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Tab2: Double Digestion fast Digest Enzymes

Vol.

Plasmid (1,5-2 ug) Xl

10x Restriktionspuffer (e 2ul

nzymabhangig)

[RNAse (1 mg/ml)] [2 pl]
Xhol(1U/ug Template) 1ul
BamHlI (1U/ug Template) 1 pl
H,O Xul
Vol. 20,00

ul

Incubation for 15 min by 37 °C
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Purification over Gel
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Ligation

Tab. 5:  “sticky end”-Ligation

Insert-DNA

Vektor-DNA (ca 100 ng)

2x T4-fast-Ligase-Puffer

T4-DNA-Ligase (1U)

H,O

Gesamt-Vol.

Fast Ligation 5 min

Vol. pNS3+L_CL_His

22
x ul

xul
10 pl
3 25

0,2 ul 0.5

x ul

50,5
20,0 pl

pNS3+L_CL

22

25

0,5

50,5

Capture.PNG

ng Vektor x kb Insertx 3

ng Insert =

kb Vektor
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Transformation:

1. De froze competent Cells on ice (200 pL)

2. Add Ligation, mix and incubate 15 min on ice
3. 90 sec. Heatshock at 42°C<

4. Incubate 2 min on ice
5. add 800 pl Meida without Antibiotics and incubate aerobic for 1 h
6. Plate on Agarplate with AB



