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Table 3
Antibodies Epitope é.ipha—Synucﬁefn
oligomer capturing
{Company} )
capacity
Alpha/beta-Synuciein
Antibody N-18 N-terminai ++
{Santa Cruz Biotechnology)
Alpha-Synuclein Antibody
C-20-R C-terminal +H+
{Santa Cruz Biotechnology)
Alpha-Synuclein Antibody 211 Amino acids 121-125 .
{Santa Cruz Biotechnology) ) - '
Alpha-synuclein Antibody
Syn-204 Fragment 1-13C *
{Santa Cruz Biotechnology)
16 ADV Mouse IgG1 .
. Conformational -
{Acumen)
4+ Best
o+ very good
+ good
- no resuft
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Detection of a-Bynuciem oligomers spiked in human biood plasma

Spiked with

a-Syn oligomers Diluted 1:1in 1 X PBS

#;

+ {0.05% Tween 20)

+ Protease inhibitor
500 ul Human

Blood Plasma (BP)

incubated w 107 antibody
coated beads per 500 i BP

16 hat22°C

Beads {10 ul) added
into each well

&

+ a-Syn monomers {200 pg/mi)
+ Thioflavin-T {5 uM)

N

Washed beads,
re-suspended in

Incubation at 37 “°C 20 ul of IXPBS

with shaking @ 500 rpm

Antibodies and a-Syn binding regions;
Fluorescence detection, N-19, N-terminal region
excitation 435 nm 211 middle region
amission 485 nm C20, Cterminal region

FIG. 16B
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Tsp = s.em. (h)

Seeds A Seeds B
Days Undiluted | Diluted | Undiluted | Diluted | Average |{P Value (ns)
standard standard standard standard

Day 0 65+ 5 7843 7246 6543 | 70+3.1] 019
Day 7 69+ 3 74472 744 4 7448 | 72+12] 084
Day 14 | 63+4 7543 69+ 3 6341 | 68+29] 006
Day30 | 74+2 70+ 7 88 + 4 7743 | 77£39] 009
Average | 67426 | 7T4+16 | 75+42 | 70+34 [71.5+18
Pvalue (ns)|  0.14 0.62 0.08 0.16 0.26

FIG. 20M



PCT/US2018/032962

WO 2018/213440

25/27

S

DN

2
Yoon

N\

N

o0}

e

k3

\\\\\ \\\\\\\\\\ 5

e

108
Time {h}

o ( )
2, \\ 2 %

1000+

o s
&y %

% £
L3 o
& &
e 7% g guh

{'rre} soussseiony (4L

3
)

&
3

e

Tl fau ey

FIG. 20N



WO 2018/213440

HMaximum sggregstion,
fiunrascencs Wity

Miaximum sggregaiion,
figorssnence units

3008~

000~

R

PCT/US2018/032962

26/27
&
N
&
N yee seeds {positive soateal}
¥ Ny sweds {negative vomrad}
N
N ¥ &
N
= g
M\\\\\ N
3 3
R
R &

» N

3008-

0B+

DG

# qonirol
B oA
A olhwer kuopathivs
oo saads {poaitive control}
without seeds {negative controls)

FIG. 21B



PCT/US2018/032962

WO 2018/213440

27/27

Yooorssporesiposlfyrrosssstylyoss part) i
P ]
L2
£
: : it % ]
Yy g Gy esvosseaspsessssifnsposel Y]
Yoasosd ipoceihpossrnnd, Ypootlfpord g |
=¥
Yl oiprripsrssnssly Yty &
Yppinmrantprarnrect; vy &
Gy ttorevoriprresssss Y B
Yy s % L&
P2
% Yposoiyort
% P
.rT!
N B, 3
o 2@ g4l %
P A U S 7
Lk
% % 4 % # m\
.\\w
%
H] L} 1 ﬂm\snuu
o2 [~ = o]
8 & &
& S

aaussselony Jul uonelaibby

Tume, B

FIG. 22



