Protocol P1: Detailed thermocycling profiles and master mix compositions for conventional, nested, and quantitative PCR tests

1) Conventional PCR for preparation of the calibration curve
· primers described in Strepparava et al. (2014)
· F. psy_qPCR_F - 5’-GAAGATGG AGAAGGTAATTTAGTTGATATT-3‘
· F.psy_qPCR_R - 5’- CAAATAACATCTCCTTTTTCTACAACTTGA-3’
· total volume of reaction: 20 µl
· 10 µl of PPP Master Mix (Top Bio, Czech Republic)
· 7 µl PCR Ultra H2O (Top Bio, Czech Republic)
· 10 pmol of each primer
· 1 µl of DNA
· thermocycling profile
· 95 °C - 15 minutes
· 40 cycles 
· 95 °C - 20 seconds
· 60 °C - 30 seconds
· 72 °C - 30 seconds
· 72 °C - 30 minutes


2) TaqMan qPCR
· primers and probe described in Strepparava et al. (2014)
· F. psy_qPCR_F - 5’-GAAGATGG AGAAGGTAATTTAGTTGATATT-3‘
· F.psy_qPCR_R - 5’- CAAATAACATCTCCTTTTTCTACAACTTGA-3’
· Fp_qPCR_probe - 5’- AAACGGGTATTC TTCTTG CTACA -3
· total volume of reaction: 20 µl
· 10 µL of Easy PCR Master Mix (Generi Biotech, Czech Republic)
· 6.4 µL of PCR Ultra H2O (Top Bio, Czech Republic)
· 60 pmol of each primer
· 40 pmol of the probe
· 2 µL of DNA
· thermocycling profile
· 95 °C – 2 minutes
· 45 cycles 
· 95 °C - 5 seconds
· 60 °C - 40 seconds 
· 95 °C - 10 seconds 
· 40 °C - 40 seconds


3) SYBR Green qPCR
· primers described in Strepparava et al. (2014)
· F. psy_qPCR_F - 5’-GAAGATGG AGAAGGTAATTTAGTTGATATT-3‘
· F.psy_qPCR_R - 5’- CAAATAACATCTCCTTTTTCTACAACTTGA-3’
· total volume of reaction: 10 µl
· 5 µL of SYBR Green mix (Roche, USA)
· 1 µL of PCR Ultra H2O (Top Bio, Czech Republic)
· 0,1 µmol of each primer
· 2 µL of DNA
· thermocycling profile
· 95 °C - 15 minutes
· 40 cycles 
· 95 °C - 20 seconds
· 60 °C - 30 seconds
· 72 °C - 30 seconds
· 72 °C - 5 minutes


4) Conventional PCR – F. psychrophilum identification
· primers described in Toyama et al. (1994)
· PSY1 - 5'- CGATCCTACTTGCGTAG-3‘
· PSY2 - 5'-GTTGGCATCAACACACT-3‘
· total volume of reaction: 20 µl
· 10 µl of PPP Master Mix (Top Bio, Czech Republic)
· 7 µl of PCR Ultra H2O (Top Bio, Czech Republic)
· 10 pmol of each primer
· 1 µl of DNA 
· thermocycling profile
· 94 °C - 4 minutes
· 40 cycles 
· 94 °C - 45 seconds
· 52.5 °C - 60 seconds
· 72 °C - 60 seconds
· 72 °C - 5 minutes






5) nested PCR 
First reaction
· primers described in Weisburg et al. (1991)
· 20F - 5‘-AGAGTTTGATCATGGCTCAG-‘3
· 1500R - 5‘-GGTTACCTTGTTACGACTT-‘3
· total volume of reaction: 25 µl
· 10 µl of PPP Master Mix (Top Bio, Czech Republic)
· 8 µl of PCR Ultra H2O (Top Bio, Czech Republic)
· 10 pmol of each primer
· 5 µl of DNA 
· thermocycling profile
· 95 °C - 5 minutes
· 35 cycles 
· 94 °C - 30 seconds
· 56 °C - 30 seconds
· 72 °C - 90 seconds
· 72 °C - 10 minutes
Second reaction
· primers described in Toyama et al. (1994)
· PSY1 - 5'- CGATCCTACTTGCGTAG-3‘
· PSY2 - 5'-GTTGGCATCAACACACT-3‘
· total volume of reaction: 20 µl
· 10 µl of PPP Master Mix (Top Bio, Czech Republic)
· 7 µl of PCR Ultra H2O (Top Bio, Czech Republic)
· 10 pmol of each primer
· 1 µl of DNA 
· thermocycling profile
· 94 °C - 4 minutes
· 40 cycles 
· 94 °C - 45 seconds
· 52,5 °C - 60 seconds
· 72 °C - 60 seconds
· [bookmark: _GoBack]72 °C - 5 minutes


