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Restriction of V14 :

DNA (V14) : 0.94uL

10xCutsmart B. : 5L

NnelHF : 1uL

MIulHF : 1L

MilliQ : 42.06uL

->30min, 37°C

1% Agarose gel (43ml 1xTAE + 0.43g Agarose + 4L SybrSafe)
-> mix samples with 15uL loading dye no SDS

NEB gel extraction kit (backbone V15 : 6405 bp)

-> 47 .4 ng/uL

Primer dimerisation :

Dilute P22 & P23 to 10uM
Dilute 10uM 1:500

give 10pL + 10pL toghether
cool down program

Ligation :

T4 Buffer 10x (2uL)

T4 Ligase (1pL)

Vector DNA (V14) (1.7uL)

Insert DNA (P22+P23) (6uL)

MilliQ (9.3uL)

->10min at RT

->heat inactivation at 65°C for 10min

Chemical Transformation :

e plating on LB agar + Amp (60uL bacterial suspension) and overnight at 37°C

2uL Plasmid DNA
incubate at 37°C for 60min

Cell culture :

e Splitting of the motherplate according to Cell Splitting protocol. (passage 11)

e seeding with 400puL cell suspension (density not determained)
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