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Abstract

General mcrA primers for quantifying methanogens using a SYBR Green-based assay.
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QPCR mixture

1
Reagent Final conc. 1 tube (25

μl)
plate (25 μl x
100)

PCR H O 2.85 285

qPCR master mix 1x 12.5 1250

MgCl  (25mM)* 3.5 mM 3.5 350

BSA (50 μg μl ) 0.8 μg μl 0.4 40

mlas-mod (25 μM) 0.25 μM 0.25 25

mrcA-rev (25 μM) 0.25 μM 0.25 25

Template 5 5 x 100

* Different master mixes vary in concentration of MgCl2 and the amount should be

adjusted accordingly

2

2

-1 -1

Programme 2h

2 1.  94◦C – 5′

2.  x 40 {

       a.  95◦C – 30′′

       b.  57◦C – 45′′

       c.   72◦C – 30′′

       d.  84°C -  10'' take a snapshot

      }

3.  Melt curve:  75°C – 94.8°C –6’’. Increase by 0.2°C
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