16S rDNA PCR Amplification (7-12-05)

1. (THERE SHOULD BE NO GENOMIC DNA IN OR AROUND THE PCR WORKSTATION). Turn on PCR hood and prepare workstation by first aliquoting the exact amount of PCR H2O into a 1.5mL tube and placing into a PCR rack. 

2. Gather the amount of 0.25mL PCR tubes needed to run your samples, close the lid and place in same rack.

3. Place rack in the middle of workstation, close the hood and UV sterilize for 15 min.

4. While waiting, turn on thermocycler (Zeus or Thor), gather ice with the ice bucket, and thaw out PCR reagents.  Once thawed, vortex, microcentrifuge, and place reagents on ice until ready for use.

5. Once UV sterilization is finished, make master mix according to the TAKARA PCR protocol, taking care to add the Taq last.

6. Once finished, vortex and microcentrifuge master mix, and then add 46μL into each PCR tube.

7. Seal tubes, turn off hood, and bring PCR rack to the genomic DNA workstation, carefully add in 4μL of your sample to each PCR tube.  When finished, vortex and microcentrifuge samples to mix.

8. Load samples in thermocycler and run PCR according to the specifications given.

9. When finished store DNA at 4°C until ready for use.
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[image: image2.emf]        TAKARA PCR                #Rxns    Reagent  type  batch/date open  Stock  Final  units  vol (uL)  MM (X)   water  Mill iQ - autoclaved              34.1    Buffer  Takara  buffer  w/MgCl2     10  1.0  X  5.0    BSA  Roche     20  0.8  mg/mL  2.0    dNTP  Takara  (2.5mM  each)     10  0.8  mM  4.0    27f.1  primer     50  0.3  pmol/uL  (uM)  0.3    1492r  primer     50  0.3  pmol/uL  (uM)  0.3    Polymerase  Takara Ex  Taq     5  0.03  (1.5U)  U/uL  0.3    template                 4.0           total  50.0    Protocol:   Primers        95 ° C 3min   27f.1  AGRGTTTGATCMTGGCTCAG     95 ° C 30sec   1492r  GGTTACCTTGTTACGACTT     53 ° C 30sec    35 cycles         72 ° C 1min          72 ° C 7min          4 ° C  hold   S tore DNA @ 4 ° C until ready for  use         

