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These instructions for use apply to the following reference / AuTég ol 06nyieg xPNong IoXLOLY Yia TA £EAG

. REFERENCE /
PRODUCT / MPOION KQAIKOZX
) . . ] ] 444202 /

VIASURE Vancomycin resistance Real Time PCR Detection Kit VS-VAN124

Table A 1. Reference for product to be used with the BD MAX™ System. / Avagopd yia Ta TpoiovTa Tov Xpnoigotmoliobvral pe To BD MAX™
System.
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ENGLISH

Intended use

VIASURE Vancomycin resistance Real Time PCR Detection Kit is designed for the specific detection and
differentiation of vanA and vanB genes that can be associated with vancomycin-resistant enterococci (VRE)
directly from perianal and/or rectal swalbs and colonies. This test is intended to be used as an aid in the
identification of vancomycin-resistant organisms 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 from perianal and/or rectal swabs and colonies is detected using fluorescent

reporter dye probes specific for vanA and vanB genes.
Summary and Explanation

Enterococci are common commensal organisms found in the gastrointestinal fract and female genitals. Recently
they are recognized as opportunistic pathogens causing nosocomial infections such as urinary tract infections,

skin infections, respiratory infections, endocarditis and sepsis in compromised host.

Vancomycin is a glycopepftide antibiotic that inhibits cell wall synthesis and used to treat severe Gram-positive
bacterial infections. Vancomycin-resistant enterococci (VRE) were first reported in England and France in 1986

and now spread through hospitals worldwide.

The resistance to vancomycin is a complex process and needs the presence of different gene clusters. Mainly,
they can be divided info two types depending on the pentapeptide precursors produced by vancomycin
resistance genes: the precursor ending in D-Alanine-D-Serine (VanC-, VanE-, VanG-, VanL- and VanN-type) or
ending in D-Alanine-D-Lactate (VanA-, VanB-, VanD- and VanM-type). These pentapeptide precursors showed

low-affinities for the glycopeptides and conferred vancomycin-resistances on enterococci.

The first type of vancomycin resistance in enterococci is infrinsic resistance (i.e. associated with vanC gene).
Isolates of Enterococcus gallinarum and E. casseliflavus/E. flavescens demonstrate an inherent, low-level
resistance to vancomycin. The second type is acquired resistance (i.e. vanA or vanB genes) and enterococci can
become resistant by acquisition of mobile genefic elements (fransposons and plasmids) from another
Enterococcus species or organism. Most commonly, this resistance is seen in E. faecium and E. faecalis, but also
has been recognized in E. raffinosus, E. avium, E. durans, and several other enterococcal species. vanA and vanB

genes are responsible for high or moderate levels of vancomycin resistance.

Transmission of vancomycin-resistant enterococci (VRE) can occur through direct contact with body fluids from
colonized or infected patients (blood, wound drainage, urine, stool, septum and other) or through indirect
contact via the hands of health-care workers, or via contaminated patient care equipment or environmental

surfaces.

At first, the screening method applied was culture-based, which is time-consuming and takes generally from one
to five days to complete. Real-time PCR assays have been shown to be a tool for the detection of clinically

relevant genes associated with vancomycin-resistance.
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Principle of the procedure

VIASURE Vancomycin resistance Real Time PCR Detection Kit is designed for the identification and differentiation
of DNA from vancomycin-resistant enterococci and other organisms carrying the vancomycin resistance genes
vanA and vanB. After DNA isolation, the identification of vancomycin resistance is performed by the amplification

of a conserved region of the vanA and vanB genes, using specific primers and a fluorescent-labeled probe.

VIASURE Vancomycin resistance Real Time PCR Detection Kit is based on the 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 Vancomycin resistance Real Time PCR Detection Kit contains in each tube all the components necessary
for areal-time PCR assay (specific primers/probes, dNTPS, buffer, polymerase) in a stabilized format, as well as an

internal control to monitor the extraction process and/or inhibition of the polymerase activity.

Target Channel Gene
Vancomycin resistance genes 475/520 vanA
Vancomycin resistance genes 585/630 vanB

Internal control (IC) 530/565 -

Table 1. Target, channel and genes.

Reagents provided

VIASURE Vancomycin resistance Real Time PCR Detfection Kit includes the following materials and reagents
detailed in Table 2:

Reagent/Material Description Barcode Amount

A mix of enzymes, primers probes,

Vancomycin resistance 2 pouches of 12

. buffer, dNTPs, stabilizers and internal 1B foil
reaction tube . . fransparent tubes
conftrol in stabilized format
. Solution t fitute the stabilized . 1 h of 24
Rehydration Buffer fube | °C'V1'O" Te reconstituie e siabilize 11 foil pouch ©
product fransparent tubes

Table 2. Reagents and materials provided in VIASURE Vancomycin resistance Real Time PCR Detection Kit with Cat. N°.VS-VAN124 (444202).

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

Vancomycin resistance Real Time PCR Detection Kit.

e Real-time PCR instrument: BD MAX™ System.

e BD MAX™ ExK™ TNA-2 (Ref: 442825 or 442826).
¢ BD MAX™ PCR Cartridges (Ref: 437519).

e Vortex.

e Micropipettes (accurate between 2 and 1000 pL).
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e Nuclease-free water.
e  Filter tips.

e Powder-free disposable gloves.
6. Transport and storage conditions

e The kits can be shipped and stored at 2-40°C until the expiration date which is stated on the label.

e Affter opening the aluminum pouches which contain the reaction fubes can be used up to 28 days.
7. Precautions for users

e The product is infended for use by professional users only, such as laboratory or health professionals and
fechnicians, trained in molecular biological techniques.

e Forin vitro diagnostic use.

e Do not use expired reagents and/or materials.

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

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

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

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

e Do not remove desiccant from reagent pouches.

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

e 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.

e Profect reagents from humidity. Prolonged exposure to humidity may affect product performance.

o Keep components away from light.

e 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 Vancomycin resistance Real Time PCR Detection Kit, BD MAX™ ExK™ TNA-2
extraction kit, 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 tips is
recommended. Use a new tip for each specimen. Gloves must be changed before manipulating reagents
and cartridges.

e 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.

e 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.

e 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.

e 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
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safety regulations. Take necessary precautions during the collection, fransport, storage, handling, and
disposal of samples.

e Samples and reagents must be handled in a biological safety cabinet. Use personal proftective 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 decontaminatfion 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, transport and storage

The VIASURE Vancomycin resistance Real Time PCR Detection Kit has been tested on perianal and/or rectal
swabs immediately placed in ESwab™ transport medium (liquid Amies based collection and fransport system)
(Copan, Italy). The VIASURE Vancomycin resistance Real Time PCR Detection Kit has also been tested on colony

suspension. 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.
Overall, perianal and/or rectal swabs should be collected and labelled appropriately in clean ESwab™ transport
medium and processed as soon as possible to guarantee the quality of the test. The specimens should be
fransported at 2 to 8°C for up to 24 hours, following the local and national regulations for the transport of
pathogen material. For long term transport (more than 24 hours), we recommend shipping at <-20°C or lower. It is
recommended to use fresh specimens for the test. The samples can be stored at 25°C for up to 24 hours, 2 to 8°C
for up to 144 hours (6 days), frozen at -20°C for up to 192 hours (8 days) or ideally at -70°C for conservation.
Repeated freeze-thaw cycles should be avoided in order to prevent degradation of the sample and nucleic

acids.

The faecal specimens must be collected, fransported and stored according to appropriate laboratory guidelines.
For details, refer fo the CDC guideline (Specimen collection guidelines. Website

https://www.cdc.gov/urdo/downloads/SpecCollectionGuidelines.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-€94).


https://www.cdc.gov/urdo/downloads/SpecCollectionGuidelines.pdf
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8.2.

Sample preparation and DNA exitraction

Perform the sample preparation according to the recommendations in the instructions for use of extraction kit

used, BD MAX™ ExK™ TNA-2. Note that some other samples may require pre-processing. Application-specific

extraction preparation procedures should be developed and validated by the user.

1. Copan ESwab™: Pipette 200 uL of the ESwab™ sample into a BD MAX™ TNA-2 Sample Buffer Tube and close

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

2. Colonies: Pick up two colonies from the cultured medium and suspend them into 500 uL nuclease free water.

Ensure complete mixing by vortexing. Add 10 pL of the suspension info a BD MAX™ TNA-2 Sample Buffer Tube

and close the tube 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 Vancomycin resistance Real

Time PCR Detection Kit

Note: If you have already created the test for the VIASURE Vancomycin resistance Real Time PCR Detection test

Kit, you can skip step 8.3.1 and go directly to 8.3.2.

1)

2)

5)

6)

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 fest: i.e. VIASURE Vancomycin

resistance.
In the “Extraction Type” drop down menu, select “"ExK TNA-2".
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 500 pL.

In the "Ct Calculation” select “Call Ct at Threshold Crossing”.

If running software version 5.00 or higher, in the “"Custom Barcodes” select the following configuration:
a. Snap-In 2 Barcode: 1B (concerning Vancomycin resistance 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 Concentrated Lyophilized MM with Rehydration Buffer (Type 5)” (Section 8.3.1).
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9) In “PCR settings” tab enter the following parameters: “Channel Settings”, "Gains” and “Threshold” (Table

3).

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-In 2 (green) and Snap-In 4 (blue)
positions.

Channel Alias Gain Threshold Ct Min Ct Max
475/520 (FAM) vanA 50 200 0 40
530/565 (HEX) IC 80 200 0 40
585/630 (ROX) vanB 50 300 0 40
630/665 (Cy5) - 0 0 0 0

680/715 (Cy5.5) - 0 0 0 0

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 - 0.0 0.0 0.0 0.0
530/565 0.0 - 0.0 0.0 0.0
Eé;:::‘;‘ 585/630 0.0 0.0 - 0.0 0.0
630/665 0.0 0.0 0.0 - 0.0
680/715 0.0 0.0 0.0 0.0 -

Table 4. Spectral cross-talk parameters.

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

Step Name Profile Type | Cycles | Time |Temperature [ Detect
(s)
Initial denaturation Hold 1 120 98°C -
Denaturation and 10 95°C -
Annealing/Extension 2_ 45
0,
(Data collection) Temperature 58 60°C g

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-2 kit.
Genftly 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 Exiraction Tubes (B4) (white foil) from their

protective pouch. Snap the Exiraction Tube(s) (white foil) into its corresponding positions in the TNA strip

10
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(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 Vancomycin resistance reaction tubes (1B 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.

b. In order to 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. Note: 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 tubes (different foil)l and snap into their
corresponding positions 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 intfo 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 fransfer, 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 Strip (TNA) from the BD MAX™ ExK TNA-2 kit.

Waste
Snap-in tubes Reservoir
Pipette Tips
#1 #2 #3 #4
[ I IO T I ]
olloe|e]|e
. Reaction
Lysis/Release Tube 2
Tube (optional) ejfe|fo|lo
Wash
: Buffer ~—
Extraction ollellollo
Tube )
Elution NN N
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) In the “Test” drop down menu, select VIASURE Vancomycin resistance (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).

11
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9.

4)

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

Fill the Specimen/Patient ID and/or Accession window of the Worklist 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.

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

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

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

N =

H W
= = = <=

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 Ploft..."”

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 Control 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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vanA gene vanB gene Internal control Interpretation
(475/520) (585/630) (530/565)
+ + +/- vanA and vanB genes DNA Detected!
+ ) /0 vanA gene DNA Detected, vanB gene DNA Not
Detected!
vanB gene DNA Detected, vanA gene DNA Not
- + +/_1
Detected?

- - +2 vanA and vanB genes DNA Not Detected?2
Unresolved (UNR) Result obtained in the presence

- - 2 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.2

IND IND IND Indeterminate assay result (IND). Due to BD MAX™M
System failure. Assay result displayed in case of an
insirument failure linked to an error code.
INC INC INC Incomplete assay result (INC). Due to BD MAX™

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 less than 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

control is positive (Ct less than 40). 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.

REPEAT TEST PROCEDURE

In case of a continued ambiguous result, it is recommended fo review the instructions for use, the extraction

process used by the user; to verify the correct performance of each gPCR 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.

NOTE: New samples may be fested in the same run with repeat samples.

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.

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.

13
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e Although this assay can be used with other types of samples it has been validated with perianal and/or
rectal swabs collected using ESwab™ tfransport medium, and colony suspension.

e For good test performance, the lyophilized product should be at the boftom 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 An appearance of the reaction mixture in stabilized format, normally found af the bottom 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 fest.

s The quality of the test depends on the quality of the sample; proper extracted nucleic acid from perianal
and/or rectal swabs and colonies must be extracted.

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 vancomycin resistance suspicious
samples containing high concentrations of target DNA or contamination due to PCR products from previous
reactions.

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

o Improper specimens’ collection, tfransport, 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 vanA gene and/or vanB gene variants.

o A vancomycin resistance organism load 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 negative IC signal does not preclude the presence of vanA gene and/or vanB gene DNA in a clinical
specimen.

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

e Negative results do not preclude vancomycin resistance organism infection and should not be used as the
sole basis for freatment or other patient management decisions.

e In the case of obtaining Unresolved, Indeterminate or Incomplete results using VIASURE Vancomycin
resistance Real Time PCR Detection Kit retesting will be required. Unresolved results may be due to 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 Vancomycin resistance Real Time PCR Detection Kit contains an internal control (IC) in each reaction

tube which confirms the correct performance of the technique.
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12. Performance characteristics

12.1. Clinical sensitivity and specificity

The clinical performance of VIASURE Vancomycin resistance Real Time PCR Detection Kit was tested using clinicall

specimens (rectal swabs) from patients with suspected VRE infection. The results were as follows:

Site Sample type Workflow Target
Clinical M|f:rob|qlogy, Centre VanA gene
for Infectious Diseases and
Mi iol L f
1 icrobiology Laboratory Rectal swab BD MAX™™ EXKTM TNA-2 + BD MAX™ System VanB gene

services, NSW Health
Pathology, Westmead
Hospital (Sydney, Australia)

VanA + VanB genes

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

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

Vancomycin resistance Real Time PCR Detection Kit were calculated in relation to each comparator assay as

shown in the following table:

Site | Comparator assay Target TP [ TN | FP | FN Sensitivity Specificity
VanA 65 [ 151 0 | O | 100% (93%-100%) | 100% (96%-100%)
In-house PCR VRE
1 (Westmead - VanB 36 [179] 1 0 100{%(5‘{%% i 99% (96%-100%))
WMD) °
] (e] o~
VanA+vVanB| 17 |199| 0 | O OO{?(’)é;j‘? 100%(97% -100%)

Table 8. True positive and negative values, false positive and negative values, sensitivity and specificity for VIASURE
Vancomyecin resistance Real Time PCR Detection Kit.

Results show high agreement to detect vanA and vanB genes using VIASURE Vancomycin resistance Real Time
PCR Detection Kit.

In addition to this, the sample processing confrol failure rate was calculated. The initial number of unresolved
reactions (UNR) was 3 (Initial UNR rate: 1.39%). The number of UNR after repetition was 0 (Final UNR rate: 0.00%).

In order to evaluate the compatibility of VIASURE Vancomycin resistance Real Time PCR Detection Kit adapted

for BD MAX™ with other different matrix samples, an evaluation to verify the detection of vancomycin-resistant

enterococci colonies suspensions was carried out.

Different colonies suspensions were prepared by adding two colonies of a determinate culture in 500 ul nuclease-

free water. The strains used for this evaluation were CECT 5253 Enterococcus faecium vanA, CECT 8120

Enterococcus faecalis vanB, NCTC 12201 Enterococcus faecalis vanA, and NCTC 13632 Enterococcus faecalis
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vanA. A volume of 10 ul of each colonie suspensions was added directly to the sample buffer tube. The flowchart
used to carry out this evaluation was: BD MAXTM EXKTM TNA-2 + BD MAX™ System.

The obtained results showed that colonies suspensions of CECT 5253, NCTC 12220, and NCTC 13632 were positive

for vanA gene and colonies suspension of CECT 8120 was positive for vanB gene.

These results show that VIASURE Vancomycin resistance Real Time PCR Detection Kit can properly detect vanA

and vanB genes in colonies suspensions.
12.2. Analytical sensitivity

VIASURE Vancomycin resistance Real Time PCR Detection Kit has a detection limit of = 4 colony-forming unit per
reaction (CFU/rxn) for vanA and = 10 colony-forming unit per reaction (CFU/rxn) for vanB (Figures 2 and 3) with a

positive rate of 2 95% on perianal and rectal swabs.

Figure 2. Dilution series of vanA gene (3.62*104-3.62 CFU/rxn) template run on the BD MAX™ System (475/520 (FAM) channel).

3000

2500

2000

1500

1000

500

Figure 3. Dilution series of vanB gene (5.65*104-9.98 CFU /rxn) template run on the BD MAX™ System (585/630 (ROX) channel).
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12.3. Analytical specificity

The specificity of the vancomycin resistance assay was confirmed by testing a panel consisting of different

anfimicrobial resistant organisms and different microorganisms representing the most common enteric
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pathogens or flora present in the intestine. No cross-reactivity was detected between any of the following

microorganisms tested, except the targeted pathogens of each assay:

Cross-reactivity testing

Adenovirus serotypes
1/2/3/4/5/8/15/31/40/41

Enterococcus durans

TEM-1 (non-ESBL), SHV-1 (non-
ESBL), CTX-M-2 (ESBL), and KPC-2
producing Klebsiella pneumonia

isolate

Aeromonas caviae

VanC- type Enterococcus
casseliflavus

Listeria monocytogenes

Aeromonas hydrophila subsp.

VanC2- type Enterococcus

Norovirus Gl and Gll

hydrophila casseliflavus
Arcobacter butzleri - Enterococcus faecalis - Proteus vulgaris
Astrovirus Genotype I-VIII - VanA-type Enterococcus faecalis -/+ Pseudomonas aeruginosa

Bacteroides fragilis - VanB-type Enterococcus faecalis -/+ Rotavirus A

Blastocystis hominis - Enterococcus faecium - Salmonella bongori
Campylobacter coli - VanA- type Enterococcus faecium +/- Salmonella enteritidis
Campylobacter fetus - VanB- type Enterococcus faecium -/ + Salmonella gallinarum

Campylobacter hyointestinalis - VanB and VanC- types Enferococcus | /+ Salmonella paratyphi A

gallinarum

Campylobacter jejuni subsp.
jejuni

VanC - type Enferococcus gallinarum

Salmonella paratyphi B

Campylobacter lari

VanC - type Enterococcus gallinarum

Salmonella pullorum

Campylobacter upsaliensis

Enterococcus hirae

Salmonella typhi

Candida albicans

Enterohemorragic Escherichia coli

Salmonella typhimurium

VIM-1 producing Cifrobacter
braakii isolate

Enteroinvasive Escherichia coli

Sapovirus

Citrobacter freundii

Enteropathogenic Escherichia coli

Serratia liquefaciens

KPC-3 and VIM-4 producing
Citrobacter freundii-complex
isolate

Enterotoxigenic Escherichia coli

OXA-48 producing Serratia
marcescens isolate

Clostridium difficile

OXA-244 producing Escherichia coli
isolate

Shigella dysenteriae

Clostridium difficile 027

TEM-1 (non-ESBL) and IMP-1 producing
Escherichia coli isolate

Shigella flexneri

Clostridium perfringens

Giardia intestinalis

Staphylococcus aureus subsp.
aureus

Cryptosporidium
parvum/hominis

Helicobacter cinaedi

Methicillin-resistant
Staphylococcus aureus (mecC)

Dientamoeba fragilis

Helicobacter heilmannii

Methicillin-resistant
Staphylococcus aureus (MRSA)
strain N315

Entamoeba dispar

Helicobacter hepaticus

Methicillin-resistant
Staphylococcus aureus (MRSA)
ST398

Entamoeba histolytica

Helicobacter pylori

Methicillin-resistant
Staphylococcus aureus (MRSA)
strain (oxaR, PVL-positive, spa type
1310)

SHV-12 (ESBL), CTX-M-9
(ESBL)and OXA-48 producing
Enterobacter cloacae isolate

Helicobacter pylori Clarithromycin
resistant (23S rDNA A2146G)

Vibrio parahaemolyticus

TEM-1 (non ESBL), SHV-12
(ESBL), CTX-M-15 (ESBL) and
NDM-1 producing
Enterobacter cloacae isolate

Helicobacter pylori Clarithromycin
resistant (23S rDNA A2147G)

Yersinia enterocolitica O:3

NDM-7 producing
Enterobacter cloacae-
complex isolate

Klebsiella oxytoca

Yersinia enterocolitica O:9

VanA-type Enterococcus
avium

+/-

SHV-1 (non-ESBL), KPC-3, and OXA-48
producing Klebsiella pneumonia
isolate

Table 9. Reference pathogenic microorganisms used in this study.
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12.4. Analytical reactivity

The reactivity of VIASURE Vancomycin resistance Real Time PCR Detection Kit for vanA gene was evaluated
against DNA extracted from vanA-type Enterococcus avium, vanA-type Enterococcus faecalis (NCTC 13632,
NCTC 12201) and vanA- type Enterococcus faecium (LMG16165, IOWA 1, VZA1, ATCC 700221, NCTC 12202)

strains, showing positives results.

The reactivity of VIASURE Vancomycin resistance Real Time PCR Detection Kit for vanB gene was evaluated
against DNA extracted from vanB-type Enterococcus faecalis (ATCC 51299, CECT 8120), vanB- type Enterococcus

faecium (IOWA 2) and vanB and vanC Enferococcus gallinarum (ENT20120142) strains, showing positives results.
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EAAHNIKA

MpoPAeropevn Xxpnon

To VIASURE Vancomycin resistance Real Time PCR Detection Kit eival oxedilacuévo yia tny €dikr) avixvevon Kal
S1apopOoTToINCN TWV YOVISIY VAnA Kal vanB, Ta ottoia utmropel va oxeTi{ovTal Je TOLG AVOEKTIKOOS OTN PAVKOULKIVN
evTePOKOKKOLG (VRE), amevBeiag amd mepImPKTIKG f/Kal opBIKA  ETTXOIOUATA KAl ATTOIKIEG. ALTO TO TEOT
TTPOOPICeTAl YIA XPNoN @S PonBnua oty TALTOTTIOINCON TWV AVEEKTIKWY OTN PAVKOPLKIVN OPYAVIOUWY Of
OLVSLACUO WE TIC KAIVIKEG £VEEIEEIC KAI TA CLUTITOUATA TOL ACBEVOLCS, KABWGS KAl TOLS TTAPAYOVTES ETTISNUIOAOYIKOL
kKivébvou. H avaAvon xpnoldotiolei To BD MAX™ System yia Tnv avTtopatomoinuévn e€aywyn Tov DNA kal TNG
ETTAKOAOLONG AANLCISWTAC avTiSpaong TToAvuepdong (PCR) oe TpayuaTikd xpodvo, agioTrolvTas Ta avTiSpacThpIa
TTOL TTAPEXOVTAI O CLVSLACHO PE KABOAIKA AVTISPACTAPIA KAl AVAAMGCIUA yia To BD MAX™ System. To DNA amod
TIEQITPGWKTIKA /KAl 0pBIKA EMYXQICUATA KAl ATTOIKIEG QVIXVEDETAI XPNOIUOTTIOIVTAC (POOPICOVTEG AVIXVELTEG

XPWOTIKNG avagpopdg, I8IKOLG YIa TA yovidia vanA kal vanB.
Iovoyn Kal eme€nynon

Ol evTEPOKOKKOI gival KOIVOI CLUPIWTIKOI OPYAVIOUOI, Ol OTToIol eVTOTIIOVTAl OTO YAOTPEVTEQIKO CLOTNUA KAl TA
BNALKA YevvnTIKA Opyava. MEocPATWS £XOLY AVAYVOEIOTE WG ELKAIPIAKA TTABoYOvVa, TA OTToId TTPOKAAOLY
VOO OKOUEIOKES AOILGEEIG, OTTWS OLPOAOINWEEIC, SEQUATIKEC AOIMGEEIC, AVATIVELOTIKEG AOINWEEIC, evEokapSiTISa Kal

oNWAaluia, o€ KATECTAAUEVO EEVIOTH).

H Bavkopukivn gival éva YALKOTTETITISIKO AvTIRIOTIKO, TO OTTOI0 AVACTEAAEI TN CLVOEC TOL KLTTAPIKOL TOIXWUATOG KAl
XPNOIUOTIOIEITAl YIO TNV AVTIUETATION coPapy Gram-0eTiKwV PAKTNEIOKWY Aoluéewy. O avBekTikoi oTn
Bavkopukivn eviepodkokkol (VRE) avagépOnkay yia Tpwtn ¢opd oTnv AyyAid kai Tn TaAAia 1o 1986 kail TTAEov Exouv

€€ATTAWOEI o€ VOO OKOUEia o8 OAOKANPO TOV KOTHO.

H avioxn oTn Pavkopukivn eival pia TrepiTTAokn Slgpyacia, n oToia araitel TNV TTapoLoia SIAPOPETIKWV
OULUTTAEYHAT®V YoviSiwy. XwpilovTtal Katd KOpIo AOyo ae 500 TOTTOLCS, AVAAOYA e TA TTPOSPOUA TTEVTATIETTTIOI TTOL
TTapdyovTal ammd Ta yovidia avtoxng oTn PAvkopukivn: 1o Tpoddpouo 1oL Anyel ot D-AAavivn-D-Lepivn (TOTTOG
VanC-, VanE-, VanG-, VanL- kai VanN-) | og D-AAavivn-D-TaAakTko (TOTTOG VanA-, VanB-, VanD- kal VanM-). Autd
Ta TEOSOOUA TTEVTATIETTIOD £5€IEAV XAUNAO PABUO CLYYEVEIAC WE TA YALUKOTIETITISIA KAI TTDOCESWOAV AVToXn OTN

BAVKOUULKIVIN OTOLG EVTEPOKOKKOLG.

O TP®OTOG TOTIOG AVTOXNG OTN PAVKOPLKIVN OTOLG EVTEQOKOKKOULG eival n evéoyevng avtoxn (SnA. autn Tmou
oxeTi¢etal ye 1O yovidio vanC). ATToPOV®UEVA OTEAEXN Twv Enterococcus gallinarum kai E. casseliflavus/E.
flavescens TmapoLoIAloLy UIa evEOYEVR, XAUNAOUL €TITTESOL aAvTOXr OTn PaAvkopvkivn. O §ebTEPOCG TOTTOG €ival N
ETMKTNTN avToxn (&nA. yovidia vanA ry vanB), oTnv oTioia Ol £VTEOOKOKKOI KaBioTavTal avOEeKTIKOI ATTOKTWVTAG
METABETA YEVETIKG OTOIXEia (TpavoTrolovia Kal TTAaouiSia) ammd AAa €ién eviEpOKOKKOUL ) 0pyaviouoLG. H avToxn
avTh TTapaTtnEeital cuxvoTepa ota E. faecium kai E. faecalis, aA\G €xel eTtiong Tavtommoin®ei ota E. raffinosus, E.
avium, E. durans xal apketd GAAa €idn evTepOKOKKOL. Ta yovidia vanA kal vanB gival bmmebluva yia 1a DWNAA N

HETEIA eTTITTESA AVTOXNG OTN RAVKOUULKIVN.

H petadoon avOekTIKGOY oTn PAVKOULKIVN evTEPOKOKK®Y (VRE) uttopei va yivel yéow Apeons eMAQAC PE TWUATIKA

LYPA aTTO ACOEVEIC TTOL EXOLY ATTOIKIOTE! ) TTAPOLOIACEI ACIUWEN (TP, TTAPOXETELON TEPALUATOG, OLPA, KOTIPAVA,
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TITOEAQ KAl AAAQ) 1) PE EUPECN ETTAPN PECK TV XEQIOV TWV ETTAYYEAUATIOV LYEIAC ) ATTO HOALOUEVO €EOTTAIOUO

TIEPIBAAYNG ACBEVRV N ETTIPAVEIDV TOL TTEQIBAANOVTOG.

APXIKA, N PEBOSOG eAEyXOL TTOL £PAPUOOTNKE PBacICOTAV Ot KAAIEQYEID, N OTToIA gival XpovoRopa Kal xpeldleTal
YEVIKA aTTO HIQ €G TTEVTE NUEPES YIA VA OAOKANPwOel. O avaAboelgc PCR oe TTpayuaTikd Xpovo éxouv &cifel oT
ATTOTEAOLYV €va E€PYAALIO AVIXVELONG TWV KAIVIKO CLVAPOV YOVISIY TIOL OxeTiCovial PE TNV AvIOoXn OTNn

Bavkopukivn.

3. Apxn Tng Siadikaoiag

To VIASURE Vancomycin resistance Real Time PCR Detection Kit cival oxedlacuévo yia tnv TavTotioinon Kal
Silagpopotioinon Tov DNA armmd avBOekTIKOOG OTN RBAVKOPLKIVN EVTEQOKOKKOLG KAl GAAOLG OPYAVICUOUVG TTOL PECOLY
Ta yovibia avtoxnc oTn BAvkopLkivn vanA kal vanB. MeTd Tnv ammopovwon Tov DNA, n TauTottoinon TNG avtoxng
oTn PAVKOULKIVN ViVETAl PECW TNG EVIOXLONG MIAG CLVTNENUEVNG TIEPIOXNC TWV YOVISIY vanA kal vanB,

XPNOILOTIOIVTAG €ISIKOVG EKKIVNTES KAl EvaV AVIXVELTH ¢BopIloLCAG Cruavong.

To VIASURE Vancomycin resistance Real Time PCR Detection Kit Raciletal otn §pactnpiotnta e€wvouvkiedong 5
NG TMoAvpepdaong DNA. Katd tnv evioxuon 1ou DNA, autd 1o évZLUO SIACTIA TOV AVIXVELTH TTOL CLVSEEETAI [E TN
CLUTTANPGUATIKA aAAnAovLxia DNA, SlaxwpilovTag Tn XPWOoTIKA amooReong atrd TOV AVIXVELTH Ava@oPAg. ALTA N
avTidpacon dnuiovpyEl ALENCN CTO CHUA POOPICUOL TTOL £ival AVAAOYN PE TNV TTOCOTNTA TOL TTPOTLTTOL-CTOXOL. H

HETENON TOL POOPICUOL ALTOL YiveTal oTO BD MAX™ System.

To VIASURE Vancomycin resistance Real Time PCR Detection Kit mepiéxel oe kBe ocwAnvapio OAa Ta amapaitnta
oToIXgia yia TNV avaivon PCR og Tpayuatikd xpovo (edikoi ekkivnTéG/avixveuTég, dNTPS, puBuIoTIKO SidAvua,
TTOALPEPAON) O¢ OTABEPOTTOINUEVN HOP®DN, KABMWG KAl &vav £0WTEQIKO PAPTLEA YIA TNV TTApAKoAoLONoN TNG

Siadikaoiag e€aywyng N/Kal TNG AvacoToANG TNG 5pacTnEIOTNTAG TNC TTOALUEPAONG.

ITOXOG KavaAi Fovidio
rovidia avToxng otn 475/520 vanA
Bavkopukivn
rovidia avToxng otn 585/630 vanB
Bavkopukivn
Eowtepikog papTupag (IC) 530/565 -

Mivakag 10. IT6X0G, KavaAi Kai yovidia.
4. TMapexopeva avridpaoTnpia

To VIASURE Vancomycin resistance Real Time PCR Detection Kit meplhauBavel 1a akoAovBa LAKA Kal

AvTISPaCTAPIa TTOL TTAPATIOEVTAI AVOALTIKG OToV Mivaka 2:

, , , FrPAUU®TOG .
AvTiSpaoTnpio/YAIKO Meprypagpn KOSIKAG MNocotnta
E i ' . DV- .
. . va usllyuo evOU®V IOVIXV&:L)TGOV ‘ 2 GAKOLAES TV
Vancomycin resistance EKKIVNTAV, PLBUICTIKOL SIAALUATOG, AANOLUIVOXAP ,
. . . 12 Sidpavaeyv
reaction tube dNTPs, oTaBePOTTOINTWV KAl E0WTEPIKOL 10 1B SEANVAOIGY
UAPTLPA O& OTABEPOTTOINUEVN LOP®N nvae
AIGALUA YIa TNV AavaoLOTACN TOL ANOLUIVOXA 1 oakovAa T 24
Rehydration Buffer tube haylam ) 1 HIYOxap Siagpavov
OTABEPOTIOINUEVOL TTOOIOVTOG 1011 ,
OWANVAPIWV
Mivakag 11. AvniSpaoTtnipia kal bAika Touv mapéxovral oto VIASURE Vancomycin resistance Real Time PCR Detection Kit pe Ap. Kar. VS-

VAN124 (444202).
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5. AvmniSpaoTtipla Kai eEOTTAICHOG TTOL TTAPEXOVTAIl ATTd TOV XPROTN

ITNV akOAoOLON AoTa TEPINAUPAVOVTAI TA LAIKA KAl O €EOTTAICHOC TTOL ATTAITOLVTAI YIA TN XPAON, AAANG Sev

mepIAapupavovtal oto VIASURE Vancomycin resistance Real Time PCR Detection Kit.

e 'Opyavo PCR oe mpayuaTikd xpovo: BD MAX™ System.
e BD MAX™ EXK™ TNA-2 (Ava: 442825 1) 442826).

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

e ITPOPRINOG.

e MikpommméTTeg (akpipeia petagd 2 kar 1000 pL).

e Negpd XWPIG VOLKAEAOEC.

e AKpQ QiATpOUL.

e [avTIa piag xpHong xwpig Tovdpa.

6. ILVONKES HETAPOPAG KAl AToOnKeLONS

e Ta KIT YTTOPOULY VA ATTOOTAAOLY KAl VA ATTOBNKELTOLY T BePUOKPATIEG 2-40°C £C TNV NUepoUNVia AMENG N
oTToia SNAMVETAI OTNYV ETIKETA.
e MeTd TO Avolypa TWV ONKWV  AAOLUIVIOL TIOL TTEQIEXOLY TOLG OCWANVEG AVTISPAONG PTTOPOLY VA

XPNOIUOTTIOINBOLY YIA £WG KAl 28 NUEPEGS.
7. Mpo@uAAEIS yia TOLG XPNOTES

e To TIPOIOV TTPOOPIZETAI YIA XPNON UOVO ATTO ETTAYYEAUATIEG, OTTWG ETTAYYEAUATIES KAl TEXVIKOLS £0YACTNEIOL N
VOO NAELTIKOV I5QVUATOG Ol OTTOIOI £XOLV EKTTAISELTE O€ UOPIAKES BIOAOYIKES TEXVIKEG.

e [a SlayvwoTIKoLS OKOTIOVG in Vitro.

e MnV XPNOCIUOTIOIEITE ANYHEVA AVTISPACTAPIA /KAl LAIKA.

e MnV XONOIUOTTOIEITE TO KIT €AV £XEI AVOIXTEI N ETIKETA TTOL CPEAYIEl TO EEWTEPIKO KOLTI.

e MnV XxpNOIUOTTOIEITE TA AVTISEPACTAPIA €AV TO TIPOCTATELTIKO KOULTI £ival AvOIXTO ) GTIACUEVO KATA TNV APIEN.

e MnV XxoNOIUOTTOIEITE TA AVTISEPACTAPIA €AV Ol TIDOCTATELTIKEG ONKEG EiVAl AVOIXTEG ) OTTACUEVES KATA TNV APIEN.

e MnV XPNOIUOTIOIEITE AVTISPAOTHPIA €AV Sev LTTAPXEI TO ATTOENEAVTIKO ) AV Eival OTIACUEVO PECT OTIC BrKeg
TV AVTISPACTNEIWV.

e Mnv agaipeite TO ATTOENEAVTIKO ATTO TIG ONKEG AVTISOACTNPIWY.

o KAEiOTE QUECHC TA TTPOCTATELTIKA CAKOLAGKIA TWV AVTISPACTNPEIWY UE TO PEPUOLAP TPEAYIONG WETA ATTO
KABe xpNnon. AQaipéoTe TOXOV TTAEOVALOVTA AEPA ATTO TA OAKOLAGKIA TTPIV ATTd TN OPEAYIoN.

e MnV XPNOIUOTIOIEITE AVTISEACTAPIA €AV TO AAOLUIVOXTPTO EXEl AVOIXTEI 1) £XEl LTTOOTE {NMIAL.

e MnVv avauiyvieTe avTISpacThpIa ATTo SIAPOPETIKA CAKOLAAKIA /KAl KIT /KAl TTAPTISES.

e [lpooTaTeboTe TG AVTISPACTAPIA ATTO TNV LYPACia. H TTapaTteTauévn EKBeon o€ LYPACIA UTTOPE Va TTNPEEATE
TNV amddo0on TOL TTPOIOVTOG.

e AIQTNPENOTE TA OTOIXEIA PAKPIA ATTO TO PWG.

o JETIEQIMTTAOEIS KATA TIG OTT0ieG Sle€dyovTtal GAAA TeoT PCR oTny iS1a YEVIKH TTEQIOXT TOL EQYACTNPEIOL, TTPETTEI VA
eiote 1610iTEPA TTPOOCEKTIKOI wWoTe va e€acpalioete 011 TO VIASURE Vancomycin resistance Real Time PCR
Detection Kit, To kBD MAX™ ExK™ TNA-2 extraction kit, Toxdv mpooBeta avispaoTrpid TToL ammaitovvTal YIa

TOV €AeyXo Kal To BD MAX™ System &ev €xoLv POALVOE. AToQLYETE TTACN Buoia TN PoAvvon Twv
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avriSpacTtnpiwy amd pikpopia kal pipovouvkAedon (RNase)/seofupipovouvkiedon (DNase). TuvioTdral n xonon
oTeipYV  AKPWV TITTETTAC  Wiag xpnong Xwpic pipovoukiedaon (RNase)/Seoupipovouvkiedon (DNase),
AVOEKTIKOV Ot AgPOlOA 1 BETIKAG PETATOTTIIONG. XPNOIUOTIOINCTE VEO GKPO Yia KABe Seiyua. @a mpérel va
OAAGLETE YAVTIA TTPIV ATTO TO XEIPIOUO TGV AVTISPACTNPIWY KAl TV SOXEIWDV.

e [ia TNV AmmoguLyrn POALYONG TOL TEPIBAANOVTOG ATTO AUTTAIKOVIA, PNV ATToOoLVAPPOAOYNOETE TO Soxeio BD
MAX™ PCR Cartridge pera mn xpnon. O1 §akTuAiol oteyavoTtroinong Tou doxeiov BD MAX™ PCR Cartridge
EXOLV OXESIAOTEI YIa TNV ATTOPLYH TNG UOALVONG.

o 1xeSIAOTE PIa HOVOSOOUN PON EpYATI®Y. @a TTPETTEl va EeKIVA ATTO TNV TTEPIOXN £€AYWYNAG KAl va cLvexilel OTnV
TIEPIOXN EVIOXLONG KAl AVIXVELONG. MNV ETTICTPEPETE SeiyUaTa, EEOTTAICUO KAl AvTISOPACTAPIA OTNV TIEQIOXN OTNV
oTT0Ia TTIPAYUATOTTOINONKE TO TIOONYOLUEVO PAUA.

e AKOAOULONOTE TIC KAAEC TTOCKTIKEG EQYAOTNPEIOL. POPETCTE TTOOCTATELTIKA POLXA, XONCIUOTIOINCTE YAVTIA Yiag
XPNoNGg, YOQAIG Kal yAoKA. MNV TPWTE, TTIVETE, KATTVIZETE ) XONOIUOTTOIEITE KAAALVTIKA TTPOIOVTA OTNV TTEPIOXN
epyaoiac. NMADLVETE TA xEPIA CAG PETA TNV OAOKANOWON TOL TECT.

o Ta Sciypata TEETTEl VA AVTIMETATTICOVTAl G SLVNTIKA POALCUATIKA /KAl BIOAOYIKWG ETTIKIVELVA LAIKA, OTTWS
€MONG KAl OAQ TA AVTISPACTAPIA KAl TA LAIKA TTOL £XOLV EKTEOE OTA SeiyUaATA KAl O XEIPICUOS TOLG TIPETTEN VA
YIVETAI COUPWVA PE TOLG EBVIKOVG KAVOVIOUOLG AoPAAEiag. AAPRETE TIC ATTAPAITNTEG TTPOPLAGEEIS KATA TN
CLANOYN, TN METAPOPA, TNV ATTOBNKELON, TOV XEIPICUO KAl TNV ATTOPPIPN TV SEIYUATWOYV.

o O XEIPIOPOS TV SeElyUATOV KAl TV avTISpaoTnpimy TTEETTEl va Yiveral o€ BOAAAUO PBIOAOYIKNG ATPAAEIAC.
Xpnoiuotoieite personal protective equipment (PPE) Tov cLvabdel pe TIG TOEXOLOES KATELOLVTHPIEG OdNYIEC,
yla TOV XEIPIOPO TV SLVNTIKA HUOALOUATIKGV SEYUAT®WY. H 81a0eon TV ATTOPAATOY TIEETTEl va YiveTal
OLOUPWVA PE TOLG ICXLOVTEG TOTTIKOLG KA TIEPIPEPEIAKOVS KAVOVICUOULG.

e JLVIOTATAI N TAKTIKA ATTOADUAVON TOL CLVABWGS XPNTIUOTIOIOVUEVOL EEOTTAICUOV, EISIKA OTIC PIKQOTTITTETTEG KAl
TIG £MIPAVEIES EpYyATiag.

e I0UQva pe Tov Kavoviouod (EK) Ap. 1907/2006 (REACH), Sev amairobvtal SEATIA S£50UEVYV ACPAAEIAG
(Safety Data Sheets) yia 1a kit “VIASURE Real Time PCR Detection Kits”, A\oyw TnG Ta8ivOUNCNG TOLS WS [N
EMKIVOLVWV YIa TNV vyeia kal 7o TEPIBAANOYV, £pOOOV &ev TIEQIEXOLY OULOIEC N/Kal Welypata TTOL va
QVTATTOKPIVOVTAI OTA KPITHPIA TAZVOUNONG OLOIRYV WG ETKIVOLV®Y, OTTWG ALTA TTAPOLOIAlOVTAl CTOV
Kavovioud (EK) Ap. 1272/2008 (CLP), 1} ol 0LCIEC/TA PElYUATA SEV TTEQIEXOVTAI O€ CLUYKEVTOROEIG LYNAOTEQES
atd TNV TIUA TTOL KABOPIZETAI OTOV TTPOAVAPEPBEVTA KAVOVIOUO YIa TN SAAWGCN TOLG.

o AvaTpé€te OTO eyxelpiblo xpnoTn Touv BD MAX™ System yia TTpOCOETEC TTPOEISOTTOINCEIG, TTPOPULAGEEIC KAl

Siadikaoieg.

8. Aiadikacia Tov TEoT

8.1. ILAAOYNR, HETAPOPA KAl amoOnKeLon SEIYHATV

To VIASURE Vancomycin resistance Real Time PCR Detection Kit €xel SokiuaoTei o€ TepImmPKTIKA /kal opBIka
ETMXOIoOUATA, TA OTTOIA TOTTOBETOLVTAI APECWS OE PECO PETAPOPAG ESwab™ (cOoTnua CLANOYNAG KAl HETAPOPAG
mouv Racilerar oe liquid Amies) (Copan, ItaAia). To VIASURE Vancomycin resistance Real Time PCR Detection Kit

Exel €TmioNng SOKIMACTE O€ evalPENUATA aTtoikiav. Or SIapoPETIKOi TOTTOI SEIYUATOY Ba TTPETTEl VA £TTIKLEPWOOLY ATTO

TOV XPNOoTN.

Ta Seilypata CLAAOYNG, ATTOBNAKELONG KAl PETAPOPAC TPETTEl VA SIATNEOLVTAI COPUPWVA UE TIC CLVONKES TTOL

ETTIKLPWVOVTAI ATTO TOV XPNOTN. LUVOAIKA, TA TTEPITTOWKTIKA /KAl OPBIKA ETTIXQICUATA TTPETTEl VO CLAAEYOVTAI KAl VA

22



[U-444202engr0621 revo0

emonuaivovtal KataAAnAa o€ kaBapd LAKO peTagopdag ESwab™ kar va vmmopalovial oe emeepyacia To
OLVTOUOTEPO dLVATO WOTE va SIACPANICTE N TTOIOTNTA TOL TeOT. Ta Seiyyata TEETTEl VA PETAPEQOVTAl OF
Bepuokpacieg amod 2 g 8°C yia £W¢C KAl 24 WPEEG, COUPWVA PE TOLG TOTTIKOVLG KAl €BVIKOLG KAVOVIOUOOGS YIA TN
HETAPOPA TTABOYOVOL LAIKOVL. Ta YAKPOTTPOBEoUN WETAPOPA (TTEQICCOTEQEG ATTO 24 WEEG), TTPOTEIVOLUE TNV
ammooTON| o¢ Bepuokpaaia <-20°C 1) xapnAotepn. MpoTeivetal N xpnon VE®V SelyudAT®Y yia TO TeoT. Ta Seiypata
MTTOPOLY VA LAAXBOULY OToLG 25°C vIa £€WC KAl 24 WPEG, OTOLG 2 £wg 8°C vyia €wg Kal 144 peg (6 NUEPES),
KaTEWLyPEva OToLG -20°C yia €wg kal 192 wpeg (8 nuépeg) f 16avikd otoug -70°C yia cuvihpnon. Ol
ETTAVAAQUPBAVOUEVOI KOKAOI POENG-ATTOWLENG TTPETTEI VA ATTOPELYOVTAI TIPOKEIPEVOL VA ATTOPELXOE N LTTOPABUICN

TOL SEiYUATOG KAl TV VOLKAEIKWV 0EEWV.

Ta Seiypuata KOTTPAV®VY TTRETTEl VA CLAAEYOVTAI, VA PETAPEOOVTAI KAl VA PLAACTOVTAl COUPOVA LE TIC KATAANNAES
KATELOLVTAPIEG 08NYiEC TOL £pyaoTnEioL. MNa AeTITOPEPEIEC avaTpégete oTnv odnyia CDC (Specimen collection

guidelines. lotooehiba https://www.cdc.gov/urdo/downloads/SpecCollectionGuidelines.pdf) kai oT1o 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-€94).
8.2. Mpocrolyacia Seiyparog kai e€aywyn DNA

EKTEAECTE TNV TTOOETOIMACIA TOL SEIYUATOG CUUPWVA PE TIC CLOTACEIC OTIG 08NYieg XPNONG TOL KIT EEAYWYNG TTOL
xpnoiyotoigita, BD  MAX™  ExK™ TNA-2. InueiooTe OTI opiouéva GAAa  Seilyparta pmopei va  amaimovyv

poetTeCepyaaoia. MEémel va avamroxBoLy Kal va emKLPWOOoLY amod Tov XPNOoTN ol SIASIKACIEG TTPOETOIACIAG

€€AYWYNG YIA CLYKEKPIPEVEG EPAPPOYEC.

1. Copan ESwab™: Xopnynote pe mmmerta 200 yL tou Seiypatog ESwab™ oeg BD MAX™ ExK™ TNA-2 Sample
Buffer Tube kal kAgioTe Tov cwARva pe Topa Slappdyuatog. EEacpalioTe Ty TANpN avauién otpofiAidoviag
1O Selyua og LYPNAN TaxLTNTA yia 1 AeTTTO. MNpoxwpEnoTe oTn diadikacia BD MAX™ System Operation.

2. ATOIKieG: LLAAEETE SVO aTolkieg amd TO LAIKO TNG KAANEQYEIAS KAl evaiEnoTe TIC o¢ 500 pL vepd xwpig
VOULKAEATEG. AIAOPANOTE TNV TTANEN avauiEn otpofIAilovtag 1o Seiyua. MNpocBéoTe 10 YL TOL EVAIENUATOS
o€ BD MAX™ ExK™ TNA-2 Sample Buffer Tube kal kKA€ioTe TOV CWANVA Pe TTAOUA SiappdyuaTtog. EEao@alioTe
TNV TTAAEN avauign otpoRiAiCovtag 1o Seiypua oe LYPNAR TaXLTNTA Yid 1 AeTTTO. MNpoxwpenoTe oTn diadikacia BD
MAX™ System Operation.

8.3. MNpwTtdékoAAo PCR

INUEION: AvaTpEETe OTO EYXEIPISIO XPNOTN TOL BD MAX™ System yia avAALTIKEG 0&Nnyieg.

8.3.1. Anuiovpyia mpoypapuarog 1eor PCR yia 10 VIASURE Vancomycin
resistance Real Time PCR Detection Kit
Inueion: Av éxete NéN dnuiovpynoel To TeoT yia To VIASURE Vancomycin resistance Real Time PCR Detection Kit,
UTTOPEITE VA TTapaAciyeTe TO Pripa 8.3.1 kal va petapeite amevBeiag oto PAua 8.3.2.
1) ITnv 0Bdvn “Run” (EktéAeon) Tovb BD MAX™ System, emAEETE TNV KapTEAQ “Test Editor” (Eme€epyaoia 1eoT).

2) Kdavre KAk oTo kovuTtt “Create” (Anuiovpyia).
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3)

5)

7)

8)

9)

ITNV KapTéha “Basic Information” (Baoikéc MANpo@opieg), eviog Tou Tapabuvpou “Test Name” (Ovoua

TEOT), 6OTE £va Oovoua oTo TeoT: SnA. VIASURE Vancomycin resistance.
ITO avamTtuoooOuevo PevoL “Extraction Type” (ToTTog e€aywyng), emAEETe “EXK TNA-2".
YTO AVATITLOCOUEVO PevoL “Master Mix Format” (Mopgr| kbpiag avapeigng), emAeEte “Type 5”7 (TOTTOG 5).

a. Inueion: To Tpoidv PmmopsE va xpnolgotoin®si oe cuvéLACUO Pe TTPOoBeTo TeoT VIASURE yia BD MAX™
Kal oTn ouvéxela va emAégete “Dual Master Mix Concentrated Lyophilized MM with Rehydration Buffer (Type
5)" (ZOUTTOKV@HEVO ALOPIAOTIOINUEVO MM SITTANG KOPIAG AVAUEIENG YE PLBUIOTIKO SIAALPA emavLusATWONG

(ToTrog 5)).

ITnVv Teploxn “Sample extraction parameters” (Mapduetporl e€aywyng deiyuatog), emAéETe “User defined”

(KaBoplopdg amd Tov xpNoTn) Kal TTPOCAPUOCTE TOV OYKO ToL SeiyuaTos o€ 500 plL.

ITnv meploxn “Ct Calculation” (YmmoAoyiouog Ct), emAe€te “Call Ct at Threshold Crossing” (KAnon Ct katd

TNV LTTEPPRACN KATWPAIOL).

Edv xpnoluoTroleite TNV ékdoon AoyIouikob 5.00 1 peTayeveéoTepn, €MAEETE Ta akOAovBa oTo “Custom

Barcodes” (MpocapuUOCUEVOl YOAUUGWTOI KASIKES):

a. “Snap-In 2 Barcode” (MoauuwTog KWSIKAg BEéong mpoodptnong 2): 1B (apopd 1o owAnvapio

avTiépaong avroxng atn Bavkouukivn).

b. “Snap-In 3 Barcode"” (Tpauuwtog KWdikag Biéong mpoodptnong 3): 11 (apopd 1o cwAnvAapIo
Rehydration Buffer tube)

c. “Snap-in 4 Barcode" (MpaUU®TOC KOSIKAC Béong mpoodpTtnong 4): éva AAo cwAnvapio
avtiépaong VIASURE (S10popeTIKO AAOLUIVOXAPTO) av emMAEEeTe TN pop®n “Dual Master Mix
Concentrated  Lyophilized MM with Rehydration Buffer (Type 5)" (IOUTTOKVGOUEVO
ALO®INOTTOINUEVO MM SITTAAC KOPIAG AVAUEIENS PE PLBUIOTIKO SIALUA emavudaTwong (ToTTog 5))
(Evotnta 8.3.1).

TNV KapTéAa “PCR settings” (PuBuiceic PCR), eicaydyete TIC akdAoLBec TTapauétpouds: “Channel Settings”
(PuBuiceig kavaAio), “Gains” (Avgnoeig) kal “Threshold” (Katwehio) (Mivakag 3).

a. Inueiwon: To TTPoidV putropEl va xpnaoiuyotroindel oe cLVSLACUO e TTPOCOeTO TeoT VIASURE yia BD
MAX™. O1 "PCR Settings” (PuBuiceigc PCR) kai ta “Test Steps” (Bhuata TteoT) Ba mpéme va
OAOKANP@BOLYV YIa TN @&éon TTPOcAPTNONG 2 (TTPACIVO) KAl TN ©E0on TTPOCAPTNONG 4 (UTTAE).

Channel Alias Gain Threshold Ct Min Ct Max

(Kavahi) (Wevdmvupuo) (AbEnon) (KarpAio) | (EAaxioto Ct) | (MéyioTo Ct)
475/520 (FAM) vanA 50 200 0 40
530/565 (HEX) IC 80 200 0 40
585/630 (ROX) vanB 50 300 0 40
630/665 (Cy5) - 0 0 0 0
680/715 (Cy5.5) - 0 0 0 0

Mivakag 12. PCR settings (PvBpioeig PCR).

Inueicdon: ILVICTATAI VA OPICETE TIG EAAXIOTEG TIHEG KATGWPAIOL TTOL AVAPEPOVTAl TTAPATIAVE YId KAOE KAVAAI @G onpeio ekkivnong, aAAd ol

TeAIKEG pLOHICEIG TTPéTTEl va kaBopidovTal amo Tov TEAIKO XPNOTN KATd TNV EPUNVEIQ TV ATTOTEAECHATWYV, TIPOKEIPEVOL va SIaCPaANIoTE OTI Ta

KATO@PAIA EUTTITITOLY EVTOG TNG EKOETIKNG PAONG TWV KAUTILAGV (pOOPICHOL Kal AV amo omolodnmore onua vmofadpov. H Tiun

KaTPAioL pITopsi va Siapépel yia S1apopeTika opyava AOY® TV SIAPOPETIKOV EVIATELWY CHUATOG.
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10) ITnv kapTéla “PCR settings” (PuBuiceic PCR), eicaydyete emiong TIC akOAOLOES TTapauéTpoug “Spectral

Cross Talk” (daopuaTikr cuvakpodaon) (Mivakag 4).

False Receiving Channel (Eo@paAuévo kavaAl bIToS0xXNG)
Channel
(Kavé) 475/520 530/565 585/630 630/665 680/715
475/520 - 0,0 0.0 0,0 0,0
Excitation 530/565 0,0 - 0.0 0,0 0,0
Channel
(KavéAi 585/630 0,0 0.0 - 0,0 0,0
Sityepong) | 630/665 0,0 0,0 0.0 - 0.0
680/715 0,0 0.0 0,0 0,0 -

Mivakag 13. Napauerpol spectral cross-talk (pacpatikng ocvvakpoaong).

11) ITnv KapTEAa “Test Steps” (Bruata 1e0T), eloaydyeTe To TTPWTOKOANO PCR (Mivakag 5).

Step Name Profile Type | Cycles | Time (s) | Temperature Detect
(Ovoua BAparog) (Tomrog (KokAol) | (Xpovol | (@eppokpacia) | (Avixvevon)
TPOPIA) (6.))
Initial denaturation KpaTtnon -
(ApXIKN 1 120 98°C
UETOLOION)
Denaturation and 10 95°C -

Annealing/Extension
(Data collection)

(MeTovaicon kal > 45
QVvOTITNON/ETTEKTAOoN Otprokpacia o8 0°C Y
(XuAoyn
Sedouivav))

Mivakag 14. NpwTtdkoAANo PCR.

12) KavTe KAk oTo KoupuTtr “Save Test" (ATmoBrkevon TeoT).

8.3.2. POOuION pagicdv BD MAX™

1)

2)

3)

MNa kABe Seiypa TMPog EAeyxo, apalipéoTe éva Unitized Reagent Strip amd 10 BD MAX™ ExK™ TNA-2 kit.
XTOTTNOTE ATTAAG KABE AWPISA T€ pIa OKANEN MpAavelid yia va RepainBeite OTI OAa Ta LYPS PpicKovVTal OTO
KATW PEPOGC TWV CWANVY KAl TOTTOBETACTE TIC OTA PAPIA SelyuATwY TOL BD MAX™ System.
AQQIPECTE TOV  ATTAITOLPEVO  aPIBUO CWAAVGV  e€aywyng BD MAX™ ExK™ TNA (B4) (Aevko
AAOLUIVOXAPTO) ATTO TO TIPOOTATELTIKO OCAKOLAGKIL. MPOCAPTACTE TOLG CWAAVEG €CAYWYNS (AeLKO
AAOLUIVOXAPTO) OTIC AVTIOTOIXEC BETelc oTn Awpidba TNA (@éon TMpoodpTnong 1, KWAIKOTTOINGN AELKOL
XPOUATOG OTO PAPI. AvaTpé€Tte TNV EIKOVA 1). AQaIpEéoTe ToV TTAEOVALOVTA Q€A KAl KAEIOTE TO TAKOLAJKI
UE PEPUOLAP CPPAYIONG.
MNooodiopioTe Kal SIAXwWEIoTE Tov KATAAANAO apiBud amd ocwAnvdpia avTidpaonc avroxng orn
Bavkopuukivn (aAovuivoxapTto 1B) kal TTpoocaETNOTE TA OTIC AVTIOTOIXEG BEceic oTn Awpida (©ion
TTPOCAPTNONG 2, KKOSIKOTIOINGN TIPACIVOL XPWUATOG OTO pA®l. AvaTtpéfte otny Eikdva 1).

a. Aq@aipéoTe Tov TTAeovalovia aépa Kal KAEIOTE TA AAOLUIVEVIO CAKOLAJKIA HE TO QEQUOLAP

oppayiong.
b. Ta 1n defaywyn TNG CWOTAG emavudatwong, PeRaiwBeite OTI TO ALOPIAOTIOINUEVO TTPOIOV

BpiokeTal OTO KATW PEPOG TOL CWANVA Kal &ev €ival TIPOCKOANUEVO OTNV ETTAVA TIEQIOXN TOL
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4)

OCWAAVA N OTN OPPEAYICN TOL AAOLUIVOXAPETOL. XTOTIAOTE ATTAAA KABE CWANVAPIO OE HId OKANEN
EMPAVEID YIa va PePaidBeite OTI OAO TO TTPOIOV PPICKETAI OTOV TTLOPEVA TOL CWANVAPIOL.
i. Inueioon: Av emAé€ete TN popen “Dual Master Mix Concentrated Lyophilized MM with
Rehydration Buffer (Type 5)" (LLUTTOKVGUEVO AvO@INOTTOINHEVO MM SITTANG KLPIAG
AVAUEIENS YE PLBUIOTIKO SIAALPA eTavLSATWoNS (ToTTog 5)) (EvoTnTa 8.3.1), MPoTdloPIoTE
Kal SlaxwpeioTe Tov KATAANAO aplBud TpooBetwy owAnvey VIASURE reaction tubes
(810QOPETIKO  AAOLUIVOXAPTO) KAl TTPOCAPTAOTE OTIC AVTIOTOIXEG ©icec oTn AwpPida
(©¢on TPooAPTNONG 4, KWSIKOTIOINCN UTTAE XPWUATOS OTO PAPIl. AvaTtpéfte oTnv Eikova
1). ApaipéoTe Tov TTAeovalovTa aépa KAl KAEIOTE TA QAOLUIVEVIO OAKOLAGKIA HE TO
PEPHOLAP TPPAYIONG.
AQQIPECTE TOV ATTAITOLUEVO ApPIBUO owAvewyv Rehydration Buffer tubes (alovuivoxapto 11) kai
TTPOCAPTACTE OTIC AVTIOTOIXEG BEoEIC OoTn Awpida (@éon TMpoodpTNoNg 3, KWSIKOTTOINON XWPIC Xphua
oTO PA®I. AvaTpé€te otnv Ekova 1). ApaipéoTe Tov TTAovAZoVTA Q€A KAl KAEIOTE TO COKOLAJKI e
PEPHOLAP TPPAYIONG.
a. Ta va e€aocpalioTel N owWOoTH PeTapopd, Repaindeite OTI TO LYPO PPICKETAI OTO KATW PELOC TOL
oWAAVA Kal Sev gival TTPOOKOANUEVO OTNV ETTAVE TIEQIOXN TOL CWANVA N OTN oPEAYICN TOL
AAOLUIVOXAPTOL. XTLTTACTE ATTAAA KABE OWANVAPIO O€ UIa OKANEN EMPAVEID YIa va PeRaiwbeite

OTI OAO TO PLOYICTIKO SIAALUA PPICKETAI OTOV TTLOUEVA TOL CWANVAPIOL.

Eikova 1. BD MAX™ TNA Reagent Strip (TNA) amré To BD MAX™ ExK TNA-2 kit.

Ae€apevn
MEOCAPTOUEVOl GOARVES amopAnTY

AKOQ TITTETTAG

IR T T T

#1 #2 #3  #4

TWANVAG
TiSpaong
DOAIPETIKOE)

TWARvVag
amoobveeong/
amodéopevong

Ele)

PLBUIOTIKE
) Siahopa mAOgng|
LoAnvag ellello]|lo
egaywyng

PuBuIoTIKO &idhopa (A NN
TWAAvVag EKTTALONG
avTiépaong #1 #2 #3 #4

Poeuloan:) Siahvpa PLBUICTIKO SIAALUA
emavudaTwong €EOLSETEPWONG

8.3.3. POOuIoN opyavwv BD MAX™

1)

2)

3)

EmAE€Te TNV KaPTEAD “Work List” (AioTa epyaciag) otnv 08dvn “Run” (EkTéAeon) oTo AOYIoUIKO BD MAX™
System ék6. 4.50A ) peTayevéoTepnc.

ITO avamruooopevo pevoy “Test” (Teot), emAé€te VIASURE Vancomycin resistance (av &ev  éxel
SnuiovpynBei 16N, avaTeéEte oTny evoTnTa 8.3.1).

EmAECTE TOV KATAAANAO apiBud TTapTibag KT (Bpioketal oTo €€WTEPIKO KOULTI TOL KIT €€AYWYNG TIOL

XPNOoIJoTIolEITal) aTrd TO AVATITUCCOPEVO HEVOL (TTOOAIPETIKA).
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9.

4) Eicaydyete Tov apiBud avayvopiong tou Sample Buffer Tube oto mapdBupo “Sample Tube” (CwARvKY
Seiypatog) 1ng “Work List” (AioTa gpyaciag), €ite ye oApwOn TOL YPAUPWTOL KWEIKA UE TOV CAPWTA UE
XEIPOKIVNTN KATAXwEIoN.

5)  IOUTTANPGOTE TO TTAPABLPO SEiyUATOS/TALTOTNTAG ACBevoLS n/kal éviaéng tTng “Work List” (AioTa
epyaciag) kar Kavte KAK oTo KoLt "Save" (ATToBrkevon). TLVEXIOTE £ OTOL KATAXWPEICTOLY OAd TA
Sample Buffer Tubes. BeBaiwBeite o1 TO Seiypa/n TavtdTNTa AcBevoLg kal Ta Sample Buffer Tube éxouv
aAvTIoTOIXIOTEl hE akpifela.

6) TommoBeTNOTE TO TTPOETOIUATUEVO Sample Buffer Tube oTo(a) BD MAX™ Rack(s).

7) TomoBetnoTe To(a) pdpi(a) oto BD MAX™ System (To pdgpl A TOTTOBETEITAI TNV APICTEPN TTAeLPA TOL BD
MAX™ System kail To pa®i B otn 6e€1d TAcLPA).

8) TomoBeTNOTE TOV ATTAITOLUEVO APIBUO Soxeidy BD MAX™ PCR Cartridges oto BD MAX™ System.

9) KAeioTe T BVPA TOL BD MAX™ System.

10) KdvTe KAk oTnyv emAoyr “Start Run” (Evapén ektéAeong) yia va Eekivaoel n SIadikacia.

8.3.4.'EkBeon BD MAX™

1)  ITO KUOPIO PEVODL, KAVTE KAIK OTO KOLUTT “Results” (ATmoTteAéouaTal).

2)  Kdavte SITTAO KAIK OTNV eKTEAEON OTN AiOTA ) TTATAOTE TO KOLUTT “View” (MpPoBoAn).

3) Kavte KAk oTnv emAoyn “Print” (ExTOTICON) Kl emmAEETE: “Run Details, Test Details and Plot..." (AemTopépeleg
EKTEAEONG, AETTTOUEPEIEG TEDT KAI AKOAOLBIA...)

4) Kavte KAk oTo kouuti “Print or Export” (Ektomwon ) E€aywyr) otnv 08ovn “Run Reports” (EkTéAeon

EKOECEWV)

Eppnveia amoteAeouaTV

Na AETITOUEQN TIEQIYPAPH) TOL TEOTTOL AVAALONG SeSOUEVQY, AVATPEETE OTO eyxelpiblo XpnoTn Tov BD MAX™

System.

H availuon 1oV §e50uévmy Yiveral ammd To AoYIoUIKO BD MAX™ cOU@@vA e TIG 08nYieC TOL KATAOKELAOTH. To
AOYIOpIKO BD MAX™ avapépel TIpEG Ct kal KauTTOAEG evioxuong yia KABe KAVAN QVIXVELTH) KABE SeiydaTog TTOL

EAEYXETAI LE TOV AKOAOLOO TPOTTO:

- H miur) Ct 0 ummodeikvdEl OTI §ev LTTOAOYIOTNKE TIUA Ct ATTO TO AOYICUIKO LE TO KABOPIOUEVO KATWOAIO (BA. Mivaka 3).

H KauTTOAN evioxuong ToL beiyuaTog TToL euPavilel TNV TR Ct "0" TEéTTel va eAeyxBei xelpokivnTa.
- HmigR Ct -1 vmmobeikvbel 0T Sev Exel TTpoaypaToTToinBei Siadikaaoia evioxuong.

- OntoiadnmoTe AAAN Tiun Ct TTEETTEl VA PUNVELETAI € CLOXETIOUO HE TNV KAPTIOAN £vioXLONG KAl COPPWVA UE TIG

odnYieg epuNnveiag SeiypaTog TTou TreplypagovTal oToV Mivaka 6.

EAEYETE TO ONUA €0WTEPIKOL PAPTLPA YIA VA ETAANBELCETE TN CWOTH AETOLPEYIA TOL HEYUATOS EvioXLONG.

EmmAtov, BePaiwBdeite OTI Sev LTTAPXEI £EKBECN TNG ATTOTLXIAG TOL BD MAX™ System.

-Ta amoteAécpaTa Ba Eémel va diapadovTal Kal va avaAbovTal XoNOIPOTTIOIVTAG TOV AKOAOLOO TTivVaKa:
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Fovidio vanA Fovidio vanB Esg:::f:;o: Epunveia
(475/520) (585/630) (530/565)

+ + +/-1 AvixvebTnke DNA yoviSiev vanA kai vanB!

. i /0 AvixvebTnke DNA yoviSiov vanA, Aev aviXvebTnKe
DNA yovisiov vanB1

i . /0 AvixvebTnke DNA yoviSiov vanB, Agv avixvedTNKE
DNA yoviSiov vanA!

- - +2 Agv avixvedbTnke DNA yovidicov vanA kal vanB2

Mn emAvpévo (UNR) amotédeopa mov Aaupaverai
i i 2 mapovoia avacToAéwv oTtnv avrispaon PCR n
otav TPOoKLWEl YEVIKO TPOPANUa (To omoio &ev
avagEperal amod KoSIKO opAAJATog) ue Ta pRuara
eme§epyaoiag n/kai evioxoong Seiyparog.2

Acagéig amotédeopa avalvong (IND). Adyw
IND IND IND amoruxiag Tov BD MAX™ System. To amoréAeopa
™MG avalvong epPavidetar o€ MEPITTOON
amoTLXIAG OPYAVOL TOL OLVSEETAl HE KWSIKO

OPAAUATOG.
ATteNég  amotédeopa  avalvong  (INC). Adoyw
INC INC INC armoruxiag Tob BD MAX™ System. To amotéAeopa

NG avalvong epPavidetar o€ MePITTOON
amoTLXiag TARPOLG EKTEAEONG.

Mivakag 15. Epunveia &siyparog.

+: Mpoékvye evioxvon

-: Aev TpoéKLYE evioxvon

1 'Eva &eiypa Bewpeital BeTikd eav n Tiur Ct mov Aaupavetal eival pikpodTepn amod 40. O e0wTepIKOG papTLPEAG (IC) uTopEEi
va eupavilel ) ox1 éva onua evioxoong. OPIoUEVES POPEG, N avixvevon IC Sev eival aTrapaitnTn, €TTEISN Evag pEYAAOG

APIBUOG AVTIYPAPWY OTOXOL UTTOPREN VA TIPOKAAETEI TIPOTIUNCIAKT EVIOXLON VOLKAEKWY OEEWY TLYKEKPIUEVOL OTOXOU.

2 '‘Eva eiypa Bewpeital apvnTiko, €av 1o beiypa Sev eupavidel onua evioxoong oTo COOTNUA AVIXVELONG, AAAG ©
E0WTEPIKOG PAPTLPAG eival BeTIKOG (Ct pIkpOTEPO aTd 40). Mia avaoToAr TG avTtiSpaong PCR uttopei va aTToKAEIOTE e
TNV &VIOXLON TOL ECWTEPIKOL PAPTLPA. LE TIEQITITOON WN EMALHUEVQV aTroTeAeoudTwy (UNR), amouoia onuaTtog
E0WTEPIKOL PAPTLPA CE APVNTIKO &eiyua, CLVIOTATAl VA EMAVAAARETE TNV AVAALON AKOAOLOWVTAG TIC TTAPAKATW
oényieg.

AIAAIKAZIA EMANAAHMTIKHE ANAAYIHX

Y€ TTEQITITCOON CLVEXWYV APPICNUWY ATTOTEAECUATWY, CLVIOTATAI VA EAEYEETE TIC OdNYieG xpNong Kal Tn Siadikacia
€€AYWYNG TTOL XPNOIUOTIOIEl O XPNOTNG, YIa va emPePaicdoete TNV 0pOr ekTéAeon kdBe Pripatog gPCR kal Twv
QAVTIOTOIX®WV TTAPAUETOWY, KABWG KAl VA €AEYEETE TO OIYUOEISEC OXNUA TNG KAUTTOANG KAl TNV &viaon Tou

@OoPICUOUL.

YHMEIQIH: YTiapxel SIaBE0IUOG apKETOG OYKOG YIA Mid €TAvAANTITIKA avaivon amod 1o Sample Buffer Tube. TNa
TTDOETOIUACUEVOLG CWANvVeG BD MAX™ Sample Buffer Tubes mou @uAdoocovrtal otoug 2-8 °C 1 25°C, n

ETTAVAANTITIKA) avAALoN TTEETTEl VA TTOAYUATOTTOIEITAI EVTOG 24 WPGV.
YHMEIQIH: MTTopoULV va avaAuBouy kal veéa Seiypata padi ye Ta emavainTmikd Seiypara.

Ta amoteAéopaTta Tou TeoT Ba TPETEl va aflohoyouvTtal atmo Evav €MAYYEAUATIA LYEIAG OTO TTAQICIO TOL 1ATPIKOV

IOCTOPIKOL, TV KAIVIKGOV CUUTITOUATWY KAl AAAWY SIAYVWOOTIKGV £EETACEWV.
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10. MNeplopIoHOI TOL TEOT

e Ta amoTeAéopaTa TOL TEOT Ba TIPETE va aAfioAoyoLVTAl ATTO EvaV ETTAYYEAUATIA LYEIAC OTO TTACICIO TOL
IATPIKOL ICTOPIKOV, TGV KAIVIKGOV CUUTITOUATOV KAl ANV SIAYVWOOTIKWV £EETACERDY.

e AV Kal 4LTA N avalvon Pmmopel va xpnoluotoinBel pe AAAOLG TOTTOLG SEIYUATWY, EXEl ETTIKLEWOE e
TIEPITPKTIKA /KAl OPBIKA ETTIXQICUATA TTOL CLAAEYOVTAI XPNOIUOTIOIVTAG TO PECO UETAPOPAS ESwab™, kal
EVAIPNUATA ATTOIKIGV.

e [0 TNV 0POr eKTEAECN TOL TECT, TO ALOPIAOTIOINUEVO TTPOIOV TTPETTEl VA PBPICKETAI OTO KATW UEOOG TOL CWAR VA
Kal va PNV €ival TPOOKOANUEVO OTNY €AV TTEPIOX TOL CWANVA 1 OTN OPEAYICNH TOL AAOLUIVOXAETOL.
XTOTINOTE ATTAAG KABe CWANVAPIO O¢ PIA OKANEN €mpaveia yia va Repaiwdeite 0TI OAO TO TIPOIOV PpiockeTal
OTOV TTLOPEVA TOL TWANVAPIOL.

e H eupdvion ToL piydaTog TNG avTiSpaong o€ OTABEPOTIOINUEVN HOP®N, COLVNABWG OToV TLOPEVA TOL
owAnvapiov, N omoia dlagépel ard TN CLVABN (XWPEIC KWVIKO OXAUA, AVOUOIOYEVAG, MIKPOTEQO/UEYAADTEQO
HEYEDOG /KAl Xpua TTOL SIAPEPE! ATTO TO AELKWTTO), SV TPOTTOTTOIEI TN AEITOLPYIKOTNTA TOL TECT.

s H moidtnTa 1oL TEOT €€apTATAl ATIO TNV TTOIOTNTA TOL SeiypaTog. MEETE va LTTAPXEI VOLKAEKO OEL TTOL EXel
e€axOei cwoTA ATTO TTEPITTEWKTIKG /KAl 0pBOIKA ETTIXQICUATA KAl ATTOIKIES.

e To Te0T QULTO ¢ival TTOIOTIKO, SNAASH bev TTAPEXEI TTOOOTIKEG TIUEG KAl &gV LTTOSEKVLE TOV APIBUO TV
OTTAPXOVTWY HIKPOOPYAVICUV.

e EVOExeTal va evTOTIOTOLY EEQIQETIKA XAUNAG ETTiTTESA OTOXOL, KATW aATO TO OPIO AVIXVELONG, AAAG T
ATTOTEAECUATA eVEEXETAI VA UNV gival SLVATOV va avammapaxBoLv.

o YTApxel mMOaAvVOTNTA YIA WeLSWS OETIKA ATTOTEAECUATA AOYW SIACTALPOVLUEVNG PMOALYVONG ATTO LTTOTITA
Selypata avroxng oTn PAVKOULKIVN TTOL TTEPIEXOLY LWNAEG CLYKEVTPWOEIGC DNA-OTOXOL ) pOALVONG e€AITiAg
TTPOIOVTWY PCR a1md ToonyoLUEvES avTISPACEIG.

o WeLSMS apvNTIKA ATTOTEAECUATA UTTOPEN VA TTOOKLWOLY ATTO SIAPOPOLS TTAPAYOVTES KAl TOLG CLYSLACUOVLS
TOLG, OTTWG:

o AKATAAANAEG UEBOSOI TUANOYNG, HETAPOPAC, ATTOBNKELONG N/KAI XEIPIOUOL TV SEIYUATWYV.

o AKATAAANAeG Siadikaaoies emeepyaciag (ouutepINaUPBavopévng TNG e§aywyns DNA).

o YmopdBuion Tou DNA kaTd TNV ATTOOTOAR, TNV ATTOBNKELON /KAl TNV £TTEEEPYATIA TOL SEIYUATOG.

o MEeTAAGEEIC 1) TTOALUOPPIOUOI OTIG TIEQIOXEG SECUELONG EKKIVNTAV 1N AVIXVELTWV TIOL UTTOPEI va
ETTNEEACOLY TNV AVIXVELON VEDY N AYVAOTWY TTAPAANAY®V TV YOVISiV vanA r/kal vanB.

o  DopETIO AVOEKTIKOV OTN PAVKOULKIVN OQYAVIOU®Y OTO Seiyud, KATW Ao To OpI0 AviXVeELong via TNV
avaivon.

o Mapovacia avactoréwy gPCR 1 AAGV TOTTWY 0LOIWY TTOL SNUICLEYOULY TTAPEUROAEG.

o Mn TRPNON TGOV 08NYIRV XPNONG KAl TNG S1Iadikaciag avaiuong.

e 'Eva apvnrikd onua IC dev ammokAeiel TNV TTapouvoia DNA Tou yovisiou vanA r/kal vanB oe éva KAIVIKO Seiyua.

e 'Eva BeTkO armmoTtédeopa Sev LTTOSEIKVLE KAT AvAyKn TNV TTAPOLCIA PIOCIPWY AVOEKTIKWY OTn PAVKOUULKIVN
MIKOOOPYAVIOU@Y ) OTI O &V AOYW HIKQOOPYAVICUOI €ival JOALOUATIKOI ) ATTOTEAOLY TOLG CITIOAOYIKOVG
TTAPAYOVTEG YIA TA KAIVIKO CLUTITOUATA. QOTOCO, &va OETIKO dATTOTEAECUA LTTOSEKVLE TNV TTAPOLTIA
AAANAOLXIV-OTOXWV AVTOXNG OTN PAVKOULKIVN.

e Ta apvnTika amoTeAéouaTa Sev atmokAgioLy TN HOALYVON ATTO AVOEKTIKOLG OTN RAVKOULKIVN OpYAVIOUOLG KAl
Sev TTPETTEl VA XPNOIUOTIOIOLVTAI WG N PovadikA PAcn yia Tn Beparteia ) yia AAAeG amopdoelg Slaxeipiong

AoOEVQV.
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o Y& TIEQITITAOON EUPAVIONG MN ETMALUEV®DY, ACAPOV M ATEAWY ATTOTEAECUATWV XONOoIuoTTolvTasg To VIASURE
Vancomycin resistance Real Time PCR Detection Kit, ©6a xpeiaote emavaAnyn 1ou Te0T. Mn €mALUEVA
ATTOTEAECUATA PUTTOPE VA OQPEIAOVTAI OTNY TTAPOLCIA AVACTOAEWY OTO Seiypd 1 o AavBaopévn emavudaTwon
AvO@INOTTOINUEVOL CWAAVA JeiypaTog avTidpaong. Edv vmrdpxel PAARN opydvou, Ba TTpokLYoLY ACAPH N

ATENN ATTOTEAECUATA.

11. MoloTIKOG EAEYXOG

To VIASURE Vancomycin resistance Real Time PCR Detection Kit repiéxel ecwTepikd ydptopa (IC) oe kdBe cwAnva

avTiépaong, o oTToiog eTIRERAICVEI TN TWOTH EKTEAECN TNG TEXVIKNG.

12. XapakrnplioTika amdédoong

12.1. KAIvIKn evaioOnoia kai eisIkoTnTa

H kAiviky emiéoon Tou VIASURE Vancomycin resistance Real Time PCR Detection Kit éxel Sokiyaorei

XPNOILUOTTOIVTAG KAIVIKG SeiypaTta (0pBikd emxpiouaTta) amd aoBeveig pe vrrowia Aoiuwéng VRE. Ta amoteAéouata

eixav g eENg:

Kévrpo Tomog &ciyparog Pon epyacicov ITOXOG
Clinical M|.crob|o.|ogy, Centre Fovisio VanA
for Infectious Diseases and
Microbiol Laborat Opbike .
1 icrobiology ~aporatory PEIKO BD MAX™ ExK™™ TNA-2 + BD MAX™ System Foviéio VanB
services, NSW Health ETTiXpIoUa
Pathology, Westmead lovibia VanA +
Hospital (Lisveld, AvoTpahia) VanB

Mivakag 16. Kévipo, TOTTOG SeiyaTog, pon ¢pyacicV Kal OTOXOG.

O1 aANBKOC BETIKEG KAl APVNTIKEG TIMEG, O WELSWG BETIKEC KAl APVNTIKEG TIWEG, N €LAICONCIA KAl N €6IKOTNTA TOL
VIASURE Vancomycin resistance Real Time PCR Detection Kit vmmoloyioTnkav oe oxéon pe KAOE CULYKPITIKN

avaAvon, OTIWG TTAPOLOIAZETAI TTOV AKOAOLOO TTiVAKA:

, LUYKPITIKA \ , .
Kévrpo RENGE ITOXOG TP | TN | FP | FN EvaicOnoia EidikotnTa
VanA 65 | 1511 0 | O | 100% (93%-100%) | 100% (96%-100%)
In-house PCR VRE
100% (87% -
1 (Westmead - VanB 36 [179]1 1] 0 120(7)% 99% (96%-100%))
WMD) °
VanA+VanB| 17 199 0 | 0 10()1%0(%% ~ | 100%(97% -100%)

Mivakag 17. AAnOwg Betikég (TP) kai apvnTikég (TN) Tipég, wevddg Betikég (FP) kai apvnTikég (FN) Tipég, evaiodnoia kai
€181koTnTa ToL VIASURE Vancomycin resistance Real Time PCR Detection Kit.
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Ta amoTeAéouaTa TTapoLOIAlovy PEYAAO RABUO CLPPWVIAC YIa TNV avixvevbon TWV Yovidiov vanA kal vanB pe

xpron tov VIASURE Vancomycin resistance Real Time PCR Detection Kit.

YTTOAOYIOTNKE ETITTAEOV TO TTOCOOTO ATTOTLXIAG EAEYXOUL eTTeEEPYaTiag SelyudaTwyv. O apxXIKOG ApIBUOC YN ETTIALUEVGV
avnidpdoewy (UNR) Atav 3 (Apxikd TocooTtd UNR: 1,39%). O apiBudg 1v UNR petd Tnv emavainyn nrav 0 (TeAikd
mooc0ooTd UNR: 0,00%).

Na TNV aflohdynon TnS CLUPATOTNTAG TOL TTPOCAPHOCUEVOL Yia To BD MAX™ VIASURE Vancomycin resistance
Real Time PCR Detection Kit pe GAAQ SIQQOPETIKA SeiyUATA UNTPAC, EKTEAECTNKE EVACG EAEYXOG eTTAARBeLONG TNG

avixveuong AvOEKTIKGY TN PAVKOULKIVN EVAIDENUATWY ATTOIKIQV EVTEQOKOKKOL.

MEOETOINACTNKAY  SIAPOPETIKA EVAIMPNUATA ATTOKI®V, HECK TEOCONAKNG SVO ATTOIKIV WIAG KABOPICUEVNG
(determinate) kaANépyeiag oe 500 pl vepold XwPEIC VOULKAEAOEG. Ta OTEAEXN TTOL XPENOIWOTIOINBNKAV YIa TN
ouykekplpévn aflohdynon ntav 1a CECT 5253 Enterococcus faecium vanA, CECT 8120 Enterococcus faecalis
vanB, NCTC 12201 Enterococcus faecalis vanA kal NCTC 13632 Enterococcus faecalis vanA. 'Evag oykog 10 pl
ammd KABE EVAIENUA ATTOIKIAC TIPOCTEBNKE ATTELOEIAG OTO CWANVAPIO PLOUICTIKOL SlaALPATOG Seiypatog. To
S1IAYpAUPa PONG TTOL XPNOIUOTIOINBNKE YIA TNV EKTEAECN ALTAG TNG agloAdynong NTav: BD MAX™ ExK™ TNA-2 + BD
MAX™ System.

Ta amoTeAéouaTa oL eEANPOBNCay, £dei€av OTI TA evaiPENUATa atroikiey Ty CECT 5253, NCTC 12220 kai NCTC

13632 NTav BeTIKA OTO YOViSIo vanA Kal To evaipnua amoikiag tov CECT 8120 nrav BeTikd oTo yovidio vanB.

Ta amoteAéopata avtd beixvouv o1 To VIASURE Vancomycin resistance Real Time PCR Detection Kit pmmopsei va

avixveboel CWOTA TA YoVvidia vanA Kal vanB o€ evaidpnuaTa ammoIKIoV.
12.2. EvaioOnoia avalvong

To VIASURE Vancomycin resistance Real Time PCR Detection Kit éxel Oplo avixvevbong = 4 povAadeg oxnUATICUOL
amoiki®v avd avribpaon (CFU/rxn) yia 10 vanA kal = 10 yovAadeg oXNUATIOUOL ATTOKKIV ava avTidpaon

(CFU/rxn) yia 1o vanB (Eikdveg 2 kal 3), Pe BeTIKO TTOCOOTO = 95% O€ TTEPITTOWKTIKA KAl 0PBIKA £TTIXPICUATA.

Eikova 2. Ieipd apai®dong TNG eKTEAEONG TTPOTLTTOL YoVviSiov vanA (3,62%104-3,62 CFU/rxn) oto BD MAX™ System (kavahi 475/520 (FAM)).
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Eikdva 3. Ieipd apaieong Tng ekTéAeong MPOTOTTOL Yovidiov vanB (5,65%104-9,98 CFU/rxn) oto BD MAX™ System (kavaAi 585/630 (ROX)).
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12.3. AvaluTikn e81koTnTa

H ei8IkOTNTA TNG AvAALONG AVTOXNG OTN PBAVKOPLKIVN eMREPAIONKE EeTACOVTAG £va TTAVEN ATTOTEAOLUEVO ATTO
SIAPOPETIKOLG, AVOEKTIKOLG Of  AVTIUIKOORIOKA OPYAVICHOULS KAl SIAQOPETIKOVG  MIKOOOPYAVIOUOLS  TTOL
AVTITTPOCWTTELOLY TA TTIO KOIVA EVTEQIKA TTABOYOVA ) TN XAWEISA TTOL LTTAPXEI OTO EVTEPO. ALV QVIXVELONKE
S1a0TALEOLUEVN AVTISPACTKOTNTA METAEL TV AKOAOLOWY UIKPOOPYAVICU®Y TTOL eEETACTNKAY, Ue £€aipeon Ta

TTAB0oYOVA-OTOXOLG KABE AvAALONG:

'EAeyX0G S100TALPOVUEVNG AVTISPACTIKOTNTAG

OpoTuTtTol adevoiol
1/2/3/4/5/8/15/31/40/41

Enterococcus durans

ATTOpOVWUEVO OTéNEXOG Klebsiella
pneumonia oL TTapdyel TEM-1
(un ESBL), SHV-1 (un ESBL), CTX-M-2
(ESBL) ka1 KPC-2

Aeromonas caviae

Enterococcus casseliflavus Totrou

Listeria monocytogenes

VanC
Aeromonas hydrophila Enterococcus casseliflavus Tommou ) Noooide Gl kai Gl
vrToeibog hydrophila VanC2 POIoG

Arcobacter butzleri Enterococcus faecalis - Proteus vulgaris
ACTPOIOG YovoTuTttou I-VIII Enterococcus faecalis Totrov VanA -/+ Pseudomonas aeruginosa
Bacteroides fragilis Enterococcus faecalis Totrov VanB -/ + PoTaidog A
Blastocystis hominis Enterococcus faecium - Salmonella bongori
Campylobacter coli Enterococcus faecium Tomou VanA +/- Salmonella enteritidis
Campylobacter fetus Enterococcus faecium tomou VanB -/ + Salmonella gallinarum
Campylobacter hyointestinalis Enterococcus gallinarum tomou VanB -/+ Salmonella paratyphi A

kal VanC

Campylobacter jejuni
LTTOEISOG jejuni

Enterococcus gallinarum tommou VanC

Salmonella paratyphi B

Campylobacter lari

Enterococcus gallinarum TomoUL
VanCl

Salmonella pullorum

Campylobacter upsaliensis

Enterococcus hirae

Salmonella typhi

Candida albicans

Evrepoaiyoppayikr Escherichia coli

Salmonella typhimurium

ATTOUOVWUEVO OTEAEXOG
Citrobacter braakii TTou
Tapdyel VIM-1

EvtepoeioPoAikr) Escherichia coli

pXelyle]lel

Citrobacter freundii

EvrepomraBoyovog Escherichia coli

Serratia liquefaciens

ATTOLIOVWUEVO OTEAEXOG
ovumAéypatog Citrobacter
freundii Trov TTapdye KPC-3 kal
VIM-4

Evrepotolyovog Escherichia coli

ATIOUOVWUEVO OTEAEXOG Serratia
marcescens oL Tapayel OXA-48

Clostridium difficile

ATTOUOVWUEVO OTEAEXOG Escherichia
coli Tov mapayel OXA-244

Shigella dysenteriae
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Clostridium difficile 027

ATTopoVUEVO OTéNeXOG Escherichia
coli mov mapdyel TEM-1 (un ESBL) kai
IMP-1

Shigella flexneri

Clostridium perfringens

Giardia intestinalis

Staphylococcus aureus LTTOEISOC
aureus

Cryptosporidium
parvum/hominis

Helicobacter cinaedi

AVOEKTIKOG OTN PEBIKIANIVN
Staphylococcus aureus (mecC)

Dientamoeba fragilis

Helicobacter heilmannii

AVOEKTIKO OTN PEBIKIANIVN OTEAEXOG
Staphylococcus aureus (MRSA)
N315

Entamoeba dispar

Helicobacter hepaticus

AVOEKTIKO OTN PEBIKIANIVN
Staphylococcus aureus (MRSA)
ST398

Entamoeba histolytica

Helicobacter pylori

AVOEKTIKO OTN PEBIKIANIVN OTEAEXOG
Staphylococcus aureus (MRSA)
(oxaR, PVL-B¢eTKO, spd type t310)

ATTOUOVWUEVO OTENEXOG
Enterobacter cloacae 1ou
Tapdayel SHV-12 (ESBL), CTX-M-
9 (ESBL) ka1 OXA-48

AVOEKTIKO OTNV KAAPIBPOPLKIVN
Helicobacter pylori (23S rDNA
A2146G)

Vibrio parahaemolyticus

ATTOLOVWUEVO OTEAEXOG
Enterobacter cloacae 1mouv
mapdayel TEM-1 (un ESBL), SHV-
12 (ESBL), CTX-M-15 (ESBL) kai
NDM-1

AVOEKTIKO OTNV KAAPIBPOPLKIVN
Helicobacter pylori (23S rDNA
A2147G)

Yersinia enterocolitica O:3

ATTOUOVWUEVO OTEAEXOG
OULUTAEYUATOG Enterobacter
cloacae mou Tapdyel NDM-7

Klebsiella oxytoca

Yersinia enterocolitica O:9

Enterococcus avium 1o1Tou
VanA

+ /-

Atmtopovwuévo otéhexog Klebsiella
pneumonia Trou TTapdayel SHV-1 (un
ESBL), KPC-3 kai OXA-48

Mivakag 18. MaBoyovol HIKPOOoPYAVIoHOI avagopPdag ToL XPNOIUOTIOINONKAV O& ALTAV TN HEAETN.

12.4. AvaAuTikn avTiSpaocTiKoTnTa

H avnispaoTtikdtnTa ToL VIASURE Vancomycin resistance Real Time PCR Detection Kit wg mpog 10 yovidio vanA

aflohoynBnke oe DNA tou €€hfxOn ammd oTeAéxn Enterococcus avium TOTTOL vanA, Enterococcus faecalis Tomou
vanA (NCTC 13632, NCTC 12201) kai Enterococcus faecium tommou vanA (LMG16165, IOWA 1, VZAT, ATCC 700221,

NCTC 12202), mapovcialovtag BeTkA ammoTeAEoUATA.

H avnidpaoTtikotnta ToL VIASURE Vancomycin resistance Real Time PCR Detection Kit wg mpog 10 yovidio vanB

a&lohoynBnke oe DNA 1100 €EAXON amd OTeAéEXN Enterococcus faecalis Tormov vanB (ATCC 51299, CECT 8120),

Enterococcus faecium tomou vanB (IOWA 2) kal Enterococcus gallinarum totrou vanB kar vanC (ENT20120142),

TTAPOLOIALOVTAG OETIKA ATTOTEAETATA.

33



[U-444202engr0621 revo0

Bibliography/ BipAloypapia

1. B. Mirzaei et al. Detection of both vanA & vanB genes in vanA phenotypes of Enterococci by Tag Man
RT-PCR. Brazilian Journal of Microbiology 2015; 46, 1, 161-165.

2. J C.G. Marshall et al. D-Ala-D-Ala ligases from glycopeptide antibiotic-producing organisms are highly
homologous to the enterococcal vancomycin-resistance ligases VanA and VanB. Proceedings of the
National Academy of Sciences 1997; Vol. 94, pp. 6480-6483.

3. G. Werner et al. Comparison of direct cultivation on a selective solid medium, polymerase chain
reaction from an enrichment broth, and the BD GeneOhm™ VanR Assay for identification of vancomycin-
resistant enterococci in screening specimens. Diagnostic Microbiology and Infectious Disease 2011; Volume
70, Issue 4, Pages 512-521.

4. Centers for Disease Control and Prevention (CDC). Vancomycin-resistant Enterococci (VRE) in
Healthcare Seftings. Available from:
https://www.cdc.gov/hai/organisms/vre/vre.html#:~:text=CDC%20works%20with%20healthcare%20facilities,
high%20numbers%200f%20VRE%20infections Accessed January 2021.

5. T.Nomura et al. New colony multiplex PCR assays for the detection and discrimination of vancomycin-

resistant enterococcal species. Journal of Microbiological Methods 2018; 69-72.

Symbols for IVD components and reagents/ IOuPoAa yia oroixeia kai

avriSpaotipia IVD

In vitro diagnostic

device Keep dry Use by Manufacturer Batch code
. T AlaTnpnoTE . . M Kataokevaot |LOT| Kwbéikog
AIQYV®OTIKN . AvVOA®ON £WG . .
) . OTEYVO NG TapTiéag
ovokeLn In vitro
Unique
. Device
Contains e
_ Identification
sufficient for Catalogue
Consult instructions /ﬂf Efn?gﬁégmre <n> test Movasikd number
x
[l foruse ; , QAVAYVOPIOTIK .
. Mepiexopevo X ApPIBUOG
YOLPOLAEVLTEITE TIG I‘Ieploplopog ETTAPKEG YIA © KATAAOYOUL
OBNYIES XOROTIC Bepuokpacia <n> 1e0r IOTpIOTEXVO)\O
S YIKOU
TTPOIOVTOG
Trademarks

Modification rights reserved. All rights reserved. © CerTest Biotec, S.L.

All other trademarks that may appear in this package insert are the property of their respective owners.
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Change Control / ANAayn paptopa

Version No. / Ap. . Date /
ik6o0nic Changes / AN\ayég Hpspopnvia
Unification of all instructions for use associated with the
different catalogue references in a single format / Evotroinon
00 . . . . . 21/06/2021
OAWV TV 08NYIWV XPNONG TTOL OXETICOVTAI E SIAPOPETIKOVG
KWSIKOLC avagpopds KATAAOYOL O¢ Uid vidia popen.

Table A 2. Control change table / Nivakag aAAayng paptopa.

Revision: 21st June 2021.
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