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08. (AXgXsW) 2019  

PURMecW: iGEM_MXnich2019 Shared ProjecW
AXWKRUV: Johanna Wallner

AOeMaQdUR: 
reXpWake assa\ - flXc, recipienW cells

Time: 10:30 a.m.; 24 h afWer WransfecWionƔ
mediXm Zas discarded and cells Zere resXspended in 1 mL cold PBS (16 Wimes Xp and doZn)Ɣ
52 �L sXspension Zere Xsed for Whe flXc assa\ and a 0, 10, 20, 30, 40, 50 fmol HiBiW sWandard cXrYe in PBS Zas XsedƔ

5 min incXbaWion Wime aW 300 min-1Ɣ

HiBiW sWandard cXrYe 0-50

1: onl\ 
Gag *

2: onl\ 
flXc *

3: 
MCP 
VLPs *

4: 
L7Ae 
VLPs *
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FOXc aVVa\ fRU UeXSWaNe aVVa\, 24/08/19

* 2 Zells ZiWh sXpernaWanW form origin cells 1, 2 Zells ZiWh sXpernaWanW from origin cells 2, 2 Zells ZiWh sXpernaWanW from origin 
cells 3

Ɣ

cell cXlWXre
T75 flasks WransfecWion for qPCR and PXrificaWionƔ

IPSRUWaQW gXLdeOLQeVż
Make DNA-LipofecWamine� 3000 comple[es in serXm-free mediXm sXch as OpWi-MEM� RedXced SerXm 
MediXm and add direcWl\ Wo cells in cXlWXre mediXm, in Whe presence or absence of serXm/anWibioWic.
IW is noW necessar\ Wo remoYe comple[es or change/add mediXm afWer WransfecWion.
The amoXnW of LipofecWamine� 3000 ReagenW for sXccessfXl WransfecWion Yaries. SWarW an\ neZ WransfecWion 
b\ WesWing Whe recommended WZo concenWraWions of LipofecWamine� 3000 ReagenW Wo deWermine an opWimXm 
amoXnW

maWerials: ż
Plasmid DNA (0.5-5�g/�L sWock)Ŷ
OpWi-MEM RedXced SerXm MediXmŶ
MicrocenWrifXge WXbesŶ
LipofecWamine 3000 reagenWŶ
Cells (e.g. HEK 293 T)Ŷ

boWh flasks Zere aW aboXW 50-60 % conflXenWż
mediXm oYer Whe cells Zas remoYed and 15 mL neZ mediXm Zas addedż
Wime WransfecWion finished: 13:30 p.m.ż
T75 flask VLPs-MCPż

SATURDAY, 24/8/2019
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T75 fOaVN VLPV-MCP

T75 flask E[osomes-L7Aeż
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T75 fOaVN E[RVRPeV-L7Ae

TransfecWionschemeż

DNA per flask 20 �g

P3000 ReagenW 
per flask 40 �L

LipofecWamine 
3000 reagenW 
per flask

30 �L

OpWiMEM per 
flask 2 [ 750 �L
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WUaQVfecWLRQPL[ T75

TransfecW cells according Wo Whe folloZing Wable. Use Whe indicaWed YolXme of DNA and P3000� ReagenW ZiWh each 
of Whe WZo YolXmes of LipofecWamine� 3000 (Zhen performing opWimi]aWion). Each reacWion mi[ YolXme is for one 
Zell and accoXnWs for pipeWWing YariaWions. Scale YolXmes proporWionall\ for addiWional Zells.
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