AN EXPIONGTION ...ttt et et e e e e e e e eee et e e e e e e e eesetraeeeeeeeesetstassaeeseeseastsrreeeseeeennnnrees 5
3. PrHNCIPIE Of TNE DTOCEAUIE ... et e ettt e e e e e e e e e e e e e taar e e e e e e eesaaaeaeeeeeeeeiansrareeeeeenes 5
4, REAGENTS PrOVIAEMA ...viiiiiiiii ettt ettt e ettt e e ettt e e ettt eeesataeeeestbeeeesssaaeasssseaeasssaeeaasssaeesssseeaasssseeansssseessssaeasssseenanen 6
5. Reagents and equipment 10 be sUpRIEd DY the USET ........couviiiiee e e 6
6. TranspPOort AN STOrAGE CONAITIONS .......iii ettt e et e e et e e et e e e e ette e e eetaeeeeeteeeeeesteeeeeaeeeeeesseaaans 7
7. PrEeCOUTIONS FOI USEIS ...ttt ettt ettt sttt a ettt et eae e s bt e bt e e eabeesnesanesanenae 7
8. TEST PTOCEAUIE ..ot e ettt e e e e e e e et aat e e e e e e eeeataeaaeeeeeeseattaeeaeeeeessastaseaeeseeseantssseeeeeesannnrees 8
8.1. Sample collection, STOrage AN TTANSPOM .......uiiieiiie ettt e et e e ere e e e tbeeeesarbeeestaaeesssreeeeesaseeeesseeanns 8
8.2. Sample preparation aNd DNA ©XITACTION ...t e e e et e e e e e e e e e tbaeeeeaeeeeettrareseeeesennnnrnes 8
8.3. POR IO TOC O ittt et e e ettt e e e e e e e e tba e e e e e e eeeeabaaaeeaaeeeeaseaaaaaaaeeeaassaaaaaseeeeaasnsaaaaeaeeaannrsaaraaeeaaanns 9
9. RESUI INTEIOIETATON ..t ettt e e et e e e e tta e e e stb e e e e abaeeeeaebeeeessaaeesataeeeenssseeaenssaeesssenaans 12
10. LIMITATIONS OF TNE TOST ..ttt et ettt ettt ettt st st saeenaeeaeenne e 14
11. QUAIITY CONTIOL ittt ettt ettt ettt et e e e bt e et e s b beeate e e ebeeabe e e sbeenbeeessaeenseeensaeenbeeensseenseeensaeenseas 15
12. PerfOrMONCE CRATACTEIISTICS ...ttt ettt st e e e e st e sat e e sat e e sbteesabeesateesaneesaneens 15
12.1.  Clinical sensitivity AN SPECITICITY .oviiiiiiieeeee e et e e e e e e et e e e e e e e eettaaeeeeeeesenansbaeeaeeeaenes 15
12.2.  ANGIYHCAI SENSITIVITY Loiiiiiiiieie ettt e e ettt e e e tv e e e e taaeeesataeeaassbseeassaseeesssaeeassseeassssesesnssaeesassseaaanens 16
12.3.  ANQIYHCAI SPECIICITY 1ottt et e e e ettt e e e taa e e e s abeeeeabaeeesaaseeesasaeeesrseeasasseeseassaeeeassseaannens 18
124, ANQGIVHCAI FEACTIVITY Loiiiiiiiiceee et e e e ettt e e e tta e e e e tbeeaeateeeeeaabeeesabaeeestseeesasseeeenssaeaeassseaeanens 18

icerik

1. KUIQINIM QIMIOCT ittt ettt sttt et e s bt e st e st e esat e s aa e e sabeesba e e sabeeesneesabeesaneesaneeenneens 19
2. OZET V& ACIKIAMQO. ...ttt ettt ettt ettt et et ae et et e ae et e s sae et et ene et eseas et etens et eneae et eaesseseaesseseennsesennns 19
3. PrOSEAUN TIKESI. .ttt ettt e et e s et e s at e e e bt e e ab e e sab e e sab e e sat e e eabeesabeesabeesbbeenabeesabeesateesabeennteens 19
4, VETIIEN TEAKTTIET ¢ttt ettt et ettt e bt et e e bt e e b et e be e e bt e e bt e e be e e bt e ebeeebaeeanees 20
5. Kullanici tarafindan tedarik edilecek olan reakfifler ve eKipmMaN ......cccuviiioiiieeceeee e 20
6. TASIMA VE AEPOIAMA KOSUIIQIT 1eviiiiieiiiiiiieet e e ettt e ettt e e e e ee e e e e e e eesaabaaeeeeeeessnsrassaesesesssssssseeessessssssseeeesssnsnnrnes 21
7. KUIQNICHAIQ UY QAT .ttt e e e ee et e e e e e eebaaaeeeeeeeeeaaaaaeeeeeeeeasasasaeeeeeeesnstsaseeeeeeaenraseeeeeas 21
8. LRI ] (11T (U] (1 TR USRS 22
8.1. Numunelerin toplanmasi, SOKIANMAST V& TASINMIGIST ....viieeiiiieeiiiieeeriieeeeteeeerieeeesireeeeereeesssbeeeessaeeeessseeesssseessssseeeans 22
8.2. Numunelerin hazirlanmMasi V& DNA €KSTTOKSIYONU ...c...vviiiiiiiiiiiiie ettt ettt e e e eeaae e e ste e e e eave e e eeavreeesaseaaeas 22
8.3. O oTge] [e] Lo ] U 7 PP UUU PP 23



|U-444204entr0622.00

9. SONUGCIAIN YOTUMIOINMIOIST ..iiiviiieeeeeeeiteeee e eeeetr et e e e e eeeta e e e e e eeeeataaeeeeeeeeestaaeeeeeeeaaassssseeaeeeaeasbssseeeeeeeaassssseeeeessennnnrees 26
10. TESTIN KISHIGIMIGIANT <.ttt ettt ettt st b e bt et eae e sae et ebe et e b e emneeanesanenaee 28
11. KOITE KONITON ...ttt ettt et a et et e et eb e st et ean e eanesanenueesaeenneenneenneas 29
12. PerfOrMANS OZEIKIET ...ttt b e b et e et et e at e e b e sb e et e et e eatesatesaeesaeenbeenteeneeans 29
12.1. KIinik dUyarlilik V& OZGUIUK ......oeiieeeieeeiie ettt e et e ettt e e et e e e tae e e e et e e eeaaee e eeaseaeeeaseeeeessseseesseaeeensseeeeees 29
D237 N o Ve |1} 11 g a e 1@ 1N 1Y/ SN P P RRRUUSU PP PTRN 30
12.3. ANQGITK OZGUIUK ..ottt ettt et et ettt s h e bt bt et et et sa e e b e e bt ebe e st e st et e st e b e sbesbeebeeseeane 32
124, ANGIHK TEOKTIVITE ..eouiiiiiiiie ettt ettt ettt ettt et et s et saeesae e bt embeestteateeanesaeenbeennees 32
2] ellleTe]fol ol a1 7] o)1 eTe e ) i F TR URRPRPURRIURRNt 33
Symbols for IVD components and reagents/ IVD bilesenlerinin ve reaktiflerin sembolleri..........cccoviiviiiiieciiiiieieeee, 33
TEOAEIMAIKS ...ttt ettt ae e ettt e ae e e bt et e be e e be e e abe e e bs e ettt e an e et et e an e et e bn e e te e aae e te e aneenee 33



|U-444204entr0622.00

ENGLISH

Intended use

VIASURE Bordetella Real Time PCR Detection Kit for BD MAX™ System is an automated real-time PCR test designed
for the qualitative detection and differentiation of DNA from Bordetella pertussis, Bordetella parapertussis and/or
Bordetella holmesii in respiratory samples (nasopharyngeal swabs and nasopharyngeal aspirates) from patients
suspected of respiratory infection by their healthcare professional (HCP). This test is intended to be used as an aid
in the identification of Bordetella pertussis, Bordetella parapertussis and/or Bordetella holmesii, in combination with
patient’s clinical signs and symptoms and epidemiological risk factors. The assay uses the BD MAX™ System for
automated extraction of DNA and subsequent real-time PCR, employing the reagents provided combined with
universal reagents and disposables for the BD MAX™ System. DNA is extracted from respiratory samples, amplified
using real-time PCR, and detected with fluocrescent reporter dye probes specific for Bordetella pertussis, Bordetella

parapertussis and Bordetella holmesii.

Summary and Explanation

The genus Bordetella is comprised of 8 species, 4 of which are known to infect humans: B. pertussis, B. parapertussis,
B. holmesii, and B. bronchisepfica. The most important cause for whooping cough (pertussis) is B. pertussis infection,
followed by B. parapertussis. B. holmesii has been isolated from patients with a serious underlying disease, whereas
B. bronchiseptica is usually restricted to animals but occasionally has also been isolated from immunocompromised

patients.

Whooping cough is a very contagious disease which spreads from person to person usually by coughing or
sneezing, or by close contact with an infected person in a common breathing space. The clinical course of the
illness is divided into three stages, which include the following clinical features: catarrhal (coryza, low-grade fever,
mild and occasional cough), paroxysmal (paroxysms of numerous and rapid coughs, cyanosis, vomiting and

exhaustion) and convalescent (gradual recovery and less persistent paroxysmal coughs).

Despite vaccination, pertussis remains endemic in most areas of the world. Reliable diagnosis is required to start
appropriate freatment and prophylaxis of contacts if needed, particularly unvaccinated infants in whom pertussis
might present as a life-threatening disease. Nucleic acid amplification tests, including PCR and more recently real-
time PCR, overcome some of the limitations of culture and serological methods for the diagnosis of Bordefella
infections. Most of the PCR tests are based on detection of insertion sequences (IS) present in multiple copies per

genome, increasing the sensitivity of PCR tests.

Principle of the procedure

VIASURE Bordetella Real Time PCR Detection Kit for BD MAX™ System is designed for the qualitative detection and
differentiation of DNA from Bordetella pertussis, Bordetella parapertussis and/or Bordetella holmesii in respiratory
samples. After DNA isolation, the identification of these strains of Bordetella is performed by the amplification of a
conserved region of the insertion sequences 1S481 for Bordetella pertussis/holmesii, pIS1001 for Bordetella

parapertussis and hIST1001 for Bordetella holmesii, using specific primers and a fluorescent-labelled probe.
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VIASURE Bordetella Real Time PCR Detection Kit for BD MAX™ System is based on 5’ exonuclease activity of DNA
polymerase. During DNA amplification, this enzyme cleaves the probe bound fo the complementary DNA
sequence, separating the quencher dye from the reporter. This reaction generates an increase in the fluorescent
signal which is proportional to the quantity of the target femplate. This fluorescence is measured on the BD MAX™

System.

VIASURE Bordetella Real Time PCR Detection Kit for BD MAX™ System contains in each tube all the components
necessary for real-time PCR assay (specific primers/probes, dNTPs, buffer, polymerase) in a stabilized format, as well

as an intfernal confrol fo monitor the extraction process and/or inhibition of the polymerase activity.

Target ‘ Channel ‘ Gene
B. pertussis/B. holmesii 475/520 IS481 sequence
B. holmesii 585/630 hIST001 sequence
B. parapertussis 630/665 pIST001 sequence
Internal control (IC) 530/565 -

Table 1. Target, channel and genes.

4. Reagents provided

VIASURE Bordetella Real Time PCR Detection Kit for BD MAX™ System includes the following materials and reagents
detailed in Table 2:

Reagent/Material Description Barcode Amount
A mix of enzymes, primers-probes,
Borc?fefello buffer, dNTPs, stabilizers and internal 1C foil 2 pouches of 12
reaction tube . .. fransparent tubes
control in stabilized format
Rehydration Buffer tube Solution to reconstitute the stabilized 1 foil 1 pouch of 24
product fransparent tubes

Table 2. Reagents and materials provided in VIASURE Bordetella Real Time PCR Detection Kit for BD MAX™ System with Cat. N°. VS-BDT124
(444204).

5. Reagents and equipment to be supplied by the user

The following list includes the materials and equipment that are required for use but not included in the VIASURE
Bordetella Real Time PCR Detection Kit for BD MAX™ System.

e Real-time PCR instrument: BD MAX™ System (Ref: 441916).
e BD MAX™ ExK™ TNA-3 (Ref:442827 or 442828).

e BD MAX™ PCR Cartridges (Ref: 437519).

e Vortex.

e Micropipettes (accurate between 2 and 1000 pL).

¢ Nuclease-free water.

e  Filter tips.

e Powder-free disposable gloves.
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Transport and storage conditions

The kits can be shipped and stored at 2-40°C until the expiration date which is stated on the label.
After opening the aluminum pouches which contain the reaction tubes, the product can be used up to 28

days.

Precautions for users

The product is intended for use by professional users only, such as laboratory or health care professionals and
technicians, trained in molecular biological techniques.

For in vitro diagnostic use.

Do not use expired reagents and/or materials.

Do not use the kit if the label that seals the outer box is broken.

Do not use reagents if the protective box is open or broken upon arrival.

Do not use reagents if the protective pouches are open or broken upon arrival.

Do not use reagents if desiccant is not present or broken inside reagent pouches.

Do not remove desiccant from reagent pouches.

Close protective pouches of reagents promptly with the zip seal after each use. Remove any excess air in the
pouches prior to sealing.

Do not use reagents if the foil has been broken or damaged.

Do not mix reagents from different pouches and/or kits and/or lofs.

Protect reagents from humidity. Prolonged exposure to humidity may affect product performance.

Keep components away from light.

In cases where other PCR tests are conducted in the same general area of the laboratory, care must be taken
to ensure that the VIASURE Bordetella Real Time PCR Detection Kit for BD MAX™ System, BD MAX™ ExK™ TNA-
3 exfraction kit, or any additional reagents required for testing and the BD MAX™ System are not
contaminated. Always avoid microbial and ribonuclease (RNase)/deoxyribonuclease (DNase) contamination
of reagents. The use of sterile RNase/DNase-free disposable aerosol resistant or positive displacement pipette
fips is recommended. Use a new tip for each specimen. Gloves must be changed before manipulating
reagents and cartridges (BD MAX™ PCR Cartridge).

To avoid contamination of the environment by amplicons, do not break apart the BD MAX™ PCR Cartridge
after use. The seals of the BD MAX™ PCR Cartridge are designed to prevent contamination.

Design a unidirectional workflow. It should begin in the Extraction Area and then move to the Amplification
and Detection Area. Do not return samples, equipment, and reagents to the area in which the previous step
was performed.

Follow Good Laboratory Practices. Wear protective clothing, use disposable gloves, goggles, and mask. Do
not eat, drink, smoke or apply cosmetic products in the working area. Wash your hands after finishing the test.
Samples must be treated as potentially infectious and/or biohazardous, as well as all the reagents and
materials that have been exposed to the samples and they must be handled according to the national safety
regulations. Take necessary precautions during the collection, transport, storage, handling, and disposal of

samples.
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e Samples and reagents must be handled in a biological safety cabinet. Use personal protective equipment
(PPE) consistent with current guidelines for the handling of potentially infectious samples. Dispose of waste in
compliance with local and state regulations.

e Regular decontamination of commonly used equipment is recommended, especially micropipettes and work
surfaces.

e In accordance with Regulation (EC) No 1907/2006 (REACH), VIASURE Real Time PCR Detection Kits do not
require Material Safety Data Sheets on account of their classification as non-hazardous to health and the
environment, because they do not contain substances and/or mixtures which meet the hazard classification
criteria available in Regulation (EC) No 1272/2008 (CLP), or which are in concentrations higher than the value
established in the mentioned regulation for their declaration.

e  Consult the BD MAX™ System User’'s Manual for additional warnings, precautions and procedures.

8. Test procedure

8.1. Sample collection, storage and transport

The VIASURE Bordetella Real Time PCR Detection Kit for BD MAX™ System has been tested on respiratory samples

(nasopharyngeal swabs and aspirates). Other types of samples must be validated by the user.

Collection, storage, and transport of specimens should be maintained per the conditions validated by the user.
Overdall, respiratory samples should be collected and labelled appropriately in clean containers with or without
fransport media (depending on sample type) and processed as soon as possible to guarantee the quality of the
test. The nasopharyngeal aspirates should be transported at 2-8 °C for up to 72 hours, following the local and
national regulations for the fransport of pathogen material. For long term transport (more than 72 hours), we
recommend shipping at -20°C or lower. However, nasopharyngeal swabs in Universal Transport media (UTM) should
be fransported frozen at -20°C or lower. It is recommended to use fresh specimens for the test. The samples can be
stored at 2-8°C for up to 72 hours (nasopharyngeal aspirates) or frozen at -20°C or ideally at -70°C (in UTM) for
conservation. Repeated freeze-thaw cycles should be avoided in order to prevent degradation of the sample and

nucleic acids.

The respiratory samples must be collected, transported and stored according to appropriate laboratory guidelines.
For details, refer to the CDC guideline (CDC's Infectious diseases laboratory test directory (2022). Website
https://www.cdc.gov/laboratory/specimen-submission/cdc-lab-tests.pdf) and the IDSA guideline (Miller, J. M.,

Binnicker, M. J., Campbell, S., ... & Pritt, B. S. (2018). A guide to utilization of the microbiology laboratory for diagnosis
of infectious diseases: 2018 update by the Infectious Diseases Society of America and the American Society for

Microbiology. Clinical Infectious Diseases, 67(6), e1-e%94).

If sputum samples are used, they can be tested according to recommendations cited below.

8.2. Sample preparation and DNA exiraction

Perform the sample preparation according to the recommendations in the instructions for use of extraction kit used,
BD MAX™ ExK™ TNA-3.


https://www.cdc.gov/laboratory/specimen-submission/cdc-lab-tests.pdf
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1.  Pipette 200 yL of sample into a BD MAX™ ExK™ TNA-3 Sample Buffer Tube and close the tube with a septum

cap. Ensure complete mixing by vortexing the sample atf high speed for 1 minute. Proceed to BD MAX™ System

Operation.

Note that application-specific extraction preparation procedures should be developed and validated by the

user and that some other samples may require pre-processing. For example, sputum samples, add

acetylcysteine (recommended N-Acetyl-L-cysteine Ref. A7250, Merck KGaA) to the sample at a 1:1 ratio (i.e.

250 ul of sputum and 250 ul of acetylcysteine 100 mg/ml), mix by vortexing and heat 95°C for 10 minutes.
Pipette 200 ul of the pre-treated sputum into a BD MAX™ ExK™ TNA-3 Sample Buffer Tube and close the fube

with a septum cap. Ensure complete mixing by vortexing the sample at high speed for 1 minute. Proceed to
BD MAX™ System Operation.

8.3.

PCR protocol

Note: Please, refer to the BD MAX™ System User’'s Manual for detailed instructions.

8.3.1. Creating PCR test program for VIASURE Bordetella Real Time PCR

Detection Kit for BD MAX™ System

Note: If you have already created the fest for the VIASURE Bordetella Real Time PCR Detection Kit for BD MAX™

System, you can skip step 8.3.1 and go directly fo 8.3.2.

1)
2)
3)
4)

5)

6)
7)

8)

?)

On the “Run” screen of the BD MAX™ System, select the “Test Editor” tab.

Click the “Create” button.

In the Basic Information tab, within the “Test Name” window, name your test: i.e. VIASURE Bordetella.
In the "Extraction Type"” drop down menu, select “ExK TNA-3".

In the “Master Mix Format” drop down menu, choose “Type 5".

a. Note: Product may be used in combination with an additional VIASURE for BD MAX™ test, then select

“Dual Master Mix Concentrated Lyophilized MM with Rehydration Buffer (Type 5)".
In the “Sample exfraction parameters” select “User defined” and adjust sample volume to 350 pL.
In the “Ct Calculation” select "Call Ct at Threshold Crossing”.

If running software version 5.00 or higher and have barcoded foil snap-in fubes, in the “Custom Barcodes”

select the following configuration:
a. Snap-In 2 Barcode: 1C (concerning Bordetella reaction tube).
b. Snap-In 3 Barcode: 11 (concerning Rehydration Buffer tube).

c. Snap-In 4 Barcode: another VIASURE reaction tube (different foil) if you choose the format “Dual

Master Mix Concenfrated Lyophilized MM with Rehydration Buffer (Type 5)" (Section 8.3.1).

In “PCR settings” tab enter the following parameters: “Channel Settings”, “Gains” and “Threshold” (Table
3).
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a. Note: Product may be used in combination with an additional VIASURE for BD MAX™ test, PCR

Settings and Test Steps should be completed for snap 2 (green) and snap 4 (blue) positions.

Channel i Threshold Ct Min Ct Max
475/520 (FAM) | B. pertussis/B. holmesii 50 200 0 40
530/565 (HEX) IC 80 200 0 35
585/630 (ROX) B. holmesii 50 200 0 40
630/665 (Cy5) B. parapertussis 50 200 0 40

680/715 (Cy5.5) - - - - -

Table 3. PCR settings.

Note: It is recommended to set the minimum threshold values listed above for each channel as a starting point, but the final settings must be
determined by the end-user during the result interpretation, in order to ensure that thresholds fall within the exponential phase of the
fluorescence curves and above any background signal. The threshold value for different instruments may vary due to different signal

intensities.

10) In "PCR settings” tab enter the following parameters “Spectral Cross Talk” (Table 4), as well.

False Receiving Channel

Channel 475/520 530/565 585/630 630/665 680/715
475/520 i 0.0 0.0 0.0 0.0
530/565 1.0 i 0.0 0.0 0.0
Pxciation | sg5/630 0.0 0.0 ] 2.0 0.0
630/665 0.0 0.0 3.0 i 0.0
680/715 0.0 0.0 0.0 0.0 i

Table 4. Spectral cross-talk parameters.

11) In "Test Steps” tab, enter the PCR protocol (Table 5).

Step Name Profile Type Cycles Time (s) Temperature
Initial denaturation Hold 1 120 98°C -
Denaturation and 10 95°C -
Annealing/Extension 2-Temperature 45
(Data collection) 41 63°C v

Table 5. PCR protocol.

12) Click the “Save Test” button.

8.3.2. BD MAX™ Rack set up

1) For each sample to be tested, remove one Unitized Reagent Strips from the BD MAX™ ExK™ TNA-3 kit.
Gently tap each strip onto a hard surface to ensure that all the liquids are at the bottom of the tubes and
load on the BD MAX™ System sample racks.

2) Remove the required number of BD MAX™ ExK™ TNA Extraction Tubes (B4) (white foil) from their protective
pouch. Snap the Extraction Tube(s) (white foil) info its corresponding positions in the TNA strip (Snap position
1. white color coding on the rack. See Figure 1). Remove excess air, and close pouch with the zip seal.

3) Determine and separate the appropriate number of Bordetella reaction tubes (1C foil) and snap into their
corresponding positions in the strip (Snap position 2, green color coding on the rack. See Figure 1).

a. Remove excess air, and close aluminum pouches with the zip seal.

10
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b. In orderto carry out a correct rehydration, please make sure that the lyophilized product is in the
bottom of the tube and is not adhered to the top area of the tube or to the foil seal. Gently tap
each tube on a hard surface to make sure all the product is at the bottom of the tube.

i. Nofte: If you choose the format “Dual Master Mix Concentrated Lyophilized MM with
Rehydration Buffer (Type 5)" (Section 8.3.1), determine, and separate the appropriate
number of additional VIASURE reaction fubes (different foil) and snap into their
corresponding posifions in the strip (Snap position 4, blue color coding on the rack. See
Figure 1). Remove excess air, and close aluminum pouches with the zip seal.

4) Remove the required number of Rehydration Buffer tubes (11 foil) and snap into their corresponding
positions in the strip (Snap position 3, non-color coding on the rack. See Figure 1). Remove excess air and
close the pouch with the zip seal.

a. Inorderto ensure a correct tfransfer, please make sure that the liquid is in the bottom of the tube
and is not adhered to the top area of the tube or to the foil seal. Gently tap each tube on a hard

surface to make sure all the buffer is at the bottom of the tube.

Figure 1. BD MAX™ TNA Reagent Sirip (TNA) from the BD MAX™ ExK™ TNA-3 kit.

Waste
Snap-in tubes Reservoir
Pipette Tips
#1 #2 #3  #4
, I [0 [0 [T ]
olloe|e]|e
Reaction
Lysis/Release Tube 2
Tube (optional) elle||oflo
Wash
! Buffer ~—
Extraction ellellollo
Tube .
Elution NN
Reaction Buffer
Tube 1 #1 #2 #3 #4

Rehydration  Neutralization
Buffer buffer

8.3.3. BD MAX™ |nstrument set up

1) Select the “Work List” tab on the “Run” screen of the BD MAX™ System software v4.50A or higher.

2) Inthe “Test” drop down menu, select VIASURE Bordetella (if not already created see Section 8.3.1).

3) Select the appropriate kit lot number (found on the outer box of extraction kit used) from the pull-down
menu (optional).

4) Enter the Sample Buffer Tube identification number into the Sample tube window of the Work List, either
by scanning the barcode with the scanner or by manual entry.

5) Fill the Specimen/Patient ID and/or Accession window of the Work List and click the “Save” button.
Continue until all Sample Buffer Tubes are entered. Ensure that the specimen/patient ID and the Sample
Buffer Tubes are accurately matched.

6) Place the prepared Sample Buffer Tube into the BD MAX™ Rack(s).

7) Load the rack(s) info the BD MAX™ System (Rack A is positioned on the left side of the BD MAX™ System
and Rack B on the right side).

11



|U-444204entr0622.00

9.

8)
9)

Place the required number of BD MAX™ PCR Cartridge(s) into the BD MAX™ System.
Close the BD MAX™ System door.

10) Click “Start Run” to begin the procedure.

8.3.4. BD MAX™ report

1)
2)
3)
4)

In main menu, click the “Results” button.

Either double click on your run in the list or press the “view button”.

Click on "Print"”, select: “Run Details, Test Details and Plot...".

Click on "Print or Export button” on the “Run Reports” screen.

Result interpretation

For a detailed description on how to analyze data, refer to the BD MAX™ System User's manual.

The analysis of the data is done by the BD MAX™ software according to the manufacturer’s instructions. The BD

MAX™ software reports Ct values and amplification curves for each detector channel of each sample tested in

the following way:

- Ct value of 0 indicates that there was no Ct value calculated by the software with the specified Threshold (see

Table 3). Amplification curve of the sample showing a *0" Ct value must be checked manually.

- Ct value of -1 indicates that no amplification process has occurred.

- Any other Ct value should be interpreted in correlation with the amplification curve and according to the sample

interpretation guidelines outlined in Table 6.

Check Internal Conftrol signal to verify the correct functioning of the amplification mix. In addition, check that there

is no report of BD MAX™ System failure.

Results should be read and analyzed using the following table:

12
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B. pertussis/
B. holmesii
(475/520)

B. holmesii B. parapertussis Internal Control
(585/630) (630/665) (530/565)

Interpretation

B. pertussiss and/or B. holmesii and B. parapertussis

_1
i i i */ DNA Detected '
) ) ) +2 B. pertussis, B. holmesii and B. parapertussis DNA
Not Detected 2
+ ) ) +/00 B. pertussis DNA Detected, B. holmesii and B.

parapertussis DNA Not Detected !

+ + _ +/-1 B. pertussis and/or B. holmesii DNA Detected, B.
parapertussis DNA Not Detected!

+ _ + +/-] B. pertussis and B. parapertussis DNA Detected, B.
holmesii DNA Not Detected!

_ +3 - +/-] B. holmesii DNA Detected, B. pertussis and B.
parapertussis DNA Not Detected!

- +3 + +/-] B. holmesii and B. parapertussis DNA Detected, B.
pertussis DNA Not Detected!

- - + +/-1 B.parapertussis DNA Detected, B. pertussis and B.
holmesii DNA Not Detected!

Unresolved (UNR) Result obtained in the presence of
inhibitors in the PCR reaction or when a general
problem (not reported by an error code) with the
sample processing and/or amplification steps

occurs.?
Indeterminate assay result (IND). Due to BD MAX™
IND IND IND IND System failure. Assay result displayed in case of an

instrument failure linked to an error code.
Incomplete assay result (INC). Due to BD MAX™
INC INC INC INC System failure. Assay result displayed in case of
failure to complete run.

Table 6. Sample interpretation.
+: Amplification occurred.
-: No amplification occurred.

1 A sample is considered positive if the Ct value obtained is < 40. The Internal Control (IC) may or may not show an
amplification signal. Sometimes, the IC detection is not necessary because a high copy number of the target can cause

preferential amplification of target-specific nucleic acids.

2 A sample is considered negative if the sample shows no amplification signal in the detection system but the internal
conftrol is positive (Ct < 35). An inhibition of the PCR reaction can be excluded by the amplification of internal control.
In case of unresolved results (UNR), absence of internal control signal in negative sample it is recommended to repeat

the assay following the indications below.

3 B. holmessi DNA is detected in two different channels, 475/520 (FAM) and 585/630 (ROX), but due to higher sensitivity

of 585/630 (ROX) in positive samples around the LoD it is possible to obtain signal only in that channel.

In case of a confinued ambiguous result, it is recommended to review the instructions for use, the extraction process
used by the user; to verify the correct performance of each PCR steps and review the parameters; and to check

the sigmoid shape of the curve and the intensity of fluorescence.

NOTE: Sufficient volume is available for one repeat test from the Sample Buffer Tube. For prepared BD MAX™ Sample

Buffer Tubes stored at 2-8 °C or 25°C, retesting must be performed within 24 hours.

The results of the test should be evaluated by a health care professional in the context of medical history, clinical

symptoms, and other diagnostic tests.

13
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10. Limitations of the test

e The results of the test should be evaluated by a health care professional in the context of medical history,
clinical symptoms, and other diagnostic tests.

e Although this assay can be used with other types of samples, it has been validated with nasopharyngeal swalbs
and nasopharyngeal aspirates. If sputum samples are used, they can be tested with the recommendations
cited above.

e For good test performance, the lyophilized product should be at the bottom of the tube and not adhered to
the top area of the tube or the foil seal. Gently tap each tube on a hard surface to make sure all the product
is at the bottom of the tube.

e Anappearance of the reaction mixture in stabilized format, normally found atf the bofttom of the tube, different
from the usual one (without conical shape, inhomogeneous, smaller/larger in size and/or color different from
whitish) does not alter the functionality of the test.

e The quality of the test depends on the quality of the sample; nucleic acid must be properly exfracted from
clinical samples.

e This fest is a qualitative test and does not provide quantitative values or indicate the number of organisms
present.

e Exiremely low levels of target below the Iimit of detection might be detected, but results may not be
reproducible.

e There is a possibility of false positive results due to cross-contamination by Bordetella suspicious samples
containing high concentrations of farget DNA or contfamination due to PCR products from previous reactions.

e The specific primer and probe combinations for detection of the 1S481, hiST001 and pIS1001 sequences, used
in VIASURE Bordetella Real Time PCR Detection Kit for BD MAX™ System, do not show significant combined
homologies with the human genome, human microflora, or other respiratory microorganisms, which might
result in predictable false positive.

e False Negative results may arise from several factors and their combinations, including:

o Improper specimens’ collection, fransport, storage, and/or handling methods.

o Improper processing procedures (including DNA exfraction).

o Degradation of the DNA during sample shipping/storage and/or processing.

o Mutations or polymorphisms in primer or probe binding regions may affect detection of new or
unknown Bordetella strains.

o Organism levels in the specimen below the limit of detection for the assay.

o The presence of gPCR inhibitors or other types of interfering substances.

o Failure to follow instructions for use and the assay procedure.

e A positive test result does not necessarily indicate the presence of viable bacteria and does not imply that
these bacteria are infectious or are the causative agents for clinical symptoms. However, a positive result is
indicative of the presence of Bordetella targets sequences.

o |f diagnostic tests for other respiratory illnesses are negative and the patient’s clinical presentation and
epidemiological information suggest that infection by B. pertussis, B. parapertussis and/or B. holmesii is possible,
then a false negative result should be considered, and a re-testing of the patient should be discussed.

e A negative result does not preclude the presence of B. pertussis, B. parapertussis and/or B. holmesii DNA in a
clinical specimen. If clinical observations, patient history and epidemiological information suggest B. pertussis,

B. parapertussis and/or B. holmesii infection, re-testing increasing sample volume should be considered.
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¢ In the case of obtaining Unresolved, Indeterminate or Incomplete results using VIASURE Bordetella Real Time

PCR Detection Kit for BD MAX™ System, retesting will be required. Unresolved results may be due fo the

presence of inhibitors in the sample or an incorrect rehydration of lyophilized reaction mix tube. If there is an

instrument failure, Indeterminate or Incomplete results will be obtained.

11. Quality control

VIASURE Bordetella Real Time PCR Detection Kit for BD MAX™ System contains an Internal Control (IC) in each

reaction tube which confirms the correct performance of the technique.

12. Performance characteristics

12.1. Clinical sensitivity and specificity

The clinical performance of VIASURE Bordetella Real Time PCR Detection Kit for BD MAX™ System was tested using

clinical and spiked nasopharyngeal swabs, and nasopharyngeal aspirates, already characterized as positive or

negative for B. pertussis, B. parapertussis and/or B. holmesii. The results were as follows:

Site
1
2
3 CerTest Biotec (Zaragoza,
Spain)
4
5

Sample type

Nasopharyngeal swabs
(Cerba Xpert)

Nasopharyngeal aspirates
(Cerba Xpert)

Nasopharyngeal swabs and
aspirates (Cerba Xpert)

Nasopharyngeal swabs
(Eurofins)

Nasopharyngeal swabs
(Cerba Xpert + Eurofins +
simulated samples)

Workflow

BD MAX™ ExK™ TNA-3 kit + BD MAX™
System

Target

B. pertussis

B. pertussis
B. parapertussis
B. holmesii

B. pertussis
B. parapertussis
B. holmesii

B. pertussis

B. pertussis
B. parapertussis
B. holmesii

Table 7. Site, sample type, workflow and target.

True positive and negative values, false positive and negative values, sensitivity, and specificity for VIASURE

Bordetella Real Time PCR Detection Kit for BD MAX™ System were calculated in relation fo each comparator assay

as shown in the following table:
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Comparator assay Target Sensitivity Specificity

SmartCycler Bordetella®

‘ : . , B. pertussi 33 | 100 | 0 | 1 |0.971(0.84-0.99 10961
pertussis/parapertussis assay (Cepheid) periusss ( ) ( )
SmartCycler Bordetella® B.perfussis | 43 | 34 1 110 1(091-1) | 0971 (0.85-0.99)
1 i t i hei
pertusss/paraperiussis assay (Cepheic] B. parapertussis | 28 48 0 2 0.933 (0.77-0.99) 1(0.92-1)

SmartCycler Bordetella®
pertussis/parapertussis assay (Cepheid) B. holmesii 1 76 0 1 0.5 (0.01-0.98) 1(0.95-1)
+ RIDA®GENE Bordetella (R-biopharm)

SmartCycler Bordetella®

. . . B. pertussis 76 134 1 1 0.987 (0.93-1 0.993 (0.95-1
pertussis/parapertussis assay (Cepheid) pefuss. ( ) ( )

SmartCycler Bordetello®

. . . B. parapertussis 28 182 0 2 0.933 (0.77-0.99 1 (0.98-1
3 pertussis/parapertussis assay (Cepheid) parapenuss: ( ) ( )

SmartCycler Bordetella®
pertussis/parapertussis assay (Cepheid) B. holmesii 1 210 | O 1 0.5 (0.01-0.987) 1(0.98-1)
+ RIDA®GENE Bordetella (R-biopharm)

Validated in-h i .
4 alaatedin-nouse mix B.pertussis | 43 | 54 | 0 | 3 |0.935(0.821-0.986) 1 (0.966-1)
pertussis/parapertussis assay

B. pertussis 98 186 0 4 10.961 (0.903-0.989) 1 (0.980-1)
5 Initial characterization* B. parapertussis 12 276 0 0 1(0.735-1) 1(0.987-1)
B. holmesii 20 | 268 | 0| 0 1(0.832-1) 1(0.986-1)

Table 8. True positive and negative values, false positive and negative values, sensitivity, specificity for VIASURE Bordetella Real Time
PCR Detection Kit for BD MAX™ System.

* Initial characterization includes SmartCycler Bordetella® pertussis/parapertussis assay (Cepheid) and validated in-house mix
pertussis/parapertussis assay for B. pertussis and B. parapertussis detection, and SmartCycler Bordetella® pertussis/parapertussis assay
(Cepheid) + RIDA®GENE Bordetella (R-biopharm) for B. holmesii detection, in Cerba Xpert samples.

Results show high agreement to detect B. pertussis, B. parapertussis and/or B. holmesii using VIASURE Bordetella Real
Time PCR Detection Kit for BD MAX™ System.
12.2. Analytical sensitivity

VIASURE Bordetella Real Time PCR Detection Kit for BD MAX™ System has a detection limit (LoD) of 1.2 CFU/mL of
sample for B. pertussis, 4 x102 CFU/mL of sample for B. holmesii, and 12 CFU/mL of sample for B. parapertussis, with

a positive rate of 2 95%, on nasopharyngeal swab samples.
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Figure 1. Dilution series of Bordetella pertussis (7.07x104 -7.07*10-3 CFU per reaction) template run on the BD MAX™ System (475/520 (FAM)

channel).
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Figure 2. Dilution series of Bordetella holmesii (2.42x103 -2.42x10-4 CFU per reaction) template run on the BD MAX™ System (475/520 (FAM)
channel).
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Figure 3. Dilution series of Bordetella holmesii (2.42x103 -2.42*10-4 CFU per reaction) template run on the BD MAX™ System (585/630 (ROX)
channel).
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Figure 4. Dilution series of Bordetella parapertussis (7.07x104 -7.07x10-2 CFU per reaction) template run on the BD MAX™ System (630/665 (Cy5)
channel).
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12.3. Analytical specificity

The specificity of the Bordetella assay was confirmed by testing a panel consisting of different microorganisms
associated to respiratory diseases. No cross-reactivity was detected between any of the following microorganisms

tested:

Cross-reactivity testing

Human Adenovirus types 1-5, 8, Influenza A/Michigan/45/2015 . . .
15,31 40 and 41 - (HINT)pdmO09 virus - Legionella micdadei -
. Influenza A/Singapore/GP1908/2015, . .
Bocavirus - IVR-180 (HI1N1)pdm0?9 virus - | Legionella pneumophila serogroup 1 | -
. . Influenza A/ South Australia/55/2014, .
Bordetella bronchiseptica - IVR-175 Virus - MERS Coronavirus -
) . Influenza A/Switzerland/9715293/2013 .
Chlamydia caviae - (H3N2) virus -| Human metapneumovirus Aand B | -
Chlamydia psittaci genotype A Influenza A/Turkey/Germany .
and C - R2485+86/2014 (H5N8) virus - Moraxella catarhalis -
Chlamydophila pneumoniae Influenza A/Thiringen/5/2017 (H3N2) :
strain CM-1 - virus (Clade 3C2a.1) - Mycoplasma pneumoniae -
Human coronavirus 229, OC43 Influenza A/Victoria/210/2009 (H3N2) Human parainfluenza 1, 2, 3 and 4
and NLé3 ) virus . viruses -
Haemophilus influenzae MinnA - Influenza B/Brisbane/60/2008 virus _| Pneumocytis gg;\gi?é Type Aland
Influenza A/AnhU|/1/2013 (H7N9) | Influenza B/Florida/04/06 virus ) Respiratory syncytial virus (RSV) types
virus A and B
Influenza A/New | Influenza B/Phuket/3073/2013 virus | - Human rhinovirus ]
Caledonia/20/99(H1N1) virus
. . Influenza - Legionella bozemanii serovar 1 - | Staphylococcus aureus subsp. aureus | -
A/California/7/2009(HIN1)pdm09
Influenza A/DE-
SH/Reiherente/AR8444/ 2016 - Legionella dumoffii - Streptococcus pneumoniae 7022 -
(H5N8) virus

Influenza A/Hong Kong/4801/2014,

NYMC X-2638 (H3N2) virus - Legionella longbeachae -

Table 9. Reference pathogenic microorganisms used in this study.

12.4. Analytical reactivity

The reactivity of VIASURE Bordetella Real Time PCR Detection Kit for BD MAX™ System was evaluated against DNA

extracted from B. pertussis, B.parapertussis, and B. holmesii as templates, showing positive results.
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TURKCE

Kullanim amaci

VIASURE Bordetella Real Time PCR Detection Kit for BD MAX™ System, saglk uzmanlarn (HCP) tarafindan solunum
yolu enfeksiyonundan sUphelenilen hastalardan alinan solunum &rneklerinde (nazofaringeal swablar ve
nazofaringeal aspiratlar) Bordetella pertussis, Bordetella parapertussis ve/veya Bordetella holmesii'den DNA'NIN
kalitatif tespiti ve ayirt edilmesi icin tasarlanmis otomatik bir gercek zamanl PCR testidir. Bu testin, hastanin klinik
belirti ve semptomlari ve epidemiyolojik risk faktorleri ile birlikte Bordetella pertussis, Bordetella parapertussis ve/veya
Bordetella pertussis'in tanimlanmasinda yardimcei olarak kullaniimasi amaclanmistir. Analizde, BD MAX™ System’i,
otomatik olarak DNA'nin ekstraksiyonu icin kullanir ve ardindan BD MAX™ System icin evrensel reaktifler ve atilabilir
maddeler ile birlikte saglanan reaktiflerin kullanildigi gercek zamanlh PCR kullanilir. Solunum &érneklerinden DNA
ekstrakte edilir, real-time PCR kullanilarak amplifiye edilir ve Bordetella pertussis, Bordetella parapertussis ve

Bordetella holmesii'ye 6zgU floresan raportér boya problar kullanilarak tespit edilir.

Ozet ve Aciklama

Bordetella cinsi, 4'UnUn insanlan enfekte eftigi bilinen 8 tGrden olusur: B. pertussis, B. parapertussis, B. holmesii, ve B.
bronchiseptica. Bogmacanin (bogmaca) en dnemli nedeni B. pertussis enfeksiyonu olup, bunu B. parapertussis izler.
B. holmesii, altta yatan ciddi bir hastaligr olan hastalardan izole edilirken, B. bronchiseptica genellikle hayvanlarla

sinirfhidir, ancak bazen bagisklidr baskilanmis hastalardan da izole edilmigtir.

Bogmaca, genellikle 6ksUirme veya hapsirma yoluyla veya enfekte bir kisiyle ortak bir solunum alaninda yakin temas
yoluyla kisiden kisiye yayllan ¢ok bulasici bir hastaliktir. Hastaligin klinik seyri, asagidaki klinik 6zellikleri iceren U¢
asamaya ayrilir: nezle (koriza, dustk dereceli ates, hafif ve ara sira &ksurik), paroksismal (cok sayida ve hizli Sksurik
nobetleri, siyanoz, kusma ve bitkinlik) ve nekahat dénemi (kademeli iyilesme ve daha az kalici paroksismal

OksUrUkler).

Aslya ragmen bodmaca dinyanin codu bdlgesinde endemiktir. Ozellikle bogmacanin yasami tehdit eden bir
hastalik olarak ortaya cikabilecedi aslanmamis bebekler olmak Uzere, gerektiginde temaslilarnin profilaksisini ve
uygun tedaviyi baslatmak icin gUvenilir tani gereklidir. PCR ve daha yakin zamanda gercek zamanlh PCR dahil olmak
Uzere nUkleik asit amplifikasyon testleri, Bordetella enfeksiyonlarinin teshisi icin kUltUr ve serolojik ydntemlerin baz
sinilamalarinin Ustesinden gelir. PCR festlerinin cogu, genom basina ¢oklu kopyalarda bulunan yerlestirme dizilerinin

(IS) saptanmasina dayanir ve PCR testlerinin duyarliigini artirir.

Prosedur ilkesi

VIASURE Bordetella Real Time PCR Detection Kit for BD MAX™ System, solunum &rneklerinde Bordetella pertussis,
Bordetella parapertussis ve/veya Bordetella holmesii'den DNA'nin kalitatif tespiti ve ayirt ediimesi icin tasarlanmustir.
DNA'nIn izolasyonundan sonra, bu Bordetella suslarinin tfanimlanmasi, spesifik primerler ve floresan etiketli bir prob
kullanilarak Bordetella pertussis/holmesii icin 1S481, Bordetella parapertussis icin pIS1001 ve Bordetella holmesii igin

hiIS1001 yerlestirme dizilerinin korunan bir bdlgesinin amplifikasyonu ile gerceklestirilir.
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VIASURE Bordetella Real Time PCR Detection Kit for BD MAX™ System, DNA polimerazin 5' eksonUkleaz akfivitesine
dayanir. DNA amplifikasyonu sirasinda, bu enzim tamamlayici DNA sekansina bagl probu ayirarak; séndiricu
boyanin raportérden ayirt edilmesini saglar. Bu reaksiyon, hedef sablonun miktariyla orantili olan floresan sinyalinde

bir artis meydana getirir. Bu floresans BD MAX™ System’de Ol¢UlUr.

VIASURE Bordetella Real Time PCR Detection Kit for BD MAX™ System, her tUpte, stabilize edilmis bir formatta gercek
zamanl PCR fesfi icin gerekli tUm bilesenleri (spesifik primer/problar, dNTPS, tampon, polimeraz) ve ayrica

ekstraksiyon islemini ve/veya polimeraz aktivitesinin inhibisyonunu izlemek icin bir dahili kontrol icerir.

Hedef ‘ Kanal ‘ Gen
B. pertussis/B. holmesii 475/520 IS481 dizesi
B. holmesii 585/630 hiIST00T dizesi
B. parapertussis 630/665 pIS1001 dizesi
Internal control (IC) 530/565 -

Tablo 10. Hedef, kanal ve genler.

4. Verilen reaktifler

VIASURE Bordefella Real Time PCR Detection Kit for BD MAX™ System, Tablo 2'de ayrintili olarak verilen asagidaki

maddeleri ve reaktifleri icerir:

Reaktif/Materyal Aciklama Barkod Miktar
Enzimler, primer problari, tampon,
Bordetella reaction dNTP'ler, stabilizatorler ve stabilize 1C folvo 12 seffaf tUp
tube edilmis formatta dahili kontrol iceren bir 4 iceren 2 poset

karisim

Stabilize edilmis UrinU sulandirmak igin
solUsyon

24 seffaf tUp

Rehydration Buffer tube .
iceren 1 poset

11 folyo

Tablo 11. VIASURE Bordetella Real Time PCR Detection Kit for BD MAX™ System & Kat. N°. VS-BDT124 (444204) icinde saglanan reaktif ve

materyaller.

5. Kullanici tarafindan tedarik edilecek olan reaktifler ve ekipman

Asagidaki liste, kullanim icin gerekli olan ancak VIASURE Bordetella Real Time PCR Detection Kit for BD MAX™ System

icinde bulunmayan materyalleri ve ekipmanlari icerir.

e Gercek Zamanli PCR cihazi: BD MAX™ System (Ref: 441916).
e BD MAX™ ExK™ TNA-3 (Ref:442827 veya 442828).

e BD MAX™ PCR Cartridges (Ref: 437519).

e Vorteks.

e Mikropipetler (2 ile 1000 yL arasinda hatasiz).

e NuUkleaz icermeyen su.

e  Filtre uclar.

e Pudrasiz tek kullanimlik eldivenler.
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6. Tasima ve depolama kosullan

e Kitler, etikette belirtilen son kullanma tarinine kadar 2-40 °C'de sevk edilip saklanabilir.

e Reaksiyon tUplerini iceren aliminyum posetler, acildiktan sonra Grin 28 gine kadar kullanilabilir.

7. Kullanicilara vyarilar

e Ur0n yalnizca molekiler biyolojik teknikler konusunda egitimli laboratuar veya sadlik uzmanlari ve teknisyenler
gibi profesyonel kullanicilar tarafindan kullaniimak Gzere tasarlanmistir.

e In vitro tanisal kullanim icindir.

e Son kullanma tarihi gecmis reaktifleri ve/veya materyalleri kullanmayin.

e Dis kutuyu mUhUrleyen etiket acilmissa kiti kullanmayin.

e Koruyucu kutu ulastiginda acilimis veya kinlmigsa reaktifleri kullanmayin.

e Koruyucu posetler ulastiginda aciksa veya kirimissa reaktifleri kullanmayin.

e Reaktif posetler icinde kurutucu mevcut dedilse veya parcalanmissa reaktifleri kullanmayin.

e Kurutucu maddeyi reaktif posetlerinden ¢cikarmayin.

e Her kullanimdan sonra hemen reaktif koruyucu posetlerin fermuarini kapatin. Kapatmadan énce posetlerdeki
fazla havayi giderin.

e Folyo kinlmis veya hasar gérmusse reakfifleri kullanmayin.

e Farkl posetlerden ve/veya kitlerden ve/veya partilerden reakfifleri karistirmayin.

e Reaktiflerinemden koruyun. Neme uzun sUre maruz kalmak Gron performansini etkileyebilir.

e Bilesenleri isiktan koruyun.

e Laboratuvarin genel alaninda baska PCR testlerinin yapildigr durumlarda, VIASURE Bordetella Real Time PCR
Detection Kit for BD MAX™ System, BD MAX™ ExK™ TNA-3 extraction kit, bunun icin gerekli herhangi bir reaktif
ile Test veya BD MAX™ Sisteminin kontamine olmamasina dikkat ediimelidir. Reakfiflerin mikrobiyal ve
ribonUkleaz (RNaz)/deoksiribonUkleaz (DNaz) kontaminasyonundan daima kaginin. Sterii RNaz/DNaz
icermeyen, tek kullanimlik, aerosole direncli veya pozitif deplasmanli pipet uglarninin kullaniimasi énerilir. Her
numune icin yeni uc kullanin. Reaktifler ve kartuslar (BD MAX™ PCR Cartridge) kullaniimadan énce eldivenler
degistiriimelidir.

e  Ortamin amplikonlarla kontaminasyonunu 6nlemek icin, BD MAX™ PCR Carfridge kullandiktan sonra
parcalamayin. BD MAX ™ PCR Cartridge contalar kontaminasyonu dnleyecek sekilde tasarlanmistir.

e Tek yonlU bir is akisi tasarlayin. Ekstraksiyon Alaninda baslanmali ve Amplifikasyon ve Tespit Alaninda devam
edilmelidir. Numuneleri, ekipmani ve reaktifleri &nceki adimin gergeklestirildigi alana geri gdétirmeyin.

e lyi Laboratuvar Uygulamalarina Uyun. Koruyucu kiyafet giyin, tek kullanimlik eldivenler, gézlikler ve maske
kullanin. Calisma alaninda bir sey yemeyin, icmeyin, sigara kullanmayin veya kozmetik UrUnler uygulamayin.
Testi bitirdikten sonra ellerinizi yikayin.

e Numunelerile numunelere maruz kalan tUm reaktifler ve materyaller potansiyel olarak bulasici ve/veya biyolojik
risk tfasiyan madde muamelesi gérmeli ve ulusal gUvenlik dUzenlemelerine uygun olarak ele alinmalidir.
Numunelerin toplanmasi, tasinmasi, saklanmasi, kullanimi ve bertarafi sirasinda gerekli dnlemleri alin.

e Numuneler ve reaktifler biyolojik giUvenlik kabininde kullaniimaldir. Potansiyel olarak bulasici numunelerin
islenmesine ydnelik mevcut talimatlara uygun personal protective equipment (PPE) (kisisel koruyucu ekipman)

kullanin. Atiklan yerel dizenlemelere ve eyalet dUzenlemelerine uygun olarak atin.

21



8.

|U-444204entr0622.00

e Yaygn olarak kullanilan ekipmanin, &zellikle mikropipetler ve calisma yUzeylerinin dUzenli olarak dekontamine
edilmesi 6nerilir.

e "1907/2006 (REACH) sayill Yonetmelik (AK) uyarinca, "VIASURE Real Time PCR Detection Kits"; Yénetmelik (AK)
No 1272/2008'de (CLP) yer alan tehlike sinifi kriterlerini karsilayan veya séz konusu yonetmelikte beyan icin
belirlenen degerden daha yUksek konsantrasyonlarda bulunan maddeler ve/veya  karisimlar
"icermediklerinden sagliga ve cevreye zararsiz olarak siniflandinimalan nedeniyle Malzeme GuUvenlik Bilgi
Formlarn (Safety Data Sheets) gerektirmezler.

e Ekuyarilar, dnlemler ve prosedurler icin BD MAX™ System Kullanici El Kitabina bakin.

Test prosediru

8.1. Numunelerin toplanmasi, saklanmasi ve tasinmasi

VIASURE Bordetella Real Time PCR Detection Kit for BD MAX™ System solunum &rneklerinde (nazofaringeal surontiler

ve aspiratlar) test edilmistir. Diger numune tUrleri kullanici tarafindan dogrulanmalidir.

Toplanan, saklanan ve tasinan numuneler, kullanici tarafindan dogrulanan sartlarda muhafaza edilmelidir. Genel
olarak, solunum numuneleri fasima orfami iceren veya icermeyen (numune tUrine gdre) temiz kaplarda uygun
sekilde toplanmall ve etiketlenmeli ve testin kalitesini garanti etmek icin en kisa sUrede isleme konmalidir.
Nazofaringeal aspiratlar patojen materyalin tasinmastile ilgili yerel ve ulusal dizenlemelere uyularak, 72 saate kadar
2 - 8°C sicaklikta tasinmalidir. Uzun streli tasimalar icin (72 saatten fazla), sevkiyatin -20°C veya daha dusuk sicaklikta
yapilmasi &nerilir. Ancak Universal Transport media (UTM) icindeki nazofaringeal surinttler -20°C veya daha dusuk
sicaklikta donmus halde tasinmalidir. Test icin taze érneklerin kullaniimasi tavsiye edilir. Ornekler 2 ila 8 °C'de 72 saate
kadar saklanabilir (nazofaringeal aspiratlar) veya -20 °C'de dondurulabilir ya da koruma icin ideal olarak -70 °C'de
saklanabilir (UTM icinde). Numune ve nUkleik asitlerin bozulmasini dnlemek icin tekrarlanan donma-¢ézilme

doéngulerinden kaginilmalidir.

Solunum érnekleri uygun laboratuvar talimatlarina uygun sekilde toplanmaili, tasinmali ve saklanmaldir. Ayrintili bilgi
icin  CDC kilavuzuna bakin (CDC'nin Bulasici  hastalklar laboratuvar  test rehberi (2022). Web sitesi

https://www.cdc.gov/laboratory/specimen-submission/cdc-lab-tests.pdf) and the IDSA guideline (Miller, J. M.,

Binnicker, M. J., Campbell, S., ... & Pritt, B. S. (2018). Enfeksiyon hastaliklarinin teshisi icin mikrobiyoloji laboratuvarini
kullanma rehberi: Infectious Diseases Society of America ve American Society for Microbiology (Amerika Bulasici

Hastaliklar Dernegi ve Amerikan Mikrobiyoloji Dernegdi) 2018 gUincellemesi. Clinical Infectious Diseases (Klinik Bulasici
Hastaliklar), 67(6), e1-€94).

Balgam &rnekleri kullaniliyorsa, asagida belirtilen dnerilere gére test edilebilirler.

8.2. Numunelerin hazirlanmasi ve DNA ekstraksiyonu

Numune hazirlama islemini kullanilan ekstraksiyon kiti olan BD MAX™ ExK™ TNA-3'nin kullanim talimatlarindaki

Onerilere uyarak gerceklestirin.
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1. BirBD MAX™ ExKT™ TNA-3 Sample Buffer Tube icine 200 uL érnek pipetleyin ve tUpU bir septum bashgiyla kapatin.
Numuneyi 1 dakika boyunca yUksek hizda vorteksleyerek tamamen karistinn. BD MAX™ System Operation’a

(Kullanimina) gegin.

Uygulamaya ézel ekstraksiyon hazirlama prosedurlerinin kullanici tarafindan gelistirilip dogrulanmasi gerektigini
ve diger bazi numunelerin &n islem gerektirebilecedini unutmayin. Ornek olarak, balgam é&rneklerinde,
numuneye 1:1 oraninda asetilsistein (&nerilen N-Asetil-L-sistein Ref. A7250, Merck KGaA) ekleyin (yani 250 pl
balgam ve 250 ul asetilsistein 100 mg/ml), vorteksleyerek karistirin ve 95°C'de 10 dakika isitin. 200 ul 6n isleme
tabi futulmus balgami bir BD MAX™ ExK™ TNA-3 Sample Buffer Tube'e pipetleyin ve t0pU bir septum kapagiyla
kapatin. Numuneyi 1 dakika boyunca yUksek hizda vorteksleyerek tamamen karistirnn. BD MAX™ System

Operation’a (Kullanimina) gecin.
8.3. PCR protokolu
Not: Litfen aynnfili talimatlar icin BD MAX™ System Kullanici El Kitabina bakin.

8.3.1. VIASURE Bordetella Real Time PCR Detection Kit for BD MAX™ System icin

PCR test programi olusturma.

Not: BD MAX™ System icin VIASURE Bordetella Real Time PCR Detection Kit icin testi zaten olusturduysaniz, 8.3.1

adimini atlayabilir ve dogrudan 8.3.2'ye gidebilirsiniz.
1) BD MAX™ System’in “Run” (Calistir) ekraninda, “Test Editor” (Test DUzenleyici) sekmesini secin.
2) "“Create” (Olustur) dugmesine tiklayin.

3) "“Test Name” (Test Adi) penceresindeki Basic Information (Temel Bilgi) sekmesinde, testinize bir ad verin:
ornegdin VIASURE Bordetella.

4) “Extraction Type” (Ekstraksiyon Tipi) acilir menUsinde, “ExK TNA-3"yi segin.
5)  “Master Mix Format” (Master Karisim Formati) acilir menUstnde, “Type 5”i (Tip 5) secin.

a. Not: Urin BD MAX™ testi icin ek bir VIASURE ile birlikte kullaniabilir, ardindan “Dual Master Mix
Concentrated Lyophilized MM with Rehydration Buffer (Type 5)” (Rehidrasyon Tamponlu (Tip 5) Cift

Master Kangim Konsantre Liyofilize MM) &gesini secin.

6) “Sample extraction parameters” (Numune ekstraksiyon parametreleri) icinde “User defined” (Kullanici

taniml) secenegdini secin ve numune hacmini 350 pL olarak ayarlayin.

7) "“Ct Calculation” (Ct Hesaplamasi)'nda “Call Ct at Threshold Crossing” (Esigin Gecilmesi Halinde Ct'yi
Ara)’yi segin.

8) Yazilim sUrimd 5.00 veya Uzeri ise ve barkodlu folyolu takma tipleri varsa, " Custom Barcodes” (Ozel

Barkodlar) kisminda asagidaki yapilandirmayi segin:

a. “Snap-In 2 Barcode” (Snap-In 2 Barkodu): 1C (Bordetella reaction tube (reaksiyon tUpuUyle) ilgili

olarak).

b. "Snap-In 3 Barcode” (Snap-In 3 Barkodu): 11 (Rehydration Buffer tube icin)
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c. "Snap-In 4 Barcode” (Snap-In 4 Barkodu): "Dual Master Mix Concentrated Lyophilized MM with
Rehydration Buffer (Type 5)" (BoIUm 8.3.1) secmeniz halinde, baska bir VIASURE reaksiyon tUpU
(farkl folyo).

9) "PCRsettings” (PCR ayarlar) sekmesinde asagidaki parametreleri girin: “Channel Settings” (Kanal Ayarlari),
"Gains” (Kazanimlar) ve “Threshold” (Esik) (Tablo 3).
a. Not: Urin BD MAX™ testi icin ek bir VIASURE ile birlikte kullanilabilir, snap 2 (yesil) ve snap 4 (mavi)

konumlari icin PCR Ayarlar ve Test Adimlan tamamlanmalidr.

Channel Alia§ Gain Threshold Ct Min Ct Max

(Kanal) (Takma Isim) (Kazanim) (Esik) (Ct Asgari)  (Ct Azami)
475/520 (FAM) | B. pertussis/B. holmesii 50 200 0 40
530/565 (HEX) IC 80 200 0 35
585/630 (ROX) B. holmesii 50 200 0 40
630/665 (Cy5) B. parapertussis 50 200 0 40
680/715 (Cy5.5) - - - - -

Tablo 12. “PCR settings” (PCR ayarlan).

Not: Her kanal igin baslangi¢ noktasi olarak yukarida listelenen minimum esik degerlerinin ayarlanmasi 6nerilir, ancak esiklerin floresan

egrilerinin Ustel fazi dahilinde ancak arka plan sinyallerinin Gzerinde kalmasini saglamak i¢in nihai ayarlarin sonug enterpolasyonu sirasinda

son kullanici tarafindan belirlenmesi gerekir. Farkl cihazlar i¢in esik degeri, farkh sinyal yogunluklarn nedeniyle degisebilir.

10) "PCR seftings” (PCR ayarlar) sekmesinde asagidaki parametreleri de girin: “Spectral Cross Talk” (Spektral

Tartisma) (Tablo 4).

Channel

Excitation
Channel
(Eksitasyon
Kanali)

False Receiving Channel (Yanhs Alici Kanal)

(Kanal) 475/520 530/565 585/630 630/665 680/715
475/520 - 0.0 0.0 0.0 0.0
530/565 1.0 - 0.0 0.0 0.0
585/630 0.0 0.0 - 2,0 0.0
630/665 0.0 0.0 3.0 - 0.0
680/715 0.0 0.0 0.0 0.0 -

Tablo 13. “Spectral Cross Talk” (Spekiral tarisma) parametreleri.

11) "Test Steps” (Test Adimlari) sekmesine PCR protokolUnU girin (Tablo 5).

Step Name Profile Type Cycles Time (s) Temperature Detect
(Adim ismi) (Profil Tipi) | (Dongiler) (Sureler) (Sicaklik) (Tespit)
Initial denaturation Tutma
(Baslangic 1 120 98°C -
denatUrasyonu)
Denaturation and 10 95°C -
Annealing/Extension
(Data collection)
(Denatirasyon ve 2- Sicaklik 45
Yeniden 41 63°C v

Birlestirme/Genisletme
(Veri toplama))

Tablo 14. PCR protokoli.

12) "Save Test (Testi Kaydet) digmesine tiklayin.
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8.3.2. BD MAX™ Raf kurulumu.

1) Test edilecek her bir numune igin, BD MAX™ ExK™ TNA-3 kit icinden bir adet Unitized Reagent Strips cikarin.
TUm sivilarn tOplerin alt kisminda oldugundan ve BD MAX™ System numune raflarina yUklendiginden emin
olmak icin her bir seridi hafifce sert bir yizeye vurun.

2) Gerekli sayida BD MAX™ ExK™ TNA Exfraction Tubes Ekstraksiyon TupU'nU (B4) (beyaz folyo) koruyucu
posetlerinden cikarin. Ekstraksiyon TUpUnU/TUplerini (beyaz folyo) TNA seridindeki ilgili pozisyonlara yerlestirin
(1. Yerlestirme pozisyonu, raftaki beyaz renkli kodlama. Sekil 1'e bakin). Fazla havayr ¢ikartin ve poseti
fermuar ile kapatin.

3) Uygun sayida Bordetella reaction tube (1C folyo) belirleyin ve ayirin ve seritte karsilik gelen konumlarina
yerlestirin (2. Yerlestirme pozisyonu, raftaki yesil renkli kodlama. Sekil 1'e bakin).

a. Fazla havayi cikartin ve aliminyum posetleri fermuar ile kapatin.

b. Rehidrasyonu dogru sekilde gerceklestirebilmek icin, l0tfen liyofilize Gronin t0pUn dibinde
oldugundan ve tUpun Ust kismina veya folyo kapamasina yapismadigindan emin olun. Tim
UrGnun tUpun altinda oldugundan emin olmak i¢in her bir tUpuU sert bir yUzeye hafifce vurun.

i. Noft: "Dual Master Mix Concenirated Lyophilized MM with Rehydration Buffer (Type 5)”
(Rehidrasyon Tamponlu Cift Master Karnisimli Konsantre Liyofilize MM (Tip 5)) (BAIUm 8.3.1)
formatini sectiyseniz, uygun sayida ilave VIASURE reaksiyon t0pUnuU (farkli folyo) belirleyin
ve ayirin ve seritteki konumlarina yerlestirin (4. Yerlestirme pozisyonu, raftaki mavi renkli
kodlama. Sekil 1'e bakin). Fazla havayi ¢cikartin ve aliminyum posetleri fermuar ile kapatin.

4) Gerekli sayida Rehydration Buffer tubes (11 folyo) ¢ikarnn ve seritteki konumlarina yerlestirin (3. Yerlestirme
pozisyonu, raftaki renksiz kodlama. Sekil 1'e bakin). Fazla havayi ¢cikartin ve poseti fermuar ile kapatin.

a. Aktarnmi dogru sekilde gerceklestirebilmek icin, sivinin t0pUn dibinde oldugundan ve tUpUn Ust
kismina veya folyo kapamasina yapismadigindan emin olun. Tim tamponun t0pUn altinda

oldugundan emin olmak icin her tGpU sert bir yUzeye hafifce vurun.

Sekil 1. BD MAX™ ExK™ TNA-3 kit icindeki BD MAX™ TNA Reagent Strip (TNA).

Atk
Yerlestirilecek tUpler Rezervuan
Pipet Uclarn
#1 #2 #3  #4
. IS TS T I :
elle||loe||e
Repksiyon TUpU
Lizis/Salinim y2
TUpU opsiyonel) elle]|o|lo
Yikama
. Tamponu b
Eks’rrgks_l_yon ellellollo
TOpO .
ElUsyon N N N N
Reaksiyon TUpU 1 Tamponu
#1 #2 #3 #4

Rehidrasyon  Nétralizasyon
tfamponu tamponu
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8.3.3. BD MAX™ Cihaz kurulumu.

1)

2)

3)

4)

5)

6)
7)
8)
?)

BD MAX™ System yazilimi v4.50A veya daha Ustd sUriminde “Run” (Calistir) ekraninda “Work List” (is Listesi)
sekmesini segin.

“Test” asagi acilirmenUstnde VIASURE Bordetella 6gesini secin (daha 6nce olusturulmadiysa, BoIim 8.3.1'e
bakin).

Asagdi acllirmenuden uygun kit parti numarasini (kullanilan ekstraksiyon kifinin dis kutusunda bulunur) secin
(istege bagly).

Barkod tarayici ile tarayarak veya elle girerek Is Listesinin (Worklist) Numune t0pU (Sample tube)
penceresine Sample Buffer Tube (Numune Tampon TUpU) kimlik numarasini girin.

Is Listesinin (Worklist) Numune/Hasta Kimligi ve/veya Erisim (Specimen/Patient ID and/or Accession)
penceresini doldurun ve “Save” (Kaydet) digmesine tiklayin. TUm Sample Buffer Tube &geleri (Numune
Tampon Tupleri) girilene kadar devam edin. Numune/hasta kimliginin ve Sample Buffer Tube &gesinin
(Numune Tampon TUplerinin) dogdru sekilde eslestiginden emin olun.

Hazirlanan Sample Buffer Tube 6gesini (Numune Tampon TUpUnd) BD MAX™ Racks'a yerlestirin.

Raflarn BD MAX™ System’e yUkleyin (A Rafi, BD MAX™ System’in sol tarafinda ve B Rafi sag tarafta yer alr).
BD MAX™ System’e gerekli sayida BD MAX™ PCR Cartridges yerlestirin.

BD MAX™ System’in kapagini kapatin.

10) Prosedure baslamak icin “Start Run” (Calisirmaya Basla) digmesine tiklayin.

8.3.4. BD MAX™ raporu

1)
2)
3)

4)

Ana menude “Results” (Sonuclar) digmesine fiklayin.

Ya listenizdeki calistir tusuna cift tiklayin ya da “view button”a (gérintile diogmesi) basin.

“Print” (Yazdir) 6gesine tiklayin ve: “Run Details, Test Details and Plot..."” (Calistrma Detaylar, Test Detaylarn
ve Cizit....) 6gesini secin.

“Run Reports” (Raporlar Calistir) ekraninda “Print or Export” (Yazdir veya Disa Aktar) dGgmesine tiklayin.

Sonuglarin yorumlanmasi

Verilerin nasil analiz edilecegine dair ayrnintii aciklama icin, BD MAX™ System Kullanim Kilavuzuna bakin.

Verilerin analizi, Ureticinin talimatlanna gére BD MAX™ yazilimi tarafindan yapilir. BD MAX™ yazilimi, asagidaki sekilde

test edilen her bir numunenin her bir tespit kanaliicin Ct degerlerini ve amplifikasyon egrilerini raporlar:

- 0'In Ct degeri, belirtilen Esik degerine sahip yaziim tarafindan hesaplanan higbir Ct degerinin olmadigini gdsterir

(bkz. Tablo 3). "0" Ct degeri gosteren numunenin amplifikasyon egrisi manuel olarak kontrol edilmelidir.

- -1'lik Ct degeri, amplifikasyon isleminin gerceklesmedigini gosterir.

- Diger herhangi bir Ct degeri, amplifikasyon egrisi ile ilintili olarak ve Tablo é'te verilen numune yorumlama

kilavuzlarina gére yorumlanmalidir.
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Amplifikasyon kansiminin dogru calistigini dogrulamak icin Dahili Kontrol sinyalini kontrol edin. Ek olarak, herhangi bir

BD MAX™ System hatasi raporu olup olmadigini kontrol edin.

Sonuclar asagidaki tabloyu kullanarak okunmali ve analiz edilmelidir:

B. pertussis/

B. holmesii
(475/520)

B. holmesii
(585/630)

B. parapertussis
(630/665)

Dahili kontrol
(530/565)

Yorumlama

+/-1

B. pertussiss ve/veya B. holmesii ve B. parapertussis

DNA'’si Tespit Edildi !

+ 2

B. pertussis, B. holmesii ve B. parapertussis DNA's|
Tespit Edilmedi 2

+/-1

B. pertussis DNA'sI Tespit Edildi, B. holmesii ve B.
parapertussis DNA'si Tespit Edilmedi !

+/-1

B. pertussis ve/veya B. holmesii DNA'sI Tespit Edildi,
B. parapertussis DNA'sI Tespit Edilmedi’

+/-1

B. pertussis ve B. parapertussis DNA'sI Tespit Edildi, B.
holmesii DNA’sI Tespit Edilmedi’

+3

+/-1

B. holmesii DNA'sI Tespit Edildi, B. pertussis ve B.
parapertussis DNA's1 Tespit Edilmedi’

+3

+/-1

B. holmesii ve B. parapertussis DNA'sI Tespit Edildi, B.
pertussis DNA’sI Tespit Edilmedi’

+/-1

B.parapertussis DNA'si Tespit Edildi, B. pertussis ve B.
holmesii DNA'sI Tespit Edilmedi’

PCR reaksiyonunda inhibitorlerin olmasi ya da
numune isleme ve/veya amplifikasyon adimlarinda
genel bir sorun (hata kodu ile rapor edilmemis)
meydana gelmesi durumunda Coézimlenmemis
(UNR) Sonug elde edilir.2

IND

IND

IND

IND

Belirsiz tahlil sonucu (IND). BD MAX™ System arizasi
nedeniyle. Bir hata koduna bagh cihaz arizasi
durumunda géosterilen tahlil sonucu.

INC

INC

INC

INC

Eksik tahlil sonucu (INC). BD MAX™ System arizasi
nedeniyle. Calismanin tamamlanamamasi
durumunda gosterilen tahlil sonucu.

Tablo 15. Numunelerin yorumlanmasi.
+: Amplifikasyon meydana geldi.
-: Amplifikasyon meydana gelmedi.

1 Elde edilen Ct degeri < 40 ise, numune pozitif olarak kabul edilir. Dahili Kontrol (IC) bir amplifikasyon sinyali gdsterebilir

veya gdstermeyebilir. Bazen, hedefin yUksek kopya sayisi, hedefe &zel nUkleik asitlerin tercihli amplifikasyonuna neden

olabileceginden, IC tespiti gerekli degildir.

2 Tespit sistemi icerisinde amplifikasyon sinyali géstermiyorsa ancak dahili kontrol pozitifse (Ct < 35), numune negatif

olarak kabul edilir. PCR reaksiyonunun inhibisyonu, dahili kontroldn amplifikasyonu ile harig¢ tutulabilir. CézUmlenmemis

sonuglarda (UNR), negatif numunede dahili kontrol sinyalinin olmamasi durumunda asadidaki belirtileri izieyerek testi

tekrarlamaniz énerilir:

3 B. holmessi DNA, 475/520 (FAM) ve 585/630 (ROX) olmak Uzere iki farkl kanalda tespit edlilir, ancak LoD ¢evresindeki

pozitif drneklerde 585/630 (ROX) daha yUksek hassasiyet nedeniyle o kanalda yalnizca sinyal elde etmek mUmkinddr.

Devam eden bir belirsiz sonu¢ durumunda, kullanm talimatiannin, kullanicr tarafindan kullanilan ekstraksiyon

isleminin gdzden gegirilmesi; her bir PCR adiminin dogru uygulandiginin teyidi ve parametrelerin gdzden gegirilmesi;

ve egrinin sigmoid sekilde oldugunun ve floresan yogunlugunun kontrol ediimesi &nerilir.
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NOT: Sample Buffer Tube'de bir tekrar testiicin yeterli hacim mevcuttur. 2-8 °C veya 25 °C'de saklanan, hazirlanmis

BD MAX™ Sample Buffer Tube icin tekrar testi 24 saat icinde yapimaldir.

Test sonuclan tibbi gecmis, klinik semptomlar ve diger tani testleri baz alinarak, bir saglk uzmani tarafindan

degerlendiriimelidir.

10. Testin kisitlamalan

e Test sonuclan tibbi gecmis, klinik semptomlar ve diger tani testleri baz alinarak, bir saglik uzmani tarafindan
degerlendirimelidir.

e Herne kadar bu analiz diger numune tipleriyle birlikte kullanilabilse de, nazofaringeal swablar ve nazofaringeal
aspiratlar ile dogrulanmistir. Balgam ornekleri kullaniliyorsa, yukanda belirtilen dnerilerle test edilebilirler.

e lyi bir test performansi icin liyofilize Urin, tUpin altinda olmall ve tUpin Ust alanina veya folyo kapamaya
yapismamalidir. Tim Urondn t0pUn altinda oldugundan emin olmak icin her bir tUpU sert bir yUzeye hafifce
vurun.

e Reaksiyon karisiminin, normalde tUpun altinda, normalden farkl (konik sekil olmayan, homojen olmayan, boyut
olarak daha kug¢uk/daha bUyUk ve/veya beyazimsi renkten farkl) stabilize formatta gérinimu, testin islevini
degistirmez.

e Testin kalitesi numunenin kalitesine bagdlidir; nUkleik asit, klinik drneklerden uygun sekilde ekstrakte edilmelidir.

o Bu test kalitatif bir testtir ve kantitatif degerler saglamaz veya mevcut organizma sayisini gdéstermez.

e Bu gibi durumlarda, tespit sininnin altinda son derece dusuk hedef seviyeleri tespit edilebilir, ancak sonuclar
tekrarlanamayabilir.

e  YUksek konsantrasyonlarda hedef DNA iceren Bordetella sUphesi olan numunelerin capraz kontaminasyonu
nedeniyle veya dnceki reaksiyonlardan kalan PCR UrUnleriyle kontaminasyon gibi sebepler yizinden yalanci
pozitif sonuclann ortaya ¢cikma olasiigr bulunmaktadir.

e VIASURE Bordetella Real Time PCR Detection Kit for BD MAX™ System icinde kullanilan 1S481, hiS1001 and
pIS1001 dizilerinin saptanmasi icin spesifik primer ve prob kombinasyonlari; insan genomu, insan mikroflorasi
veya 6ngorilebilir yalanci pozitif ile sonuclanabilecek diger solunum mikroorganizmalari ile énemli birlesik
homolojiler gdstermez.

e Yalanci Negatif sonuclar, asagidakiler dahil cesitli faktérlerden ve bunlann  kombinasyonlarindan
kaynaklanabilir:

o Uygun olmayan érneklerin toplanmasi, tasinmasi, depolanmasi ve/veya muamele yontemileri.

o Uygun olmayan isleme prosedurleri (DNA ekstraksiyonu dahil).

o Numunelerin tasinmasi/depolanmasi ve/veya islenmesi sirasinda DNA'nIn bozulmasi.

o Primer veya prob baglama bdlgelerindeki mutasyonlar veya polimorfizmler, yeni veya bilinmeyen
Bordetella suslarnin tespitini etkileyebilir.

o Numunedeki organizma seviyeleri, tahlil igin fespit limitinin altinda.

o gPCR inhibitérlerinin veya diger tirden mUdahale edici maddelerin varlig.

o Kullanim talimatlarina ve test prosedirine uyulmamasi.

e Porzitif test sonucu, mutlaka canl bakteri varligini gdstermez ve bu bakterinin bulasici oldugu veya klinik
semptomlara neden olan ajanlar oldugu anlamina gelmez. Ancak pozitif sonug, Bordetella hedef dizilerinin

varliginin gostergesidir.
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e Diger solunum yolu hastaliklari igin tanisal testler negatifse ve hastanin klinik sunumu ve epidemiyolojik bilgileri,
B. pertussis, B. parapertussis ve/veya B. holmesii enfeksiyonunun mUmkin oldugunu gdsteriyorsa, sonucun
yalanci negatif olabilecedi dUsuntlmeli ve hastanin yeniden test edilmesi degerlendiriimelidir.

e Negatif bir sonug, klinik bir numunede B. pertussis, B. parapertussis ve/veya B. holmesii DNA'sinin varligini
engellemez. Klinik gézlemler, hasta 6ykUsU ve epidemiyolojik bilgiler B. pertussis, B. parapertussis ve/veya B.
holmesii enfeksiyonunu dUsindUrUrse, numune hacmi artirlarak yeniden test gerceklestirimesi dUsunUimelidir.

e BD MAX™ System icin VIASURE Bordetella Real Time PCR Detection Kit for BD MAX™ System kullanilarak
Co6zUmlenmemis, Belirsiz veya Eksik sonuclarnn alinmasi durumunda, yeniden test yapllimasi gerekecektir.
C6zUmlenmemis sonuclar, numunede inhibitérlerin varigindan veya liyofilize edilmis reaksiyon karisimi tGpunin

yanlis rehidrasyonundan kaynaklanabilir. Bir cihaz arizasi varsa, Belirsiz veya Eksik sonuclar elde edilecektir.

11. Kalite kontrol

VIASURE Bordetella Real Time PCR Detection Kit for BD MAX™ System , her reaksiyon tUpuUnde teknigin dogru

bicimde uygulandigini onaylayan Internal Control (IC) igerir.

12. Performans ozellikleri

12.1. Klinik duyarhhk ve 6zgullik

VIASURE Bordetella Real Time PCR Detfection Kit for BD MAX™ System'in klinik performansi, klinik ve spayk
nazofaringeal swablar ve halihazrda B. pertussis, B. parapertussis ve/veya B. holmesii igin pozitif veya negatif olarak

karakterize edilen nazofaringeal aspiratlar kullanilarak test edilmistir. Sonuclar asagidaki gibiydi:

Saha Numune tiri is akisi Hedef
. Nazofaringeal swablar B. pertussis
(Cerba Xpert) P
. . B. pertussis
Nazofaringeal aspiratlar .
2 Cerba Xpert) B. parapertussis
(Cerba Xp B. holmesii
. . . B. pertussis
3 CerTest Biotec (Zaragoza, Nazofaringeal swablar ve BD MAX™ ExK™ TNA-3 kit + BD MAX™ B. parapertussis
Ispanya) aspiratlar (Cerba Xpert) System B. holmesii
4 Nozofonngegl swablar B. pertussis
(Eurofins)
Nazofaringeal swablar B. pertussis
5 (Cerba Xpert + Eurofins + B. parapertussis
simUle numuneler) B. holmesii

Tablo 16. Saha, numune tird, is akisi ve hedef.

VIASURE Bordetella Real Time PCR Detection Kit for BD MAX™ System icin gercek pozitif ve negatif degerler, yalanci
porzitif ve negatif degerler, duyarlilik ve 6zgUlluk, asagidaki tabloda goésterildigi gibi her bir karsilastinc test ile

baglantil olarak hesaplanmustir:
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Karsilagtirma testi Hedef FP FN Hassasiyet Ozgiillik

SmartCycler Bordetella®

] ; : . B. pertussi 33 | 100 | O | 1 |0.971(0.84-0.99 1(0.96-1
pertussis/parapertussis assay (Cepheid) pertussis ( ) ( )
SmartCycler Bordetella® B. pertussis 43 | 34 | 110 1(091-1) 0.971 (0.85-0.99)
rt i rt i hei
periussifparaperiussis assay [cephed] B. parapertussis | 28 48 | 0 | 2 | 0933(0.77-0,99) 1(0,92-1)

SmartCycler Bordetella®
pertussis/parapertussis assay (Cepheid) B. holmesii 1 76 0 1 0,5 (0,01-0,98) 1(0,95-1)
+ RIDA®GENE Bordetella (R-biopharm)

SmartCycler Bordetella®
pertussis/parapertussis assay (Cepheid)

B. pertussis 76 | 134 | 1 | 0 0,987 (0,93-1) 0,993 (0,95-1)

SmartCycler Bordetello®

. . . B. parapertussis 28 182 0 2 0,933 (0,77-0,99 1(0,98-1
3 pertussis/parapertussis assay (Cepheid) pargpentss ( ) ( )

SmartCycler Bordetella®
pertussis/parapertussis assay (Cepheid) B. holmesii 1 210 | O 1 0,5 (0,01-0,987) 1(0,98-1)
+ RIDA®GENE Bordetella (R-biopharm)

Dogrulanmig kurum ici

4 N . . B. pertussis 43 54 0 3 10,935 (0,821-0,986 1(0,966-1
bogmaca/parapertussis testi pernusst ( ) ( )

B. pertussis 98 186 | O 4 10,961 (0,903-0,989) 1(0,980-1)

5 ik karakterizasyon* B. parapertussis 12 276 0 0 1(0,735-1) 1(0,987-1)
B. holmesii 20 268 | 0O 0 1(0,832-1) 1(0,986-1)

Tablo 17. VIASURE BordetellaReal Time PCR Detection Kit for BD MAX™ System igin gergek pozitif (TP) ve negatif (TN) degerler, yalanci
potzitif (FP) ve negatif (FN) degerler, duyarlilik, 6zgillik.

* Baslangic karakterizasyonu, Cerba Xpert érneklerinde SmartCycler Bordetella® pertussis/parapertussis testini (Cepheid) ve B. Pertussis
ve B. parapertussis tespiti icin dogrulanmis kurum igi pertussis/parapertussis miksajini ve SmartCycler Bordetella® pertussis/parapertussis
testini (Cepheid) + B. holmesii tespiti icin RIDA®GENE Bordetella (R-biopharm) testini igerir.

Sonuclar, VIASURE Bordetella Real Time PCR Detection Kit for BD MAX™ System kullanilarak B. pertussis, B.
parapertussis ve/veya B. holmesii'nin tespiti icin yUksek dUzeyde uyum oldugunu gdstermektedir.
12.2. Analitik hassasiyet

VIASURE Bordetella Real Time PCR Detection Kit for BD MAX™ System, nazofaringeal sGrintU drneklerinde = %95'lik
bir pozitif oran ile B. pertussis icin 1,2 CFU/mL numune, B. holmesii icin 4 x10-2 CFU/mL numune ve B. parapertussis

icin 12 CFU/mL numune tespit limitine (LoD) sahipfir.
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Sekil 5. Bordetella pertussis dilisyon serisi (reaksiyon bagina 7*104-7,07*10-3 CFU) sablonu BD MAX ™ System (475/520 (FAM) kanali) Gzerinde
calisir.
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Sekil 6. Bordetella holmesii dilisyon serisi (reaksiyon basina 2,42x103 -2,42x10-4 CFU) sablonu BD MAX ™ System (475/520 (FAM) kanali) izerinde
calisir.
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2000
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Sekil 7. Bordetella holmesii diliisyon serisi (reaksiyon basina 2,42x10% -2,42*104 CFU) sablonu BD MAX ™ System (585/630 (ROX) kanali) izerinde
calisir.
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Sekil 8. Bordetella parapertussis dilisyon serisi (reaksiyon basina 7,07x104 -7,07x10-2 CFU) sablonu BD MAX ™ System (630/665 (Cy5) kanali) izerinde

calisir.
2000 P —
1500
1000
500
o
5 10 15 20 25 30 3s 40 45

12.3. Analitik 6zgulluk

Bordetella testinin 6zgUunlGgu, solunum yolu hastaliklaryla iliskili farkh mikroorganizmalardan olusan bir panel test

edilerek dogrulandi. Test edilen asagidaki mikroorganizmalarin  higbiri arasinda capraz reaktivite fespit

edilmemistir:

insan Adenovirus tipleri 1-5, 8, 15,
31, 40 ve 41

Capraz reaktivite testi

Influenza A/Michigan/45/2015
(HTNT1)pdm09 virus

Legionella micdadei

Bocavirus -

Influenza A/Singapore/GP1908/2015,
IVR-180 (HIN1)pdmO9 virus

Legionella pneumophila serogroup 1

Bordetella bronchiseptica -

Influenza A/South Australia/55/2014, IVR-
175 virus

MERS KoronavirUs

Chlamydia caviae -

Influenza A/Switzerland/9715293/2013
(H3N2) virGst

insan metapndmoniviris A ve B

Chlamydia psittaci genotip Ave C | -

Influenza A/Turkey/Germany
R2485+86/2014 (H5N8) virdsU

Moraxella catarrhalis

Chlamydophila pneumoniae

Influenza A/Thiringen/5/2017 (H3N2)

Mycoplasma pneumoniae

strain CM-1 virdsU (Clade 3C2a.1)
insan coronavirs 229E, OC43 ve Influenza A/Victoria/210/2009 (H3N2) insan parainfluenza 1, 2, 3 ve 4
NL63 ) virus virUsleri -
Haemophilus influenzae MinnA - Influenza B/Brisbane/60/2008 virUs - Pneumocygsgg?g?; #Tip Al ve -
Influenza A/Acikr\g;él /2013 (H7N9) | _ Influenza B/Florida/04/06 virs ) Respiratuvar sms\l/’r;/oBI virUs (RSV) tip A

Influenza A/New
Caledonia/20/99(HINT1) virds

Influenza B/Phuket/3073/2013 virUs

insan rinovirus

Influenza
A/California/7/2009 (HIN1)pdm0?

Legionella bozemanii serovar 1

Staphylococcus aureus subsp. aureus

Influenza A/DE-
SH/Reiherente/AR8444/ 2016 -
(H5N8) virGsU

Legionella dumoffii

Streptococcus pneumoniae 7022

Influenza A/Hong Kong/4801/2014,
NYMC X-263B (H3N2) virGsU

Legionella longbeachae

Tablo 18. Bu ¢alismada kullanilan referans patojenik mikroorganizmalar.

12.4. Analitik reaktivite

VIASURE Bordetella Real Time PCR Detection Kit for BD MAX™ System'in reaktivitesi, sablon olarak B. pertussis,

B.parapertussis ve B.nolmesii'den ekstrakte edilen DNA'ya karsi degerlendirildi ve pozitif sonuclar verdi.
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Symbols for IVD components and reagents/ IVD bilesenlerinin ve reaktiflerin

sembolleri
In vitro diagnostic Keep dry Use by
. Manufacturer Batch code
device T g N
Kuru halde Son kullonma L .
. . . Urefici Parti kodu
In vitro tani cihaz futun tarihi
Consult instructions Temperature i?f?;gm for 323122 Sfr:\ot!cé?ue
CE for use /ﬂ/ limitation I/ <n>test Identification
o . Katalog
Kullanim Sicaklik <n,r> T??“ 'g.'kn ggk?zeré!z & numarasl
talimatlarina bakin sinilamasi yetericen inaz Rimigi
Trademarks

BD MAX™ is a registered tfrademark of Becton, Dickinson and Company.
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