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1.0 Purpose 

This procedure describes the materials and methods for quantitative PCR (qPCR) amplification 
and detection of various species of Mycoplasma that may be present in a sample using the 
MycoSEQ Mycoplasma Real-Time PCR Detection Kit. 

2.0 Scope 

The use of the MycoSEQ Mycoplasma Real-Time PCR Detection Kit as described in this SOP 
provides the ability to detect more than 90 species, including M. genitalium, M. pirum, 
Acholeplasma and Spiroplasma, species not readily detectable using SOP 22194 - Quantitative 
PCR (qPCR) Method for Detection of Mycoplasma Species. 

3.0 Authority and Responsibility 

3.1 The Director, Process Analytics/Quality Control (PA/QC) has the authority to define this 
procedure. 

3.2 PA/QC is responsible for training laboratory personnel and documenting this training to 
Biopharmaceutical Quality Assurance (BQA). 

3.3 PA/QC personnel are responsible for the performance of this procedure. 

3.4 PA/QC is responsible for reviewing the data and documentation of the results of this 
procedure. 

3.5 BQA is responsible for quality oversight of this operation. 
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4.0 Equipment, Materials and Reagents 

4.1 MycoSEQ Mycoplasma Real-Time PCR Detection Kit (BDP PN 31167) 

4.2 MicroAmp Optical 96 Well Reaction Plates (BDP PN 21141) 

4.3 MicroAmp Optical Adhesive Film (BDP PN 21142) 

4.4 1X TE (BDP PN 30267 or BDP-approved equivalent) 

4.5 Distilled Water, DNase Free RNase Free (BDP PN 10189 or BDP-approved equivalent) 

4.6 1X PBS (BDP PN 30007 or BDP-approved equivalent) 

5.0 Safety Procedures for Mycoplasma Positive and Biohazardous Samples 

5.1 Treat all samples suspected or known to contain Mycoplasma per SOP 26101 - Labeling, 
Transport, Submission, Storage, and Handling of Biohazardous Materials Within the 
BDP. 

6.0 Procedure 

6.1 Determine the sample composition to determine whether a nucleic acid extraction is 
required. 

6.1.1 Previously purified DNA in low salt (< 100mM) typically does not require extraction 
prior to amplification. 

6.1.2 Samples containing concentrated protein, intact cells and/or high salt or other 
PCR inhibitors must be extracted prior to amplification. 

6.2 An extraction negative control should be performed in which 200 µl of 1X PBS are 
extracted in parallel with the test samples, as described in SOP 22212 - Purification of 
DNA Using the DNeasy Blood and Tissue Kit or SOP 22972 – Operation and 
Maintenance of the MagNA Pure 24 System for Nucleic Acid Extractions. 

6.3 An extraction spike control may be performed to control for the potential loss of target 
mycoplasma DNA during the sample extraction step.  The MycoSEQ Discriminatory 
Positive/Extraction Control (or BDP-approved equivalent) may be used to spike a buffer 
blank sample or 1X PBS as described below.   

6.3.1 Completely thaw the MycoSEQ Mycoplasma Real-Time PCR Detection Kit Box 2 
MycoSEQ Discriminatory Positive/Extraction Control, 1,000 copies/µL. 

6.3.2 Add a 5 µL aliquot of MycoSEQ Discriminatory Positive/Extraction Control to 195 
µL of buffer blank sample or 1X PBS. 

6.3.3 Extract the extraction control sample in parallel with the test samples, as 
described in SOP 22212 - Purification of DNA Using the DNeasy Blood and 
Tissue Kit or SOP 22972 – Operation and Maintenance of the MagNA Pure 
24 System for Nucleic Acid Extractions. 
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6.6 Sample addition to PCR plate – Perform in the Positive Control Set-up Laboratory (ATRF: 
B2150) 

6.6.1 To the Premix Solution dispensed into each well, add the following: 

6.6.1.1 Test Sample: Add 10 µL of unknown sample to each of 3 wells.   

6.6.1.2 Inhibition-control Reaction: Add 10 µL of unknown sample + 2 µL of 
Discriminatory Positive Control to each of 2 wells.  

NOTE:  The PCR inhibition spike control samples will contain a final 
volume greater than 30 µL due to the extra spike volume. 

6.6.1.3 Positive Control Reaction: Add 2 µL of Discriminatory Positive Control 
+ 8 µL of Negative Control (water) to each of 2 wells. 

6.6.1.4  Extraction Positive Control Reaction: Add 10 µL of extraction positive 
control sample to each of 3 wells. 

6.6.1.5  Extraction Negative Control Reaction: Add 10 µL of extraction negative 
control sample to each of 2 wells. 

6.7 Seal the plate with adhesive film.  The plate may be kept at room temperature for up to 30 
minutes prior to qPCR amplification on the Applied Biosystems SDS 7900HT (SOP 22901 
- ABI Prism® 7900HT SDS Operation and Maintenance), the QuantStudio 6 (SOP 
22973 – Operation and Maintenance of the QuantStudio 6 qPCR System) or a BDP-
approved equivalent instrument. 

NOTE: Perform in the Positive Control Set-up Laboratory (ATRF: B2150). 

6.8 Place the sealed plate into the qPCR instrument ensuring that the plate is appropriately 
placed in the carriage by lining up the notched corner of the plate to the notched corner of 
the plate holder.   

NOTE: For the Applied Biosystems SDS 7900HT, place a 96-hole compression pad on 
top of the plate. 

6.9 If using the Applied Biosystems SDS 7900HT, select the MycoSEQ SYBR detector setting 
(Probe reporter dye = SYBR Green, Quencher = non-fluorescent).  If using the 
QuantStudio 6, select SYBR Green Reagents as the reagent type. 

  












