Taq Colony PCR protocol

Materials
e PCR-tubes
e Template DNA
e Gotag Green Buffer
e MgCl,
e 10 mM dNTP mix
e 10 mM forward and reverse primer
e Go-Tag Enzyme
o MilliQ

Protocol

1. Work under sterile conditions.

Prepare PCR-tubes with 20 ul MilliQ for each reaction.

3. Take samples from single colonies from sample plate by touching the colony with a 20-200 pl
pipette. And resuspend these colonies in the PCR-Tubes.

4. Take 5 ul of each sample and lyse cells at 95°C for 10 minutes.

5. Prepare reaction mix according to pipetting scheme below.

N

Reagent Sample negative ctrl
5X Go-tag Green Buffer 10.0 ul 10.0 ul
MgCl 4.0 pl 4.0 pl
10 mM dNTP mix 1.0 ul 1.0 ul
10 uM forward primer 2.5 ul 2.5 ul
10 uM reverse primer 2.5 ul 2.5 ul
Go-tag Enzyme 0.25 ul 0.25 ul
Template DNA 1.0 ul oul
Nuclease-Free Water 28,75ul 29,75ul
Final volume 50.0 ul 50.0 ul

6. Run the following PCR program.

Step Temp Time
Initial Denaturation 95°C 2 min
95°C 30s
25 Cycles 59.3°C 30s
72°C 1min/KB
Final Extension 72°C 5 min
Hold 4°C




