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SUPPLEMENTAL FIGURE LEGENDS

Figure S1. Additional information on RNA-seq analysis of plasma EVs from AD and MCI
individuals. (A) Percentage of RNA reads mapping to different types of transcripts in EVs from human
plasma samples. (B) Heatmap of the 37 mt-RNAs (MCI vs. HC, AD vs. HC). Scale indicates
Log>(Fold change).

Figure S2. Additional analysis of protein contents in EVs from cultured cells following neurotoxic
damage. (A) RT-qPCR analysis of RNA present in EVs from astrocytoma cells treated as indicated to
quantify the levels of several control transcripts, including GAPDH and ACTB mRNAs, highly abundant
in EVs, and CDKN24 and CDKN14 mRNAs, in low abundance in EVs. Data represent the means +
S.E.M. from three independent experiments. (B,C) Ponceau S staining of the Western blots shown in

Figure 5 using astrocytoma cell lysates and secreted EVs following treatment with AB42 (B) or H2O»
(©).

Figure S3. Additional analysis of protein contents in cultured cells and the Size characterization of
EVs by Nanoparticle Tracking Analysis (NTA). (A) Western blot analysis of the levels of apoptotic
markers cleaved PARP and cleaved caspase-3 as well as loading control GAPDH in whole-cell lysates
obtained from astrocytes after the indicated treatments with AB42 or HO,. Western blot analysis of
whole-cell lysates from microglia cells treated with etoposide for 18 h were included as positive controls
for cleaved caspase 3 and cleaved PARP. (B) Size distribution of EVs obtained from astrocytes after the
indicated treatments; traces were obtained by Nanoparticle Tracking Analysis (NTA) using a NanoSight

instrument.
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SUPPLEMENTAL MATERIAL AND METHODS

Nanoparticle Tracking Analysis for EVs
For Nanoparticle Tracking Analysis (NTA) to determine EV concentration and size, 300 puL of the EVs
prepared in filtered PBS were measured on the NS300 instrument (NanoSight, Aumesbery, UK). NTA

analytical software (NanoSight NTA version 3.2) was used for image capture and data analysis.

Additional RT-qPCR analysis from EVs

RT-gPCR validation of RNA in EVs was performed as indicated in the main manuscript. Additional
amplicons were measured using the following primer pairs (each forward and reverse):
TGCACCACCAACTGCTTAGC and GGCATGGACTGTGGTCATGAG for GAPDH mRNA,
GCACAGAGCCTCGCCTT and GTTGTCGACGACGAGCG for ACTB mRNA,
GTTACGGTCGGAGGCCG and GTGAGAGTGGCGGGGTC for CDKN24 mRNA, and
AGTCAGTTCCTTGTGGAGCC and CATGGGTTCTGACGGACAT for CDKN14 mRNA.

Protein analysis for cell apoptosis

Whole-cell lysates and used for Western Blot as described in the main text. After size-fractionation by
SDS-PAGE and transfer of whole-cell lysates, the blots were incubated with antibodies that recognized
cleaved PARP (Santa Cruz Biotechnology), cleaved caspase 3, and GAPDH (Cell Signaling
Technology).
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Kim, Meng, et al. Supplemental Figure 1

Total EV Transcripts

hE-BhA

-2

Protein coding
Pseudogene
Antisense
lincRNA
Processed transcript
Sense overlapping
Sense intronic
miRNA

lgV gene

MI-IRNA

miscRNA

Others

MClvs HC AD vs HC

1AT-ATRE
MAT-ATRE
WT-CC1
MT-CC2
WT-CC3
AT-CVE
BAT- KDL
BAT- D2
MT-HE3
MAT- 24
MAT- MDSL
BAT- DS
BAT- HIDE
MT-TA
MT-TC
MT-TO
WT-TE
MAT-TF
AT-TC
MT-TH
WT-TI
MT-TE
BAT-TLL
MAT-TLZ
WT-THA
BAT-TH
MT-TR
WT-TQ
RAT-TR
BAT-TS1
BAT-TS2
MT-TT
MT-TV
WAT-Ti
bAT-TY
*AT-PHRL
MT-RHRZ




1.51

Fold Change

0.0-

ARAZ {pM)

o

Hz0; (uM)

GAPDH ACTB CDKN2A CDKNZ2B
! mRMNAs
Cell EVs
0 1 5 0 1 5
Cell EVs
0 50 100 0 50 100
i

-
=
1

ol
n
1

-

Astrocytoma 1321N1
@ Untreated

A ARAZ2 (1 uM)

| AR42 (50pM)

undetectable

Kim, Meng, et al, page 5

Kim, Meng, et al. Supplemental Figure 2

F——




Concentration (particles/ml}{E7)

Kim, Meng, et al, page 6

Kim, Meng, et al. Supplemental Figure 3
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