Supplemental Figure S2: LC-MS Peak plots of GFAP
applicability experiment

Figure S2A: GFAP peptide RS[+80]YVSSGEMMVGGLAPGR

LC-MS chromatograms (PRM) of GFAP phospho-peptides RS[+80]YVSSGEMMVGGLAPGR measured with PRM in the IgG-bound (IB), unbound (UB), and
filter bound (FB) fraction of the Ab-peptide binding assay. Colors in the chromatogram plots indicate the various fragments detected and used for
quantification. Grey peak background indicates if a positive peak detection on basis of at least 3 fragments was achieved.
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Figure S2B: GFAP peptide EAAS[+80]YQEALAR

LC-MS chromatograms (PRM) of GFAP phospho-peptides EAAS[+80]YQEALAR measured with PRM in the IgG-bound (IB), unbound (UB), and filter bound
(FB) fraction of the Ab-peptide binding assay. Colors in the chromatogram plots indicate the various fragments detected and used for quantification. Grey
peak background indicates if a positive peak detection on basis of at least 3 fragments was achieved.

Ig bound unbound filter bound

pnop-30

20.2 20.8

Y6 == y7 =—y8 == y9

—
|
———
B <
2 ’ == b
o
S % ~
o ro
N [fe]
‘U >
S I
= <
>
o, S
v||8 &
ol 4
© = © =
o e -
1
< |
o
= o
I @ 2
&
g N
o e}
g Qo 3
= =: o € I
Fo S
g 3
ot |
—— _8-0 ©
- -t o
5 _——— ~®
Qo —_—— '
2 s |
L2 ©
————— - o)
<
(X)_ fe)
2 ' &
g —f a2
> © K N
= e |
—_— [e))
© ~ 0<:
(&)
—
L —_— L2 <
< { S w
g 4 9
g :::::1 N o
s L
& 2
2
(o]
& i
N ‘G
A= Fo i)
c = y N c
o 8 - 4C ¢
— - [(e]
m < Fos )
- g
L

5000 1

O-
5000 1
4000 A
3000 1
2000 A
1000 A

0_

15000 1
10000 1
750000 A
00000 A
250000 +

intensity



Figure S2C: GFAP peptide SVS[+80]EGHLK

LC-MS chromatograms (PRM) of GFAP phospho-peptides SVS[+80]EGHLK measured with PRM in the IgG-bound (IB), unbound (UB), and filter bound (FB)
fraction of the Ab-peptide binding assay. Colors in the chromatogram plots indicate the various fragments detected and used for quantification. Grey peak
background indicates if a positive peak detection on basis of at least 3 fragments was achieved.
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