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Mini Prep :_
e Nanodrop :
o V12:297.7ng/uL
o V13:132.5ng/uL
Gelelectrophoresis from PCR :

e samples 1-6 : correct product only in 1,4,6
e +7uL buffer, noSDS, 33uL loading dye on gel, 10uL ladder, 150V
-> PCR was okay for 1,2,4,6
e repeat PCR for 2,3,5
e load on 1% agarose gel
->bands for 2 and 3
e extract DNA from gel using the NEB kit
o values for dissolving buffer :
1:1220uL
2:776uL
2.2 :928uL
3 :960uL
4 :1116puL
5:708uL
6:712uL
->2,2.2,3 wrong plasmid
e Nanodrop measurement :
o 1:141.5 ng/uL
4 :138 ng/uL
5:3.2 ng/uL
6 :143.2 ng/uL
o CC Gibson : 111.1 ng/uL
o L7Ae Gibson : 234.8 ng/uL
o Pac1:103.1 ng/uL
Transfection :
e time: 12:50
e Incubation with PEI : 15min

o

o

o

e All wells contain a total of 100ng plasmid DNA

Assay distribution

A B (o] D E F G H | J
1 P2A- P2A- P2A+ P2A+ CAP CAP 4:1 4:1 3:1 3:1
2 21 2:1 11 11 CAR CAR 1X 1X 1.5X 1.5X
3 25X 2.5X 3X 3X V8 V8 V8 CAP CAP CAP

e transfection carried out with 200ng PEI except for wells 1X (100ng), 1.5X (150ng), 2.5X (250ng), 3X (300ng)
e all of these wells were transfected with 100ng V5 (CAP)

e P2A-is V6

o P2A+is V7
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o CAP (Capsid) = V5 (GAG HiBit)
e CAR (Cargo) = V4 (GAG HiBit MCP)
e V8 is GAG-HiBit-CC9
e Note : 4:1 means for example 80ng CAP (V5) + 20ng CAR (V4)

Q5PCR:
e MS2 Gibson 4V14
o primers : 16/17
o template : V12
o product : 1685bp
e VSV-G-FIAG Gibson 4V16
o primers : 30/31
o template : V12
o product : 1685bp
-> this time 35X cycles, annealing temperature of 63°C, elongation time : 30s (might be too short)
-> samples on 1% agarose gel (150V,15min)
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