GenoType MTBDRplus 2.0
DNA Extraction Area, BSL 2/BSL 3 Laboratory

« First put on new gloves, then lab coat
« Decontaminate work area with 1% freshly diluted sodium hypochlorite solution
e Use fresh aliquot of molecular biology grade water for all steps

1. a) DNA extraction with GenoLyse®

500 pl decon- Centrifuge Add 100 pl Lysis  Incubate for ~ Add 100 pl Neutra- Centrifuge for
taminated for 15 min Buffer (A-LYS) 5 min at 95°C lization Buffer 5 min at full
clinical at 10.000x g and resuspend (A-NBJ and vortex  speed in a
specimen or in a centrifuge centrifuge with
1 ml of with aerosol tight aerosol tight
bacteria rotor, discard rotor

grown in supernatant

liquid media

5 min at 95°C. Then continue with GenoLyse® procedure
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Or alternatively
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1. b) DNA extraction with GenoXtract instrument

» Decontaminate pipettes, racks and work area with 1% freshly prepared sodium hypochlorite solution
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= DNA solution

For longer storage,
transfer superna-
tant to a new tube,
store at -20°C

«  When using bacteria grown on solid media, collect with inoculation loop, suspend in 100 ul A-LYS and incubate for
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» Automated DNA extraction from patient specimens using GenoXtract in combination with GXT DNA/RNA Extraction Kit
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GenoType MTBDRplus 2.0
Pre-PCR Area, BSL 1 Laboratory

« First put on new gloves, then lab coat

« Decontaminate work area with freshly diluted 1% sodium hypochlorite solution

» Use new PCR tubes

+ Close all vials in between pipetting steps to avoid pipetting and handling above open vials
«  Whenever opening new AM-A or AM-B, aliquot and store at -20°C

1. Amplification mix per sample

« Determine the number of samples to be analyzed plus control samples

AM-A LM- ——t | —;
(@ > Mix carefully

« After thawing, mix AM-A and AM-B carefully
« Master mix needs to be prepared freshly
« Do not vortex master mix
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2. Master mix aliquots
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45 pl
master mix
per PCR tube
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« Decontaminate pipettes, racks and work area with 1% freshly prepared sodium hypochlorite solution
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GenoType MTBDRplus 2.0
PCR Area, BSL 1 Laboratory

« First put on new gloves, then lab coat

DNA solution When using GenolLyse®:
Add 5 pl DNA solution
to 45 pl amplification mix

When using GenoXtract:
Add 10 pl DNA solution to
45 pl amplification mix
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l ‘ Thermocycler
— Use GenoType MTBDRplus 2.0-specific
] program:

e MDR CUL for cultivated samples
e MDR DIR for clinical specimens

« Decontaminate pipettes, racks and work area with 1% freshly prepared sodium hypochlorite solution
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GenoType MTBDRplus 2.0
Hybridization Area, BSL 1 Laboratory

« First put on new gloves, then lab coat

« Decontaminate work area with 1% freshly diluted sodium hypochlorite solution

« Prewarm HYB and STR at 45°C to dissolve all precipitates

« Prewarm RIN and distilled water to room temperature

e Freshly dilute CON-C and SUB-C 1:100 in the respective dilution buffer and protect from light

\10 pL CON-C + 990 ul CON-D = 1 ml Diluted Conjugate
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+ < Use TwinCubator with program

< ~ETTE. ==« for the hybridization and detection * Incubate for 30 min at RT

v /’ procedure » Remove conjugate completely
— — "”””” ’-..-~\j;?¢¢%7
DEN l”"-.>

1 mLRIN * Incubate for 1 min at RT
* Remove RIN completely
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1 mlRIN e Incubate for 1 min at RT
» Remove RIN completely
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20 pl 20 pl Mix and incubate for 5 min at RT
DEN Amplicon

O

1T ml Add 1 ml prewarmed HYB
HYB and mix carefully
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1 mlH,0 ¢ Rinse once with water for 1 min
e Remove water completely

\O ul SUB-C + 990 plSUB-D = 1 ml Diluted Substrate
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» Aspirate HYB completely

e Incubate for 3-20 min at RT
» Remove substrate completely

1 ml e Incubate for 15 min at 45°C
STR » Aspirate STR completely
H,0

1 mlH,0 Stop reaction by rinsing twice
with water

RIN
Remove DNAeSTRIP from tray

1 ml e Incubate for 1 min at RT and dry it on absorbent paper

RIN » Remove RIN completely

e Place DNAeSTRIP in well
e Incubate for 30 min at 45°C

e Decontaminate pipettes, racks and work area with 1% freshly prepared sodium hypochlorite solution
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