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10. (OcWobeU) 2019  

PURMHFW: iGEM_MXnich2019 ShaUed PUojecW
AXWKRUV: Johanna WallneU

JRKDQQD DQG SDUDK
HeSaUin-PXUificaWion (min6 + HEK293T)

SWock SolXWionVƔ
1 M HEPES, PH 7.2 (0.5 L: 119.15 g HEPES (fUee acid), MW: 238.3)ż
5 M NaCl (0.5 L: 29.22 g NaCl, MW: 58.44)ż
1 M NaOH (0.5 L: 20 g NaOH, MW: 40)ż
30 % 2-PUoSanolż

BXffeU A:Ɣ
50 mM HEPES, SH 7.2ż

BXffeU BƔ
50 mM HEPES, 2 M NaCl, SH 7.2ż

ETXilibUaWion BXffeUƔ
50 mM HEPES, 120 mM NaCl, SH 7.2ż
5 CV = 5 mLż

WaVh BXffeUƔ
50 mM HEPES, 120 mM NaCl, SH 7.2ż
10 CV = 10 mLż

LineaU SalW GUadienW: 6 - 100 % oYeU 20 CV = 20 mL, 100 % BƔ
RegeneUaWionƔ

1 M NaOH, 10 CV = 10 mLż
30 % 2-PUoSanol, 10 CV = 10 mLż

PUHSDUDWLRQ
PUeSaUe SWock SolXWionV, filWeU Whem!
PUeSaUe BXffeU A, BXffeU B, ETXilibUaWion BXffeU, WaVh BXffeU
PUeSaUe ElXWion BXffeU (20 [ 10 mL -> label 20 [ 15 mL FalconV)
PUeSaUe XY [ FT ESSiV, 10 [ WaVh ESSiV, 20 [ ElXWion ESSiV
ETXilibUaWe Whe heSaUin UeVin ZiWh 5 CV ETXLOLEUDWLRQ BXIIHU
PUeSaUe Whe VamSle: haUYeVW Whe VXSeUnaWanW foUm Whe 6-Zell SlaWe. CenWUifXge 10 minXWeV aW 2000 g.
FilWUaWion: FilWeU Whe haUYeVWed VXSeUnaWanW WhUoXgh a 0.8 ȝm V\Uinge filWeU
Load Whe VamSle on Whe UeVin -> collecW FloZ-WhUoXgh = XY mL = XY fUacWionV
:DVK
WaVh ZiWh 10 CV WaV BXffeU = 10 fUacWionV
EOXWLRQ
ElXWe ZiWh a ValW gUadienW (120 - 20000 mM NaCl) ZiWh 20 CV = 20 fUacWionV

THURSDAY, 10/10/2019
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150 925 75 9.25 0.75

200 900 100 9 1

300 850 150 8.5 1.5

400 800 200 8 2

500 750 250 7.5 2.5

600 700 300 7 3

700 650 350 6.5 3.5

800 600 400 6 4

900 550 450 5.5 4.5

1000 500 500 5 5

1100 450 550 4.5 5.5

1200 400 600 4 6

1300 350 650 3.5 6.5

1400 300 700 3 7

1500 250 750 2.5 7.5

1600 200 800 2 8

1700 150 850 1.5 8.5

1800 100 900 1 9

1900 50 950 0.5 9.5

2000 0 1000 0 10
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EOXWLRQ PDWWHUQ

10 CV aW Whe end of Whe gUadienW ZiWh 100 % BXIIHU B
RHJHQHUDWLRQ
10 CV 1 M NaOH
10 CV 30 % 2-PUoSanol
DDWD AQDO\VLV
MeaVXUe A280 of each fUacWion (FloZ-ThUoXgh, WaVh, ElXWion) .
SDS Page: L, FT, W, E1, E2, E3,... (WoWal: XY combV?)

UeVXlWV: 
min6 VLP emSW\: Ɣ
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¦

min6 VLP loaded: Ɣ

¦

concenWUaWe all elXWion-fUacWionV ZiWh 30 kDa cenWUiconVƔ

AOHMDQGUR
HiBiW aVVa\

on 96-Zell SlaWeV ZiWh boWh HEK and min6 cellVƔ
9LP/H[RVRPHV L\VLV BXIIHU: Add PUoWeaVe InhibiWoU CockWail (SigmaAldUich, P8340) 1:50 Wo VLB (1X PBS, 1 % TUiWon X-100), 
SUeSaUe 40 �l SeU Zell + 500 �l.

Ɣ

PBS IRU PL[LQJ VXSHUQDWDQW XQO\VHG VDPSOHV (1:1): Add PUoWeaVe InhibiWoU CockWail 1:50 Wo PBS4MIX, SUeSaUe 40 �l SeU 
Zell + 500 �l.

ż

CHOO L\VLV BXIIHU: Add PUoWeaVe InhibiWoU CockWail 1:100 Wo CLB 1X PBS, 0.5 % TUiWon X-100), SUeSaUe 400 �l SeU Zell + 
500 �l.

ż

PBS IRU GLOXWLQJ DOO VDPSOHV (1:10):Add PUoWeaVe InhibiWoU CockWail 1:100 Wo PBS4DIL, SUeSaUe 135 �l SeU Zell + 1.5 ml.ż
SXSHUQDWDQW KDUYHVWLQJƔ
HaUYeVW 120 �l VXSeUnaWanW conWaining Whe VLPV 72 h afWeU WUanVfecWion / e[oVomeV 48 h afWeU WUanVfecWion and 24 h afWeU mediXm 
e[change (VLPV) inWo a black flaWboWWom 96-Zell SlaWe (= SN cenWUifXgaWion SlaWe).
CenWUifXge Whe SlaWe aW 2000 g foU 10min Wo UemoYe dead cellV and biggeU cell debUiV.
TUanVfeU 90 �l VXSeUnaWanW Wo a PCR 96-Zell SlaWe (= SN l\Ved SlaWe) and ZoUk on ice fUom WhiV VWeS on. DiVcaUd Whe SlaWe ZiWh Whe 
SelleWed cellV.
Add 10 �l PBS4MIX Wo a neZ PCR 96-Zell SlaWe (= SN Xnl\Ved SlaWe).
TUanVfeU 10 �l fUom Whe cenWUifXged VXSeUnaWanW Wo Whe SN Xnl\Ved SlaWe and mi[ Zell (6 WimeV XS and doZn).
Add 80 �l VLB Wo Whe SN l\Ved SlaWe and mi[ Zell (6 WimeV XS and doZn). PXW a SlaVWic foil oYeU Whe SlaWe and make VXUe all Whe 
ZellV aUe Zell cloVed. IncXbaWe When Whe SlaWe aW 60 �C foU 15 min in a WheUmoc\cleU and SXW iW afWeUZaUdV back on ice.
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DilXWe VamSleV fUom boWh Whe SN l\Ved and SN l\Ved SlaWeV 1:10 b\ WUanVfeUUing 4 �l Wo WZo neZ ZhiWe flaWboWWom 96-Zell SlaWeV 
conWaining 36 �l PBS4DIL (= SN l\Ved 4HiBiW and SN Xnl\Ved 4HiBiW SlaWeV). AliTXoW 38 �l PBS4DIL ZiWh a mXlWichannel SiSeWWe 
and SXVh onl\ XnWil Whe SUeVVXUe SoinW Wo aYoid adding bXbbleV. AboXW 2 �l Zill Uemain inVide Whe SlaVWic WiSV. PXVh all Whe Za\ 
WhUoXgh Zhen adding Whe 4 �l VamSle. Mi[ing iV noW neceVVaU\.
YoX can fUee]e Whe Uemaining 155 �l VamSle in Whe SN l\Ved SlaWe b\ SXWWing iW in Whe ±80 �C fUee]eU Wo do a TPCR ZiWh Whe Vame 
VamSleV.
Anal\]e Whe VamSle conWenW ZiWh Whe Nano-Glo� HiBiT E[WUacellXlaU DeWecWion S\VWem (PUomega). Add 42 �l fUeVhl\ SUeSaUed 
HiBiT ReacWion Mi[ (SXVh onl\ XnWil Whe SUeVVXUe SoinW) Wo Whe 40 �l dilXWed VamSleV (eTXiYalenW Wo 1.25 % oU 1/80 WoWal 

VXSeUnaWanW) and Vhake Whe SlaWeV aW 300 min±1 foU 10 min aW Uoom WemSeUaWXUe befoUe meaVXUing Whe lXmineVcence.
CHOO FRQWHQW DQDO\VLV
CaUefXll\ UemoYe Whe Uemaining 40 �l mediXm in Whe ZellV.
Add 160 �l CLB Wo each Zell and SiSeWWe XS and doZn 16 WimeV ZaVhing Zell Whe Zhole Zell aUea.
CenWUifXge Whe cell cXlWXUe SlaWe aW 3.000 Ucf foU 10 min.
TUanVfeU 120 �l and inWo a neZ PCR 96-Zell SlaWe (= CC SlaWe) and ZoUk on ice fUom WhiV VWeS on. DiVcaUd Whe SlaWe ZiWh Whe 
SelleWed cell debUiV.
PXW a SlaVWic foil oYeU Whe SlaWe and make VXUe all Whe ZellV aUe Zell cloVed. IncXbaWe Whe SlaWe aW 60 �C foU 15 min in a 
WheUmoc\cleU and When SXW Whe SlaWe back on ice.
DilXWe Whe VamSleV 1:10 b\ WUanVfeUUing 4 �l Wo a neZ ZhiWe flaWboWWom 96-Zell SlaWe conWaining 38 �l PBS4DIL (= CC 4HiBiW SlaWe). 
AliTXoW 38 �l PBS4DIL ZiWh a mXlWichannel SiSeWWe and SXVh onl\ XnWil Whe SUeVVXUe SoinW Wo aYoid adding bXbbleV. AboXW 2 �l Zill 
Uemain inVide Whe SlaVWic WiSV. PXVh all Whe Za\ WhUoXgh Zhen adding Whe 4 �l VamSle. Mi[ing iV noW neceVVaU\.
YoX can fUee]e Whe Uemaining 115 �l VamSle in Whe SN l\Ved VXSeUnaWanW SlaWe b\ SXWWing iW in Whe ±80 �C fUee]eU Wo do a TPCR 
ZiWh Whe Vame VamSleV.
Anal\]e Whe VamSle conWenW ZiWh Whe Nano-Glo� HiBiT E[WUacellXlaU DeWecWion S\VWem. Add 42 �l fUeVhl\ SUeSaUed HiBiW ReacWion 
Mi[ (SXVh onl\ XnWil Whe SUeVVXUe SoinW) Wo Whe 40 �l dilXWed VamSleV (eTXiYalenW Wo 2.5 % oU 1/40 WoWal VXSeUnaWanW) and Vhake Whe 

SlaWe aW 300 min±1 foU 10 min aW Uoom WemSeUaWXUe befoUe meaVXUing Whe lXmineVcence.
HLBL7 CDOLEUDWLRQ CXUYH
DilXWe Whe 20 �M HiBiT ConWUol PUoWein (PUomega) 1:1000 in PBS4DIL (1 �l SUoWein + 999 �l PBS4DIL) and mi[ Zell. YoX can XVe 
WhiV 20 nM VolXWion foU VeYeUal HiBiT aVVa\V. AfWeU VWeS 19 fUee]e iW aW ±20 �C.
Make a dilXWion VeUieV in Vi[ 1.5 ESSiV accoUding Wo Whe folloZing Wable and meaVXUe each VolXWion in UeSlicaWeV on each ZhiWe 
flaWboWWom 96-Zell SlaWe:

20 nM VolXWion 0 �l 3.75 �l 7.5 �l 11.25 �l 15 �l 18.75

PBS4DIL 300 �l 296 �l 293 �l 289 �l 285 �l 281

7RWDO 9ROXPH 300 �l 300 �l 300 �l 300 �l 300 �l 300
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