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Atypical Pneumonia-2 assay

For the detection of Mycoplasma pneumoniae, Chlamydia
pneumoniae and Pan-Chlamydiaceae using the BD MAX"™" system

Instructions for use

(Version 4.0 — November 2018)

Attention
BD changes the format of the BD MAX™ - ExK™ DNA-Extraktion-Kits

Please take notice of changes in the protocol-settings (marked in red)
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Introduction

Atypical pneumonia (AP) comprise community and healthcare-associated infections caused by
pathogens, which necessitate distinct antibiotic therapy and are hardly detectable by culture-
based methods.

This protocol describes the system settings and setup protocols for running the AP-2 panel to
detect three atypical pneumonia pathogens using the BD MAX™ system (assay target genes):

1. Mycoplasma pneumoniae (ATPase)

2. Chlamydia pneumoniae (QMOMP gene)
3. Pan-Chlamydiaceae (23S rDNA)

4. internal control of DNA-extraction (B-actin gene)

The gPCR has been validated for respiratory specimens such as bronchoalveolar lavage,
endotracheal aspirate and sputum sample.

Contact information
For information regarding ordering dried snap-in tubes for the AP-2 assay:

info@biolegio.com

For information regarding to the protocol:

schubert@med.uni-muenchen.de
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1. Protocol

This protocol describes the assay settings required for running the AP-2 assay on the BD
MAX™ system. The AP-2 snap-in assay contains primers and probes for the detection of
Mycoplasma pneumoniae, Chlamydia pneumoniae and Pan-Chlamydiaceae. Additionally, the
assay provides primers and probe for [-actin of eukaryotic cells used as internal control for
the DNA extraction and PCR performance.

1.1 Materials needed

= BD MAX system

» BD MAX™ ExK DNA-2 Extraction Kit (BD cat.no: 442820)
New product — 4-snap format

=  BD MMK Mastermix without SPC (BD cat.no: 442848)

= BD MAX™ PCR Cartridges (BD cat.no: 437519)

= Dried snap-ins AP-2 (Biolegio cat no: BDT-14008-24)

= Vortex Mixer

= Centrifuge

= Micropipettes

= Safeseal Filtertips

= Disposable gloves

1.2 Run settings

The assay is performed on the BD MAX with use of the BD MMK in combination with the
ExK DNA-2 Kit for the extraction.

The BD MAX software version 4.70A or 4.72A is essential for the test procedure with the “4-
snap extraction Kit”.

Create a full process assay in the test editor named “AP-2 assay” and use the following
parameters:
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Extraction Type: Master Mix Format (_Type 1: BD MMK or MMK (SPC) and Dried Primers and Probes ¥
Sample Extraction Parameters Ct Caleulation
— () callctat nflection Point
User Defined Liquid Level Sensing ~
Call Ct at Threshold Crossing
t val Default Valu R
arameter ue = sl S ) Call Ct at Threshold Crossing with Secondary QC Threshold
Lysis Heat Time ‘ - 9 0-30. £ 1 mins
.
Notes
| Lysis Temperature ' ' 62 30-80.£1°C 0/255 charocters used
5 characters u
Sample Tip Height v 1600 R |
Sample Volume 3 8375 250950+ 2541 |
Wash Volume - 500 1875 - 5004 25 L |
Neutralization Volume - 125 125-475 £25ul

DNase Heat Time

Test Name: AP-2-Biolegio
PCR Settings
475/520
530/565
585/630
630/665

680/715

Color Compensation

Wavelength 475/520 530/565 585/630 630/665 680/715

475/520 - - (1] L - 1] \_“ ‘-_. 1] D - 9 +

IR -l B - R | "EN" | N -
5 8 =

i -l BN - w oW o °
s - | | BN - R ]

680/715

Excitation Channel

w Unlock D

Edit the test steps using the following settings:

Basic Information
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Run > Test Editor > Edit > Test Steps

Test Name: AP-2-Biolegio  Extraction Tyfe: ExK DNA-2 [4-Snap] _) Master Mix Format: Type 1: BD MMK or MMK (SPC) and Dried Primers and Probes

Test Steps

Profile Type: Cydes: Profile Type: Cydes

2- Temperature ¥ - w0 |

1.3. Sample preparation

Respiratory specimens: bronchoalveolar lavage, endotracheal aspirate or sputum
samples.

= viscous sputum-samples will be pre-treated with sputasol or trypsin (if necessary) for
liquefaction.

= Liquid samples (1 ml) need to be centrifuged at a speed of 16000 g for 5 minutes,
than remove 700 pl of the supernatant and resuspend the rest of the sample.

= Extraction will be done with the “BD MAX™ ExK DNA-2 Extraction Kit”

Transfer 200 pl of the sample into a BD MAX™ DNA Sample Buffer Tube and close the tube
with a blue septum cap. Ensure complete mixing by vortexing the sample

1.4. Setting up the experiment

a. Create a worklist on the BD MAX instrument using the AP-2 assay (created in step
1.2) and label the lanes with the sample names.

b. Load the prepared Sample Buffer Tubes into their corresponding position in the BD
MAX racks.
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c. Loadthe BD MAX racks with the corresponding Unitized Reagent Strip.

d. Snap-in the BD Extraction tubes (position 1), MMK tubes (position 2) and AP-2 tubes
(position 3) into the Reagent Strip, position 4 will be empty.

e. Load the racks and cartridges into the BD MAX and Start Run

2. Result interpretation

2.1 For arun to be valid
= No BD MAX System failures.
= Negative Control (optional) has a Cq value of -1 for all channels
= Positive control (optional) has a Cq value for channel 475/520, 530/565, 630/665
and 680/715
2.2 Interpretation if run is valid
= A Cqgvalue of -1 indicates a negative result
= A Cq value for either of the targets indicates a positive result for the
corresponding target.
* The B-actin extraction control (channel 680/715) should always give a Cq value.
A negative Cq value for the B-actin indicates inhibition and therefore the test of
this sample should be repeated.
= All curves need to be visually checked for right interpretation.

Attention!

In case of positive results obtainéar two or more targets of the panel, the
fluorescence intensity of all positive signals needs to be checked. If the signpal
intensity of the color channels djffers
channel and “300” i n gdsthlkcammadt beeexcluded.{ han a
Thus, the result of the channel with lower intensity is doubtful and needs to|be
confirmed by another specific PCR test.
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3. Validation

3.1 Targets
3.1.1.Mycoplasma pneumoniae: ATPase (GenBank Acc. No.: MPU43738)
3.1.2.Chlamydia pneumoniae: QMOMP-gene (GenBank Acc. No.: AF131889)
3.1.3.Pan-Chlamydiacae: 23S rDNA (GenBank Acc. No.: U76711)

3.2. Sensitivity / Specificity / Analytical Sensitivity

e The sensitivity and specificity was determined using XX defined positive and YY
defined negative samples, which were unequivocally assessed positive and
negative by 2 independent other PCRs, respectively.

e The analytical sensitivity was determined by log-step dilutions of plasmids
carrying the respective DNA target sequences.

e All PCRs have been used in our clinical microbiological diagnostic laboratory for
the last 8 years under accreditation having passed constantly external inter-
laboratory comparison programmes (twice a year).

Target analytical sensitivity

Mycoplasma pneumoniae 10? copies/ ml

Chlamydia pneumoniae 107 copies/ ml

Pan-Chlamydiaceae 107 copies/ ml
Disclaimer:

MvP-Institut is not responsible for the results on the AP-2 assay on the BD MAX™ system.
Using the ,,open protocol“, the respective laboratory itself is responsible for the validation of
the assay.
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