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Purification :

DNA purification of MS2 Gibson 4V14 & VSV-G FLAG●

4V16 : NEB DNA PCR cleanup●

new concentration :●

MS2 : 102 ng/µL○

VSV-G : 50.3 ng/µL○

Gibson assembly :

V10 (repetition because it didn't work the first time)●

1.6µL V4backbone○

0.34µL CC10 Gibson○

0.45µL L7Ae Gibson○

7.6µL MilliQ○

10µL 2x hiFi DNA assembly Master Mix○

V14 (MS2+fluc)●

1.6µL V4 backbone○

0.44µL MS2 Gibson 4V14○

0.51µL fluc Gibson 4V14○

7.6µL MilliQ○

10µL 2x hiFi DNA assembly Master Mix○

V16 (VSV-G-FLAG)●

1.6µL V4 backbone○

0.69µL VSV-G-FLAG- Gibson 4V14○

7.7µL MilliQ○

10µL 2x hiFi DNA assembly Master Mix○

-> mix together and incubate at 50°C for 30min

transformation :

transformation of construts V10,V14,V16 according to standard transformation protocol●

additional plating of 20µL in case colonies get too dense●

sequencing results :

V9#1 -> highly mutated●

V9#4 ->2 point mutations●

V9#7 -> 1point mutation, silent -> POSITIVE●
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