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07. (JXl\) 2019  

ProjecW: iGEM_MXnich2019 Shared ProjecW
AXWhorV: Johanna Wallner

gibson assembl\, ligaWion and TransformaWion :
V27, V28, V25Ɣ
InserWs : gBlocks from IDT (500ng)Ɣ

spin doZnż
add 50�L Milli Qż
YorWe[ż
incXbaWe aW 50�C  15-20minż

V28 : gibson oYerlapƔ
ResWricWion for V27Ɣ

Backbone : V26 from Jeffż
inserW gBlock PS6L1-TM and CTż
DNA : 0.42�L (Backbone) / inserW (20�L)ż

10[ CXWsmarW 
BXffer 5�L 5�L

BamH1HF 1�L 1�L

MlX1 HF 1�L 1�L

MilliQ 41�L 23�L
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Table5

15min, 37�Cż
1% Agarose GelƔ
mi[ samples ZiWh 15�L loading d\e no SDS; 10min 150VƔ
NEB Monarch Gel E[WracWion kiW for gel pXrificaWion : elXWe in 10�L H2O (Backbone) in 14�L H2O (inserW)Ɣ
(inserW bands Zere noW clearl\ Yisible; ne[W Wime if Whe inserW is a gBlock no gel pXrificaWion !)
Nanodrop :Ɣ
inserW : 20,4 ng/�L
backbone : 52,3 ng/�L

ligaWion V27 :
T4 BXffer: 2�LƔ
T4 ligase : 1�LƔ
VecWor (backbone) : 1,05�LƔ
inserW : 2,04�LƔ
H2O : 13,9�LƔ
10min aW roomWemperaWXre, 10min aW 65�CƔ

gibson assembl\ V28, V25 :
V28 :Ɣ
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V4 (backbone) : 1.32�Lż
inserW (HisGPSGL1) : 1.74�Lż
MlX : 10�Lż
H2O : 9.69�Lż

V25 : Ɣ
V4 (backbone) : 1.32�Lż
inserW (hArcHiBiW) : 4.6�Lż
MlX : 10�Lż
H2O : 4.08�Lż

15min aW 50�CƔ

TransformaWion :
V26 : 0.5�L V26 + 500�L H2O -> 2�LƔ
V25, V27, V28 : 2�LƔ
-> NEB C3040 proWocol

VLP harYesWing and HiBiW assa\ :
VLP harYesWing Zas carreid oXW according Wo Whe sWandard proWocolƔ
The HiBiW assa\ Zas carried oXW according Wo Whe sWandard HiBiW assa\ proWocol Ɣ
NoWes : sample Ɣ

A11 mighW be dilXWedż
Sample E2 mighW conWain Whe sample from E3ż
sample C5 mighW haYe a higher signal becaXse Whe cells Zere sXspended mXch more Whan in Whe oWher Zellsż
No PBS Zashing Zas carried oXW for Whe firsW Wimeż


