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Restriction Digest: see protocol 

Double Digestion of PCR product (22/05/2019)

Component 25 µl Reaction

500ng DNA Amplicon 5.2 µl 

10X CutSmart Buffer 2.5 µl

PcoI 0.5 µl 

MluI 0.5 µl 

ddH2O 16.3 µl 

A B

1

2

3

4

5

6

Double Restriction Digest

Incubate at 37°C for 15 min instead of 1 hour.

DNA/PCR NEB purification kit: see protocol

T4 DNA Ligase Ligation:  see protocol 

bp mass concentration

insert 495 bp 37.24 ng 46.2 ng/μl

vector 4813 bp 50 ng 60 ng/μl
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Calculations (3:1)

THURSDAY, 23/5/2019
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Component 20 μl reaction

T4 DNA Ligase Buffer (10X) 2 μl

Vector DNA 0.83 μl

Insert DNA 0.81 μl

T4 DNA Ligase 1 μl

ddH2O 15.36 μl
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T4 DNA Ligase Ligation

Incubate at RT for 10min instead of 15min.


