GenoType® Mycobacteria Series
DNA Extraction Area, BSL 2/BSL 3 Laboratory

« First put on new gloves, then lab coat
» Decontaminate work area with freshly diluted 0.5% sodium hypochlorite solution
e Use fresh aliquot of molecular biology grade water for all steps

GenoType® Mycobacterium CM/AS, GenoType® MTBC, GenoType® MTBDRplus,
GenoType® MTBDRplus, GenoType® MTBDRs! GenoType® MTBDRs!
Resuspend 1-2 colonies 1000 pl 500 pl decontaminated
of solid culture in 300 pl water liquid culture smear-positive sample
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. Centrifuge 15 min
Y _— at 10,000 x g in an aerosol-tight rotor

' Discard supernatant
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Heat inactivate at 95°C for 20 min

| " Incubate in ultrasonic bath for 15 min

T Centrifuge 5 min at 13,000 x g

« Transfer supernatant containing DNA into fresh tube
» DNA solution can be stored at +4 to -20°C

« Decontaminate all instruments, pipettes, racks and bench space with freshly prepared 0.5% sodium hypochlorite solution
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GenoType® Mycobacteria Series
Pre-PCR Area, BSL 1 Laboratory

« First put on new gloves, then lab coat

« Decontaminate work area with freshly diluted 0.5% sodium hypochlorite solution

« Use fresh aliquot of molecular biology grade water

« Use new PCR tubes

« Close all vials in between pipetting steps to avoid pipetting and handling above open vials
«  Whenever opening a new kit aliquot PNM and polymerase and store at -20°C

GenoType® Mycobacterium CM/AS
GenoType® MTBC

GenoType® MTBDRplus
GenoType® MTBDRs!

Determine the number of samples to be analyzed plus control samples

Amplification mix per sample*:

35 ul PNM
i
5 pl 10x PCR buffer
(contains 15 mM MgCL,)
+ ("
2 ul MgCl,
(25 mM MgCL)

+ -

3plH,0 Mix carefully

i - Q—‘:)

0.2 pyl Taq polymerase
(=1 Unit)

*valid only for use with HotStarTaq from Qiagen

Prepare a master mix for the determined number of samples, mix and aliquot

Master mix aliquots:
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45 pl mixture
per PCR tube
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« Decontaminate all instruments, pipettes, racks and bench space with freshly prepared 0.5% sodium hypochlorite solution
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GenoType® Mycobacteria Series
PCR Area, BSL 1 Laboratory

« First put on new gloves, then lab coat

GenoType® Mycobacterium CM/AS
GenoType® MTBC

GenoType® MTBDRplus
GenoType® MTBDRs!
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> DNA solution to 45 pl amplification mix
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Thermocycler

Use GenoType® specific program:
» Hot30 for culture samples

» Hot40 for direct patient material

« Decontaminate all instruments, pipettes, racks and bench space with freshly prepared 0.5% sodium hypochlorite solution
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GenoType® Mycobacteria Series
Hybridization Area, BSL 1 Laboratory

« First put on new gloves, then lab coat

« Decontaminate work area with freshly diluted 0.5% sodium hypochlorite solution

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

e Prewarm RIN and distilled water to room temperature

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

GenoType® Mycobacterium CM/AS, GenoType® MTBC, GenoType® MTBDRplus, GenoType® MTBDRs!
0 pl CON C + 990 ul CON-D = 1 ml Diluted Conjugate

+ = Use TwinCubator® with program P1

< B o for the hybridization and detection * Incubate for 30 min at RT

- /' procedure » Remove conjugate completely
DEN ‘f

1 ml e [ncubate for 1 min at RT
RIN » Remove RIN completely
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1 ml e Incubate for 1 min at RT
RIN » Remove RIN completely
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20 pl 20 pl Mix and incubate for 5 min at RT
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1T ml Add 1 ml prewarmed HYB
HYB and mix carefully
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Rinse once with water for 1 min

O pl SUB-C + 990 pl SUB-D = 1 ml Diluted Substrate
« Place DNAeStrip® in well 7

e Incubate for 30 min at 45°C
e Aspirate HYB completely
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1 ml e Incubate for 15 min at 45°C
STR » Remove STR completely
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e Incubate for 2-10 min at RT
» Remove substrate completely
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Stop reaction by rinsing twice
with water for 1 min

P

RIN
Remove DNAeStrip® from tray
and dry it on absorbent paper

« Decontaminate all instruments, pipettes, racks and bench space with freshly prepared 0.5% sodium hypochlorite solution

1 ml e Incubate for 1 min at RT
RIN » Remove RIN completely
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