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Table A2. Variation of the SC method parameters for dilution series.

independently prepared by five researchers (A–E) and run by one researcher in 

one qPCR assay per primer pair.

Template
Target gene 
primer pair

Dilution 
seriesa Slope Intercept R2 nb

E ds

B. japonicum nifH A -3.946 36.33 0.987 11 1.76
nifHF/nifHR B -4.106 36.81 0.988 11 1.79

C -4.356 37.95 0.985 14 1.75
D -4.188 37.25 0.991 13 1.76
E -3.970 36.22 0.981 15 1.77

P. stutzeri nifH A -4.732 39.71 0.981 11 1.63
nifHF/nifHR B -4.529 39.69 0.964 8 1.66

C -4.852 41.06 0.940 9 1.61
D -4.983 40.97 0.989 12 1.59
E -5.065 40.88 0.984 12 1.58

B. japonicum 16S rRNA A -5.000 34.98 0.987 8 1.58
27F/518R B -4.882 43.29 0.986 9 1.60

C -5.307 45.18 0.996 9 1.54
D -4.835 43.28 0.996 9 1.61
E -4.708 42.62 0.995 8 1.63

P. stutzeri 16S rRNA A -3.909 32.55 0.99 9 1.80
27F/518R B -3.894 32.40 0.992 10 1.81

C -4.077 33.28 0.987 11 1.76
D -3.880 32.46 0.995 11 1.81
E -3.817 32.19 0.997 12 1.83

a five researchers (A-E) independently prepared dilution series of each template.
b number of points in calibration.



Figure A1. Variability of qPCR efficiency estimations by dilution series (Eds) and fluorescence

increase (Efi). Eds and Efi, and means of Eds and Efi determined on dilution series independently

prepared by five researchers (A–E) using the same DNA stock and lab equipment. Error bars

indicate the standard deviation. Asterisk indicates significant differences between mean Eds 

and mean Efi  by the Mann-Whitney rank sum test (p<0.01).
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