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08. (AXgXVW) 2019  

PURMHFW: iGEM_MXnich2019 ShaUed PURjecW
AXWKRUV: JRhanna WallneU

JRKDQQD DQG SDUDK:
VLP-PXUificaWiRn:

VWaUW: 8:30 (--> 40 h afWeU mediXm-e[change)Ɣ
SUeSaUe cRlXmnV XXXXƔ

cXW WiSV and add filWeUż
add VE-ZaWeU, check if ZaWeU UXnV WhURXghż
cRlXmnV VhRXld nRW be dU\ -> cRYeU ZiWh ZaWeU and clRVe Whe WiSż

lRad BeadV Ɣ
add 500 �L BiRWin-AgaURVe in PBS (≙250 �L BiRWin-BeadV) RU 500 �L Ni-NTAż
add 10 mL PBS fRU eTXilibUaWiRn -> leW iW UXn WhURXgh; clRVe Whe WiSV and add 500 �L PBSż

VamSle SUeSaUaWiRnƔ
cenWUifXge mediXm: 2000 g, 10 min, 4 �Cż
WUanVfeU Whe VXSeUnaWanW WR a neZ falcRnż

SUeSaUe incXbaWiRnƔ
WUanVfeU Whe BiRWin-AgaURVe/Ni-NTA WR a neZ falcRn ZiWh 1 mL PBSż
add 2 mL VXSeUnaWanW WR each falcRnż
incXbaWe 2 h (biRWin) RU 1 h (HiV) aW 4 �C, Vhakingż

cRYeU Whe emSW\ cRlXmnV ZiWh PBS and clRVe Whe WiSVƔ
HiV-PXUificaWiRnƔ

Vee E[RVRme Lab BRRkż
ZaVh ViWh 15 mM Imida]Rleż
elXWe ZiWh 250 mM imida]Rleż
UeadRXW: HiBiWż

BiRWin-PXUificaWiRnƔ
RSen WiS fURm Whe cRlXmnV & leW Whe PBS UXn WhURXghż
clRVe WiSVż
add BiRWin-VamSleV -> 5 min incXbaWiRnż

cRllecW FT in a falcRnŶ
clRVe WiSVż
aSSl\ 1 mL BXffeU W (WaVh BXffeU: 100 mM TRIS Sh 8.0, 150 mM NaCl) = W1ż

incXbaWeŶ
cRllecW in a eSSiŶ
clRVe WiSŶ

aSSl\ 1 mL BXffeU W = W2ż
incXbaWeŶ
cRllecW in an eSSiŶ
clRVe WiSŶ

aSSl\ 1 mL BXT (ElXWiRn BXffeU: 100 mM TRIS SH 8.0, 150 mM NaCl, 1 mM EDTA, 50 mM Imida]Rle) = E1ż
incXbaWeŶ
cRllecW in an eSSiŶ
clRVe WiSŶ

aSSl\ 1 mL BXT = E2ż
incXbaWeŶ
cRllecW in an eSSiŶ

HiBiW aVVa\Ɣ

FRIDAY, 23/8/2019
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l\Ved: SN, FT, W1, W2, E1, E2 (ZiWh VLB: 40 �L VamSle + 40 �L VLB)ż
Xnl\Ved: SN, E1 (ZiWh PBS4Mi[: 40 �L VamSle + 40 �L PBS4Mi[)ż
dilXWe l\Ved and Xnl\Ved: 45 �L DIL-BXffeU + 5 �L VamSleż
VWandaUd cXUYe: 0, 5 fmRl, 10 fmRl, 20 fmRlż

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

A 6,18E+04 1,28E+05 1,06E+05 7,70E+04 1,45E+05 1,51E+05 2,94E+04 2,72E+04 3,00E+01 1,70E+01 1,20E+01 6,00E+00

B 1,03E+06 1,42E+06 9,04E+05 1,38E+06 1,72E+06 3,27E+06 1,64E+05 1,21E+05 3,60E+01 1,20E+01 7,00E+00 6,00E+00

C 8,45E+05 9,00E+05 6,08E+05 8,38E+05 1,11E+06 2,30E+06 1,04E+05 3,11E+04 9,11E+04 1,30E+01 1,50E+01 2,10E+01

D 2,75E+05 2,97E+05 2,04E+05 1,76E+05 2,83E+05 5,50E+05 2,62E+04 9,68E+03 6,38E+04 1,70E+01 1,20E+01 1,50E+01

E 6,60E+04 6,09E+04 5,07E+04 4,41E+04 7,15E+04 1,05E+05 1,31E+04 4,35E+03 1,93E+05 1,70E+01 1,10E+01 1,80E+01

F 5,48E+02 4,12E+02 3,01E+02 1,49E+03 4,15E+03 3,48E+03 1,58E+04 1,14E+04 1,72E+05 1,20E+01 1,20E+01 6,00E+00

G 1,74E+04 1,68E+04 1,25E+04 5,32E+04 6,49E+04 9,91E+04 3,86E+04 5,33E+04 3,23E+05 1,50E+01 1,60E+01 1,20E+01

H 4,52E+03 7,97E+03 8,44E+03 1,72E+04 2,52E+04 4,63E+04 7,61E+03 2,50E+04 3,16E+05 2,10E+01 5,00E+00 7,00E+00
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HLBLT DVVD\ IRU VLP-PXULILFDWLRQ, 23/08/19

UeVXlWVƔ
Vingle chain aYidin Rn L7Ae: ż

50 mM BiRWin PeUcenWage

FlRZWhURXgh 69 %

WaVh 29 %

ElXWiRn 2 %

A B
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VLQJOH FKDLQ DYLGLQ RQ L7AH - 23/0«

Vingle chain aYidin Rn MCPż

50 mM BiRWin PeUcenWage

FlRZWhURXgh 70 %

WaVh 28 %

ElXWiRn 2 %
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VLQJOH FKDLQ DYLGLQ RQ MCP - 23/0«

JRKDQQD:
Cell cXlWXUe: UeXSWake aVVa\ 

9:30 a.m. - 10:30 a.m.Ɣ
Wake RXW 600 �L VXSeUnaWanW Rf RUigin cellV --> cenWUifXgaWiRn: 2000 g, 10 minƔ
UeciSienW cellV: Ɣ

Wake RXW 600 �Lż
add 200 �L Rf Whe cenWUifXgaWed VXSeUnaWanW and 400 �L Rf neZ mediXm --> 2 ZellV ZiWh UeciSienW cellV SeU 1 Zell Rf 
VXSeUnaWanW fURm RUigin cellV

ż

100 �L Rf Whe cenWUifXgaWed VXSeUnaWanW ZeUe WUanVfeUed in a neZ eSSi WR caUU\ RXW a flXc aVVa\Ɣ
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AOHMDQGUR:
UeXSWake aVVa\: flXc aVVa\, RUigin cellV and VXSeUnaWanW:

VWandaUd cXUYe ZiWh PURmega'V HiBiW SURWeinƔ
fRU all VamSleV Whe Uemaining mediXm ZaV Waken RXW and Whe cellV ZeUe UeVXVSended in 1 mL PBS (16 WimeV XS and dRZn)Ɣ
52 �L ZeUe XVed fRU Whe aVVa\ (1/20; 5 %)Ɣ
Whe VXSeUnaWanW VamSleV ZeUe 52 �L fURm JRhanna'V cenWUifXgaWed VXSeUnaWnaW (1/16, 6.25 %)Ɣ

Z1 SN1

Z2 SN2

Z3 SN3

Z4 SN4

HiBiW SWandaUd cXUYe 0-50
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FOXF DVVD\ IRU UHXSWDNH DVVD\, 23/08/29

Z=cellV, SN=VXSeUnaWanWƔ
VWandaUd cXUYe: 0, 10, 20, 30, 40, 50 fmRl HiBiW in PBS, dXSlicaWeV Ɣ

inWegUaWiRn Wime 0.5 Vec, 5 min Vhaking aW 300 min-1Ɣ

UeXSWake aVVa\: HiBiW aVVa\, RUigin cellV and VXSeUnaWanW
ZiWh Whe Vame VaSleV aV Whe flXc aVVa\ WR check if Xndamaged VLPV had been WUanVfeUed WR Whe UeciSienW cellVƔ
10 �L VamSleV ZeUe mi[ed ZiWh 10 �L bXffeU:Ɣ

Z + VLB and PI -> 10 min, 60 �Cż
SN + VLP and PI -> 10 min, 60 �C (l\Ved)ż
SN + PBS and PI -> nR heaW WUeaWmenW (Xnl\Ved)ż

all VamSleV ZeUe When dilXWed 1:10 in PBS and PI (45 �L + 5 �L VamSle) and 42 �L fURm WheVe ZeUe XVed fRU a HiBiW aVVa\Ɣ

HiBiW VWandaUd cXUYe 0-50 

Z1 L1 U1

Xnl\Ved 2-4

l\Ved 2-4

cellV 2-4
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HLBLW DVVD\ IRU UHXSWDNH DVVD\, 23/08/2019

10 min Vhaking aW 300 min-1; 0.5 Vec inWegUaWiRn WimeƔ
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CU\RVWRck:
CU\RVWRck Rf BBa_K2170002 ZaV madeƔ


