2018.5.27

Today we get the kit from NPU for vector plasmid pSB1C3, pSB3C5 and pSB4C5. We resuspended
them and test the plasmid concentration.

The concentration is shown below.

Vector Concentration/pg-ml-!
pSBIC3 30.44
pSB3C5 22.17
pSB4C5 6.28

2018.5.28

We transformed the plasmid into E. coli DH5a and Add them to the selection plate.

2018.5.30

Choose monoclonal colony from the selection plate.
Cultivate them in LB medium, and incubated them overnight in 37°C, 220rpm.

2018.5.31
Extract plasmid from bacteria. The concentration is shown below.
Vector Concentration/pg-ml-!

pSB1C3 (1) 81.98
pSB3C5 (1) 71.43
pSB3C5 (2) 106.46
pSB3C5 (3) 4421
pSB4C5 (1) 264.74
pSB4C5 (2) 231.55

2018.6.1

We use Xhol and EcoRI to double digest the pSB1C3 plasmid. We choose pCDuet-1 as the control

group. The result is shown below.



pSB1C3 single & double digestion

Ahol - - + = - +
EcoRI - + + = + +
DNA marker
DL 5000 -——————p3B1C3-——————— -pCDnet control group-

2018.6.3

We use EcoRI to digest the pSB3C5 & pSB4CS5 plasmid. We choose pCDuet-1 as the control group.
The result is shown below.

pSB3C5 & pSB4C5 single digestion
EcoR| - + - + - + - + - + - +
DNA marker  pSB305(T) pSB3C52) pSB3C53) pSB4C5M) pSB4C5@  pCDnet control

The pSB4CS5 plasmid shows the right result.
Therefore, we then use Spel and EcoRI to double digest the pSB1C3 plasmid. The result is shown
below.



pSB4C5 double digestion

EcoR| + + +
DNA marker  pSB4C5(1) pSB4C5(Z) pCDnet control

5000bp

3000bp
2000bp

1500bp

1000bp
750bp
500bp

250bp
100bp

It shows that we have got one of the right vector plasmid.



