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cell culture :
e cell splitting + seeding new motherplate (passage 18)
e seeding of 30 wells of a 96 well plate a 300.000 cells per well with 150 yL Medium
e Minipreps of samples V9#1, #4, #7 according to Miniprep protocol

Nanodrop measurements

VO#1 Vo#a Vo#7
1 84.5ng/ulL 83.0ng/uL 81.5ng/uL

colony PCR V10 :
-> 24 samples 28 times
e 280uL MilliQ
e 35uL P12
e 35uL P38
+12.5uL Mastermix green

-> PCR - program call PCR
-> 1% Agarose gel : 2uL ladder, 10puL sample
-> 150V, 20min

PCR
1. Primer 14 + 15 on jeffs pBS-KSII -> amplify fluc
CTm : 66°C; 1733bp
fluc GIBSON 4V14
2.-3. Primer 16 + 17 on V2 -> amplify MS2 loop sequence
CTm : 65°C; 108bp
MS2 Gibson 4V14
4. Primer 24 + 25 on V4 -> amplify MCP sequence
CTm : 64°C, 412bp
5. Primer 30 + 31 on V12 (Addgene plasmid) -> amplify FLAG-VSV-G
CTm : 65°C, 1685bp
VSV-G-FLAG Gibson 4V16
6. Primer 36 + 37 on E2 (Fussenegger) -> amplify nluc
CTm : 65°C, 607bp
nluc Gibson 4V19
-> PCR assay and programm according to PCR protocol (annealing temperature : 64°C)
cryostocks V12 & V13 :
e 750uL Glycerol + 750uL bacterial sample
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