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08. (AXgXVW) 2019  

PURMecW: iGEM_MXnich2019 ShaUed PUojecW
AXWKRUV: Johanna WallneU

JRKaQQa:
cell cXlWXUe:
MediXm e[change T75 flaVk VLP: TPCR and PXUificaWion

Wake oXW MediXm, add 15 mL neZ, ZaUm mediXmƔ
finiVhed aW 9:30 a.m.Ɣ
XVe Whe old MediXm (VLP conWaining mediXm) foU bioWin SXUificaWionƔ

BioWin PXUificaWion
VWaUW 2 oYeUnighW-incXbaWionVƔ

SUeSaUe 2 colXmnV ZiWh 500 �L BioWin-AgaUoVeż
SUoWocol XXXXXXż
WUanVfeU Whe BioWin-PBS mi[WXUe Wo 2 neZ falconVż
cenWUifXge Whe haUYeVWeW mediXm (2000g, 10 min, 4 �C)ż
add 2 mL of Whe cenWiUifXged VXSeUnaWanW Wo Whe BioWin-PBS mi[WXUeż
incXbaWe aW4 �C, Vhakingż
finiVhed aW 10:00 a.m.ż

SUeSaUe a BioWinbXffeUƔ
50 mM in 100 mLż
XVe D-BioWin (MW: 244,31 g/mol), NaOH (1 molaU), SH-meWeU, agiWaWoU, heaWing SlaWe (30-40 �C)ż
bioWin iV onl\ VolXble in baVic condiWionV --> XVe NaOHż

AOeMaQdUR
Cloning of V33

V33 ≙ MXnich iGEMV 2018'V BBa_K2170002 ORF in Whe SCAG backboneƔ
Backbone: V4 digeVWion ZiWh MlX1-HF and Pa[1 (37 �C foU 20 min)Ɣ

DNA 1 �g

10X CXWSmaUW 
BXffeU 5 �l (1X)

ReVWUicWion 
En]\me (Pa[1 
and MlX1-HF)

each 1 �l 

ddH2O Wo 50 �l 

ToWal 50 �l 
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UeVWLULcWLRQ dLJeVW V33

InVeUW geneUaWion Yia PCR: Ɣ
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2X Q5 
MaVWeUMi[ 12.5 �L

SUimeU 57 1.25 �L

SUimeU 58 1.25 �L

BBa_K217000
2 0.1 �L (5 ng)

ddH2O 10 �L
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IQVeUW JeQeUaWLRQ V33 PCR

WheUmoc\cleU: Ŷ

98 30

98 10

67 20

72 60

go back Wo 2 (32[)

72 120

4 Will End
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PCR IQVeUW JeQeUaWLRQ IRU V33

boWh fUagmenWV ZeUe gel SXUified (1 % agaUoVe, 120 V, 30 min, NEB gel e[WUacWion kiW)Ɣ
Yield: Pac1-V4-MlX1: 23 ng/�L; GibVon-BB2016: 70 ng/�LƔ
fUagmenWV ZeUe fUo]en @-70 �CƔ

GibVon aVVembl\ of V33
1:2 YecWoU:inVeUWƔ
GibVon aVVembl\ ZiWh Whe HiFi DNA AVVembl\ MaVWeU Mi[ fUom NEB (VWandaUd SUoWocol folloZed)Ɣ
VecWoU: 4800 bS; Pac1/MlX1-digeVWed V4: 3 �L, 69 ng, 0.023 SmolƔ
InVeUW: 2800 bS; BBa_K2170002 foU GibVon PCR amSlicon: 1.13 �L, 79.6 ng, 0.046 SmolƔ
+ 10 �L HiFi MaVWeUmi[ + 6 �L MQ-H2O -> 20 �L WoWal YolXme -> 15 min @ 50 �CƔ

JRKaQQa
PUeSaUe neZ BioWin-PXUificaWion

XVe Whe 72h-afWeU WUanVfecWion mediXm fUom Whe T75 flaVk, cenWUifXgaWion (2000 g, 10 min)Ɣ
SUeSaUe 1 bioWin-agaUoVe colXmnƔ

500 �L BioWinagaUoVe (1:1 in PBS) -> WUanVfeU iW ZiWh 1 mL PBS Wo a flaconż
add 2 mL SNŶ
incXbaWe @ 4�C, Vhaking; Wime: 11:30Ŷ

SUeSaUe 1 ESSi ZiWh 50 �L magneWic bioWin beadV, eTXilibUaWe 2[ ZiWh 100 �L PBSƔ
add 400 �L SNż
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incXbaWe @ 4�C, UoWaWing, Wime: 11:30ż
caXWion: oUigin SN foU HiBiW ZaV ZaUmed XS Wo 37 �C foU 1 hoXU ZiWh DNAVeƔ

cell cXlWXUe: 
VSliWWin: PaVVage 29 ZiWh 800 �LƔ


