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MiniPrep of E10 and E11 selected clones (see protocol)

c(E10 #4) : 91.7ng/ul
c(E10 #5) : 74.1ng/ul
c(E10 #6) : 94.4ng/ul
c(E11, #5) : 86.3ng/ul
c(E11 #6) : 88.4ng/ul
c(E11 #10) : 82.3ng/ul

Transfection of E6 & E12

500ng plasmid DNA

c(E12) : 352,8ng/ul --> 1.42ul per well
c(E6) : 1085,9ng/ul --> 0.46ul per well

Transfection MasterMix

Component

—_

DNA (E12)
DNA (E6)
PEI

A WOWN

Optimem

Volume [ul]

9.94
3.22
21
700

100ul + 3ul + approx. 3ul = approx. 105ul

Restriction Digest

MasterMix for Restriction Digest o...

Component

RN

E12
CutSmart
Ecol-HF
Nhel-HF
ddH20

a »~ 0N
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Volume

2.84ul
5ul

Tul

1ul
40.16ul
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MasterMix for Restriction Digest o...

Component Volume [ul]

R
3 EcoRI-HF 1
4 Nhel-HF 1
5 ddH20 354

Incubated 15 min at 37°C
E12 vector : Gel electrophoresis (150V, 20min)

Gel extraction (¢ = 50,5ng/ul), w=0.128g --> 0.512ul
E13 insert : PCR/DNA CleanUp Kit (c = 97ng/ul)

Preparation for T4 ligation (E13 insert into E12)
Insert : 510bp

Vector : 6180bp

Ratio =3 :1-->12.38ng
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