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10. (October) 2019  

PURMHFW: iGEM_MXnich2019 Shared Project
AXWKRUV: Anja

AQMD
GO\FHURO VWRFN SUHSDUDWLRQ: E10,  E19, E20, V15 (see 04.10.2019)
Final gl\cerol stock for EXOs:

E10, E19, E20, E11, E16, E17, E18, V15, (+ V14, E6, E12 present preYioXsl\)Ɣ
C\WRWR[LFLW\ (LDH) AVVD\ 24h after transfection (according to C\toto[icit\ (LDH) Assa\ protocol)
-3 technical replicates Zere taken from each Zell
-Triton-X-100-PI-DMEM mi[ YolXme adjXsted to YolXme in 24-Zell plates (scale-Xp)
-done Zith backgroXnd controls inclXding the onl\ fXll DMEM mi[es

JRVKL
MIN6-K8 KDUYHVWLQJ IURP 24-ZHOO SODWH (same as HEK293T on 09.10.2019)
-cells Zere Zashed Zith PBS 
TLWUDWLRQ FXUYH H[SHULPHQW KDUYHVWLQJ 
-120�l harYested and centrifXged (according to VLPs and e[osome harYesting)
-50�l of Total E[osome Isolation reagents added to 100�l sXpernatant (top part after centrifXgation)
-incXbation in the fridge ON 
HEK 293T KDUYHVWLQJ IRU ORQJ-WHUP FHOO-PRQLWRULQJ H[SHULPHQW from 24-Zell plate for qPCR anal\sis (24h after transfection)
-600�l harYested and centrifXged (according to VLPs and e[osome harYesting)
-175�l of Total E[osome Isolation reagents added to 350�l sXpernatant (top part after centrifXgation)
-incXbation in the fridge ON
E;O HLBLT AVVD\ IRU HEK293T FHOO OLQH ORQJ-WHUP FHOO-PRQLWRULQJ H[SHULPHQW  from 24-Zell plates (24h after transfection, 
according to VLPs / E[osomes harYesting & HiBiT assa\ from 24-Zell plates)
-40�l Xsed for sXpernatant l\sed (SNl\sed)
-10�l Xsed for sXpernatant Xnl\sed (SNXnl\sed)
CHOO FXOWXUH: C\WRWR[LFLW\ DVVD\ PHGLXP FKDQJH on long-term cell-monitoring plate, 48 and 72h plates (samples inclXding or not 
inclXding Zeocin� antibiotic in the media)
-long-term cell-monitoring plate: 600�l harYested and saYed for HiBiT and qPCR anal\sis, 600�l fresh media Zith/oXt antibiotic added
-c\toto[icit\ assa\ 48 & 72h plates: 600�l remoYed, 600�l fresh media Zith/oXt antibiotic added

CRPSRQHQW VROXPH >XO@

 Zeocin� 
Stock  
(100mg/ml to 
reach 300�g/ml 
final conc.)

2,55

fXll DMEM 597,45
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VLP HLBLT AVVD\ IRU HEK293T (see entr\ in VLP lab book)
-oYertaken before heat l\sis step, data saYed as VLPcells, VLPSNl\sed, VLPSNXnl\sed (according to VLPs / E[osomes harYesting & 
HiBiT assa\ from 96-Zell plates)


