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08. (AXgXVW) 2019  

PURMHFW: iGEM_MXnich2019 Shared ProjecW
AXWKRUV: Johanna Wallner

MRULW]
cell cXlWXre: VpliWWing
4 [ T75

AOHMDQGUR
HiBiW AVVa\

InWegraWion Wime dXring flXoreVcence meaVXremenW ZaV decreaVed Wo 0.5 VecƔ
poVVible miVWakeV: Ɣ

poVVible croVV-conWaminaWionV of roZV D & E (happened Zhile Waking Whe 120 �L SN oXW)ż
RoZ H had cellV ZiWhoXW CLB for 5 minż

VLPV and e[oVomeV harYeVWingƔ
PURWRFRO IRU KDUYHVWLQJ IURP 96-ZHOO SODWHV (160 �O PHGLXP)
BXIIHU SUHSDUDWLRQ
Work on ice

Add ProWeaVe InhibiWor CockWail (SigmaAldrich, P8340) 1:50 Wo VLB (VLP l\ViV bXffer: 1X PBS, 1 % TriWon X-100), prepare 
80 �l per Zell + 500 �l.

a.

Add ProWeaVe InhibiWor CockWail 1:50 Wo PBS4MIX (PBS for mi[ing VXpernaWanW Xnl\Ved VampleV 1:1), prepare 10 �l per 
Zell + 500 �l.

b.

Add ProWeaVe InhibiWor CockWail 1:100 Wo CLB (cell l\ViV bXffer: 1X PBS, 0.5 % TriWon X-100), prepare 160 �l per Zell + 500 
�l.

c.

Add ProWeaVe InhibiWor CockWail 1:100 Wo PBS4DIL (PBS for dilXWing all VampleV 1:10), prepare 114 �l per Zell + 500 �l.d.
6XSHUQDWDQW KDUYHVWLQJ

HarYeVW 120 �l VXpernaWanW conWaining Whe VLPV 72 h afWer WranVfecWion and 24 h afWer mediXm e[change inWo a black 
flaWboWWom 96-Zell plaWe (SN cenWrifXgaWion plaWe).

a.

CenWrifXge Whe plaWe aW 2000 rcf for 10min Wo remoYe dead cellV and bigger cell debriV.b.
TranVfer 90 �l VXpernaWanW Wo a PCR 96-Zell plaWe (SN l\Ved plaWe) and Zork on ice from WhiV VWep on. DiVcard Whe plaWe 
ZiWh Whe pelleWed cellV.

c.

Add 10 �l PBS4MIX Wo a neZ PCR 96-Zell plaWe (SN Xnl\Ved plaWe).d.
TranVfer 10 �l from Whe cenWrifXged VXpernaWanW Wo Whe SN Xnl\Ved plaWe and mi[ Zell (6 WimeV Xp and doZn).e.
Add 80 �l VLB Wo Whe SN l\Ved plaWe and mi[ Zell (6 WimeV Xp and doZn). PXW a plaVWic foil oYer Whe plaWe and make VXre all 
Whe ZellV are Zell cloVed. IncXbaWe When Whe plaWe aW 60 �C for 15 min in a Whermoc\cler and pXW iW afWerZardV back on ice.

f.

DilXWe VampleV from boWh Whe SN l\Ved and SN l\Ved plaWeV 1:10 b\ WranVferring 4 �l Wo WZo neZ ZhiWe flaWboWWom 96-Zell 
plaWeV conWaining 38 �l PBS4DIL (SN l\Ved 4HiBiW and SN Xnl\Ved 4HiBiW plaWeV). PXVh onl\ XnWil Whe preVVXre poinW Zhen 
aliqXoWing Whe 38 �l PBS4DIL. PXVh all Whe Za\ WhroXgh Zhen adding Whe 4 �l Vample. Mi[ing iV noW neceVVar\.

g.

Free]e Whe remaining 155 �l Vample in Whe SN l\Ved plaWe b\ pXWWing iW in Whe ±80 �C free]er (Wo do a qPCR ZiWh Whe Vame 
VampleV).

h.

Anal\]e Whe Vample conWenW ZiWh Whe HiBiW E[WracellXlar DeWecWion KiW. Add 42 �l freVhl\ prepared HiBiW ReacWion Mi[ (pXVh 
onl\ XnWil Whe preVVXre poinW) Wo Whe 40 �l dilXWed VampleV (eqXiYalenW Wo 1.25 % or 1/80 WoWal VXpernaWanW) and Vhake Whe 

plaWeV aW 300 min±1 (black Vhaker on Jeff¶V bench area) for 10 min before meaVXring Whe lXmineVcence.

i.

CHOO FRQWHQW DQDO\VLV
CarefXll\ remoYe Whe remaining 40 �l mediXm in Whe ZellV.a.
Add 160 �l CLB Wo each Zell and pipeWWe Xp and doZn 16 WimeV ZaVhing Zell Whe Zhole Zell area.b.
CenWrifXge Whe cell cXlWXre plaWe aW 3.000 rcf for 10 min.c.
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TranVfer 120 �l and inWo a neZ PCR 96-Zell plaWe (CC plaWe) and Zork on ice from WhiV VWep on. DiVcard Whe plaWe ZiWh Whe 
pelleWed cell debriV.

d.

PXW a plaVWic foil oYer Whe plaWe and make VXre all Whe ZellV are Zell cloVed. IncXbaWe Whe plaWe aW 60 �C for 15 min in a 
Whermoc\cler and When pXW Whe plaWe back on ice.

e.

DilXWe Whe VampleV 1:10 b\ WranVferring 4 �l Wo a neZ ZhiWe flaWboWWom 96-Zell plaWe conWaining 38 �l PBS4DIL (CC 4HiBiW 
plaWe). PXVh onl\ XnWil Whe preVVXre poinW Zhen aliqXoWing Whe 38 �l PBS4DIL. PXVh all Whe Za\ WhroXgh Zhen adding Whe 4 
�l Vample. Mi[ing iV noW neceVVar\.

f.

Free]e Whe remaining 115 �l Vample in Whe SN l\Ved VXpernaWanW plaWe b\ pXWWing iW in Whe ±80 �C free]er (Wo do a qPCR 
ZiWh Whe Vame VampleV).

g.

Anal\]e Whe Vample conWenW ZiWh Whe HiBiW E[WracellXlar DeWecWion KiW. Add 42 �l freVhl\ prepared HiBiW ReacWion Mi[ (pXVh 
onl\ XnWil Whe preVVXre poinW) Wo Whe 40 �l dilXWed VampleV (eqXiYalenW Wo 2.5 % or 1/40 WoWal VXpernaWanW) and Vhake Whe 

plaWe aW 300 min±1 (black Vhaker on Jeff¶V bench area) for 10 min before meaVXring Whe lXmineVcence.

h.

neZ calibraWion cXrYe ZiWh higher HiBiW ProWein concenWraWionV: 0, 10 fmol, 20 fmol, 30 fmol, 40 fmol, 50 fmol HiBiW in 40 �L PBSƔ
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SN VampleV Zere VZiWched dXring WranVfer. B3 correVpondV Wo G10, B10 Wo G3, eWc.

1 2 3 4 5 6 7 8 9 10 11 12

A 6,00E+01 5,60E+01 1,38E+05 1,42E+05 2,37E+05 2,71E+05 3,47E+05 4,16E+05 5,14E+05 6,14E+05 6,42E+05 7,50E+05

B 2,04E+05 1,55E+05 2,19E+05 2,17E+05 2,08E+05 1,93E+05 2,04E+05 2,20E+05 1,89E+05 2,23E+05 2,60E+01 1,30E+01

C 1,64E+05 3,00E+01 1,57E+05 1,46E+05 1,78E+05 1,31E+05 1,68E+05 1,60E+05 1,31E+05 1,78E+05 7,90E+03 8,51E+03

D 1,52E+05 1,40E+05 2,64E+05 2,75E+05 2,28E+05 2,49E+05 2,60E+05 2,69E+05 2,54E+05 2,67E+05 6,31E+03 6,82E+03

E 9,53E+04 8,92E+04 3,76E+05 3,79E+05 3,42E+05 2,86E+05 3,82E+05 3,87E+05 3,31E+05 3,39E+05 1,72E+04 1,65E+04

F 1,04E+05 8,80E+04 2,61E+05 2,52E+05 2,41E+05 2,50E+05 2,58E+05 2,73E+05 2,15E+05 2,19E+05 1,26E+04 1,21E+04

G 1,74E+04 1,69E+04 1,93E+02 2,10E+02 2,26E+02 2,03E+02 1,56E+02 2,03E+02 1,83E+02 2,23E+02

H 1,01E+04 7,83E+03

CalibraWion cXrYe parameWerV

Slope 13941

Y-inWercepW -9255

DaWa VWandari]ed Wo 1 fmol HiBiW proWein

1,64E+01 1,62E+01 1,56E+01 1,45E+01 1,53E+01 1,64E+01 1,42E+01 1,66E+01

1,19E+01 1,11E+01 1,35E+01 1,01E+01 1,27E+01 1,21E+01 1,01E+01 1,34E+01

1,96E+01 2,04E+01 1,70E+01 1,85E+01 1,93E+01 1,99E+01 1,89E+01 1,98E+01

2,76E+01 2,79E+01 2,52E+01 2,12E+01 2,81E+01 2,84E+01 2,44E+01 2,50E+01

1,94E+01 1,87E+01 1,79E+01 1,86E+01 1,92E+01 2,03E+01 1,61E+01 1,63E+01

6,78E-01 6,79E-01 6,80E-01 6,78E-01 6,75E-01 6,78E-01 6,77E-01 6,80E-01

PXnkWVpiegelXng of YalXeV dXe Wo Vample VZiWch

6,80E-01 6,77E-01 6,78E-01 6,75E-01 6,78E-01 6,80E-01 6,79E-01 6,78E-01

1,63E+01 1,61E+01 2,03E+01 1,92E+01 1,86E+01 1,79E+01 1,87E+01 1,94E+01

2,50E+01 2,44E+01 2,84E+01 2,81E+01 2,12E+01 2,52E+01 2,79E+01 2,76E+01

1,98E+01 1,89E+01 1,99E+01 1,93E+01 1,85E+01 1,70E+01 2,04E+01 1,96E+01

1,34E+01 1,01E+01 1,21E+01 1,27E+01 1,01E+01 1,35E+01 1,11E+01 1,19E+01

1,66E+01 1,42E+01 1,64E+01 1,53E+01 1,45E+01 1,56E+01 1,62E+01 1,64E+01

DaWa VWandari]ed Wo Whe Zhole Zell

5,44E+01 5,42E+01 5,43E+01 5,40E+01 5,43E+01 5,44E+01 5,43E+01 5,42E+01

1,31E+03 1,29E+03 1,62E+03 1,53E+03 1,49E+03 1,44E+03 1,50E+03 1,55E+03

2,00E+03 1,95E+03 2,27E+03 2,24E+03 1,69E+03 2,02E+03 2,23E+03 2,21E+03

1,58E+03 1,51E+03 1,60E+03 1,54E+03 1,48E+03 1,36E+03 1,63E+03 1,57E+03

1,07E+03 8,05E+02 9,70E+02 1,01E+03 8,06E+02 1,08E+03 8,90E+02 9,54E+02

1,33E+03 1,14E+03 1,31E+03 1,22E+03 1,16E+03 1,25E+03 1,30E+03 1,31E+03

UniW change Wo nmol

5,44E-02 5,42E-02 5,43E-02 5,40E-02 5,43E-02 5,44E-02 5,43E-02 5,42E-02

1,31E+00 1,29E+00 1,62E+00 1,53E+00 1,49E+00 1,44E+00 1,50E+00 1,55E+00

2,00E+00 1,95E+00 2,27E+00 2,24E+00 1,69E+00 2,02E+00 2,23E+00 2,21E+00

1,58E+00 1,51E+00 1,60E+00 1,54E+00 1,48E+00 1,36E+00 1,63E+00 1,57E+00

1,07E+00 8,05E-01 9,70E-01 1,01E+00 8,06E-01 1,08E+00 8,90E-01 9,54E-01

1,33E+00 1,14E+00 1,31E+00 1,22E+00 1,16E+00 1,25E+00 1,30E+00 1,31E+00

Ordering VXpernaWanW l\Ved

1 0,054389 0,05416 0,054274 0,054005 0,054274 0,054406 0,054315 0,054217

2 1,306965 1,288028 1,620859 1,533061 1,488875 1,435507 1,49863 1,550276

3 2,000172 1,952543 2,272176 2,244057 1,693738 2,017961 2,228563 2,207905

4 1,582412 1,508385 1,595036 1,542816 1,483136 1,362054 1,628893 1,569213

5 1,073983 0,805423 0,969543 1,014303 0,805997 1,076279 0,889778 0,954049

6 1,329919 1,13768 1,312704 1,224905 1,162356 1,247285 1,296636 1,309834
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UHVXOWV HLBLW DVVD\ 96-ZHOO IRUPDWH, 8 UHSOLFDWHV + SXULILFDWLRQ YLD HLV DQG BLRWLQ 16/08/19



10/20/2019 08. (AXgXst) 2019 y Benchling

Ꮂle:///tmp/tmpAECKHX.html 4/6

image.png

image.png

image.png

¦

¦

¦



10/20/2019 08. (AXgXst) 2019 y Benchling

Ꮂle:///tmp/tmpAECKHX.html 5/6

image.png

image.png

image.png

¦

¦

¦



10/20/2019 08. (AXgXst) 2019 y Benchling

Ꮂle:///tmp/tmpAECKHX.html 6/6

image.png¦

6DUDK
BioWin- and HiV-PXrificaWion

reVXlWV: elXWion fracWoin conWained 3[ more VLPV in Whe caVe of Whe bioWin pXrificaWionƔ
deWermine if Whe elXWed VLPV Zere Zhole or broken: HiBiW aVVa\: compare l\Ved and Xnl\Ved VignalVƔ
;;;;;;Ɣ


