10/20/2019 09. (September) 2019 - Benchling

09. (September) 2019

Project: iGEM_Munich2019 Shared Project
Authors: Theresa Keil

MONDAY, 9/9/2019

e SDS-page after protocol
e VLP-MCP from 06.09. 10ul CL and 20ul SNL

Table 4 Gel Loading Scheme

A B Cc D E B G H I J K L M N o
1 Marker SNL2 CcL2 SNL V4 CLV4 SNL3 CL3 SNL3* CL3* SNL4 CL4 SNL5 CL5 SNL6 CL6

VLP Purification MCP (noHis/+His) / Exo MCP no His, Gel Scheme
A B C D E B G H I J K L M N o

1 Marker YePnoHis I mcp no His FT | JIGPno s MEP RO IS vep notis E1 | MCP no His E2 [MCP +His SN |MCP +His FT | MCP +His W1 | MCP +His W2 | MCP +His E1 | MCP +His E2 | 0P MO HIS | micp no His E1

Exosome Purification L7Ae (noHis/+His), MCP + His, Gel Scheme
A B C D E} F G H I J K L M N o

1 Marker penobis (L7AenoMis L7AenoHis L7AenoHis |L7AnoHis L7ACNOHIS | 75e 4iiis SN |L7Ae +HisFT |L7Ae+HisW1 |L7Ae+HisW2 |L7Ae+HiSE1 |L7Ae+HiSE2 |MCP +His SN | MCP +His E1

e startet with 50V, 10min to slowly load samples onto the gel
e continued with 150V for 35min
e continued with WB protocol
o blotted VLP-MCP first, afterwards Exo & VLP p24
o Poncaeau staining, washing, blocking in 5% milk 1h RT
o primary AB: MCP 1:10000 in 5% milk
p24, CD63 1: 2000 in 5% milk
o overnight at 4°C

RT of RNA isolation from 06.09.
e samples: exosomes cells, supernatant & spike
e conditions 1-6
e RT & noRT
e spike with Oligo dT, Cells & SN with RT3 primer

e VLPs Cells & supernatant
e conditions 2,3 &5

e RT & noRT

e all with RT3 primer
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