CLUSTAL O(1

mNeonGreen
EGFP

mNeonGreen
EGFP

mNeonGreen
EGFP

mNeonGreen
EGFP

mNeonGreen
EGFP

2.

4)

multiple sequence alignment

DNMASLPATHELHIF TGNPNDGYEELNLKS QFSP6O
LFTGVV IL——VELD E DATYGKLT KFIC PVPW 58
. e . * * .. Lk Kk

* Kk Kk kK kK *

WILVPHIGYGEFHQYLP GMSPFQAA-MVDGSGYQVHRIMOFEDGASLTVNYRYTYEGS 119
PT TTLT QCFS KQHDFFKSAMPE VQE IF K DGNYKTRAEVKFEGD 118
. * K

* kK * . kK

HIKGEAQV PVMTNSLTAADWCRSKKTYPN--—-DKTIISTEKWSYTTGNGK 175

TLVNRIEL NILGHK EYNYNSH--N IMADKQKNG KAN IRHNIED G176

RYRSTARTTYTFAKPMAAN-YLKNQPMYVFRKTEL----KHSKTELNFK FTD 230

V---QLADH QQNT IGDGP LPDN LSTQS SKDPNEKRDHMVLL AGITLG 233
* * -

236
239

* Kk Kk k kK

mNeonGreen EGFP

N-terminus N-terminus




palmNeonGreen

palmGFP

Promoter CMV
Construct
Vector CSCGW?2 lentivirus pLNCX retrovirus
EVs purification Size exclusion . . .
method chromatography Sucrose gradient centrifugation
EVs . Various (not provided in details);
. EVs size A0 t0 249 e MeaN | Evs detected in 0.22 um and 0.8
' ' um - filtered sample
Alix, Flotillin-2, CD9, :
EVs markers CD63, DRa Alix
EVs donor cells MelJuSo HEK 293T; primary glioblastoma cells
EVs uptake
=Vl Huh7 HEK 293T: primary glioblastoma cells
Organism Aequorea Victoria Branchiostoma lanceolatum
Excitation 506 nm 488 nm
Emission 517 nm 509 nm
Fluorescent
reporter Brightness 92.8 33.54
Maturation 25 minutes 10 minutes
Sequence o
identity AL

Supplementary Figure S2. Comparison of mNeonGreen and EGFP reporters. A. Amino
acid sequence alignment of mNeonGreen (GenBank accession number AGG56535.1) and
EGFP (Addgene expression vector 14757). B. X-ray structure of mNeonGreen (RCSB PDB
accession number 5LTR) and EGFP (RCSB PDB accession number 2YGD). C. The properties
of mNeonGreen and EGFP and the comparison of methodological details between

this study using palmNG and the report by Lai et al. [20] using palmGFP.



