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07. (JXl\) 2019  

PURjecW: iGEM_MXnich2019 ShaUed PUojecW
AXWhRUV: Johanna WallneU

SeTXencing UeVXlWV :
V11#3,4,9 POSITIVE -> 150mL LB + Amp cXlWXUeƔ

ReVWUicWion :
V14Ɣ

DNA V14 0.935�Lż
10[ CXW SmaUW BXffeU 5�Lż
Nhe-Hf 1�Lż
MlX1-Hf 1�Lż
MilliQ 42�Lż
-> 15min aW 37�C When on ice

V16Ɣ
DNA V16 3.14�Lż
10[ CXW SmaUW BXffeU 5�Lż
MindII-Hf 1�Lż
MilliQ 40.8�Lż
-> 15min aW 37�C, 20min 80�C, add 5.5�L 1MNaO, add 1�L BVpEI, 15min 37�C

mi[ VampleV ZiWh 15�L loading d\e, 1% gel elecWUophoUeViV, 20minƔ
NEB gel e[WUacWion, elXWe ZiWh 6�LƔ
V14 : 111.7ng/�L, V16 : 60.6ng/�LƔ

LigaWion :
T4 BXffeU 2�LƔ
T4 LigaVe 1�LƔ
VecWoU DNA 50ngƔ
inVeUW DNA 1.639ngƔ
H2O 12�LƔ
-> V12 inVeUW : 36bp, backbone : 6424bp -> UeVXlW : 6388bp
-> UeVXlW V15 : 6405bp
nebiocalcXlaWoU ; BiomaVV : 50ngƔ
V14 : 28.22fmol/�LƔ
V26 : 15.35fmol/�LƔ

TUanVfoUmaWion :
WUanVfoUmaWion of V15 accoUding Wo VWandaUd NEB WUanVfoUmaWion pUoWocolƔ
becaXVe Whe cellV ZeUe incXbaWed aW 37�C and noW 30�C Ze onl\ plaWed 60�L inVWead of 100�L Wo noW geW Woo man\ colonieVƔ

MRUiW] :
cell VpliWWing & Veeding :

Seeding of 12 ZellV of 24 Zell plaWe (600�L ZiWh 150kcellV peU Zell)Ɣ
VpliWWing accoUding Wo Cell SpliWWing pUoWocolƔ

MONDAY, 1/7/2019
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gibVon aVVembl\, ligaWion and TUanVfoUmaWion :
V27, V28, V25Ɣ
InVeUWV : gBlockV fUom IDT (500ng)Ɣ

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

V28 : gibVon oYeUlapƔ
ReVWUicWion foU V27Ɣ

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

10[ CXWVmaUW 
BXffeU 5�L 5�L

BamH1HF 1�L 1�L

MlX1 HF 1�L 1�L

MilliQ 41�L 23�L
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TabOe4

15min, 37�Cż
1% AgaUoVe GelƔ
mi[ VampleV ZiWh 15�L loading d\e no SDS; 10min 150VƔ
NEB MonaUch Gel E[WUacWion kiW foU gel pXUificaWion : elXWe in 10�L H2O (Backbone) in 14�L H2O (inVeUW)Ɣ
(inVeUW bandV ZeUe noW cleaUl\ YiVible; ne[W Wime if Whe inVeUW iV a gBlock no gel pXUificaWion !)
NanodUop :Ɣ
inVeUW : 20,4 ng/�L
backbone : 52,3 ng/�L

ligaWion V27 :
T4 BXffeU: 2�LƔ
T4 ligaVe : 1�LƔ
VecWoU (backbone) : 1,05�LƔ
inVeUW : 2,04�LƔ
H2O : 13,9�LƔ
10min aW UoomWempeUaWXUe, 10min aW 65�CƔ

gibVon aVVembl\ V28, V25 :
V28 :Ɣ

V4 (backbone) : 1.32�Lż
inVeUW (HiVGPSGL1) : 1.74�Lż
MlX : 10�Lż
H2O : 9.69�Lż

V25 : Ɣ
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V4 (backbone) : 1.32�Lż
inVeUW (hAUcHiBiW) : 4.6�Lż
MlX : 10�Lż
H2O : 4.08�Lż

15min aW 50�CƔ

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


