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06. (JXne) 2019  

PURMecW: iGEM_MXnich2019 ShaUed PUojecW
AXWhRUV: Johanna WallneU

cell cXlWXUe :
cell VSliWWing + Veeding neZ moWheUSlaWe (SaVVage 18)Ɣ
Veeding of 30 ZellV of a 96 Zell SlaWe a 300.000 cellV SeU Zell ZiWh 150 �L MediXmƔ
MiniSUeSV of VamSleV V9#1, #4, #7 accoUding Wo MiniSUeS SUoWocolƔ

84.5ng/�L 83.0ng/�L 81.5ng/�L

V9#1 V9#4 V9#7

1

NaQRdURS PeaVXUePeQWV

colon\ PCR V10 :
-> 24 VamSleV 28 WimeV
280�L MilliQƔ
35�L P12Ɣ
35�L P38Ɣ
+12.5�L MaVWeUmi[ gUeen

-> PCR - SUogUam call PCR
-> 1% AgaUoVe gel : 2�L laddeU, 10�L VamSle
-> 150V, 20min

PCR :
PUimeU 14 + 15 on jeffV SBS-KSII -> amSlif\ flXc1.
CTm : 66�C; 1733bS
flXc GIBSON 4V14

  2.-3. PUimeU 16 + 17 on V2 -> amSlif\ MS2 looS VeTXence
CTm : 65�C; 108bS
MS2 GibVon 4V14

       4. PUimeU 24 + 25 on V4 -> amSlif\ MCP VeTXence
CTm : 64�C, 412bS

       5. PUimeU 30 + 31 on V12 (Addgene SlaVmid) -> amSlif\ FLAG-VSV-G
CTm : 65�C, 1685bS
VSV-G-FLAG GibVon 4V16

       6. PUimeU 36 + 37 on E2 (FXVVeneggeU) -> amSlif\ nlXc
CTm : 65�C, 607bS
nlXc GibVon 4V19

-> PCR aVVa\ and SUogUamm accoUding Wo PCR SUoWocol (annealing WemSeUaWXUe : 64�C)
cU\oVWockV V12 & V13 :

750�L Gl\ceUol + 750�L bacWeUial VamSleƔ
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