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Fig. S1. Unsupervised Principal Component Analysis (PCA) of the label free quantification proteomics data from healthy controls and stroke patients, (A) The proteins contributed to distinguish healthy controls and stroke patients. (B) The classification of healthy controls and stroke patients was performed based on the score scatter plot.
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Fig. S2. Protein interaction network of candidate proteins, The lines that have different color are shown in various biological process. Most of proteins are linked with other proteins. F2, prothrombin; F9, coagulation factor IX; PLG, plasminogen; FGA, fibrinogen alpha chain; FN1, fibronectin; C4BP4, c4b-binding protein alpha chain; VTN, vitronectin; HRG, histidine-rich glycoprotein; CLEC3B, tetranectin; PROS1, vitamin K-dependent protein; THBS1, thrombospondin 1; C1s, complement C1s subcomponent; GPX3, glutathione peroxidase 3. 
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Fig. S3. Overall workflow for stroke marker identification, Blood samples were collected from each healthy control and stroke patients. Multiple affinity removal system (MARS) liquid chromatography (LC) column was used to deplete high abundant proteins in all samples. The SWATH-analysis, that is independent analysis, was performed using 20 healthy control and 20 stroke patient samples for quantification analysis. The candidate proteins were selected from SWATH data and verified using MRM. Characteristic of selected stroke diagnosis candidate markers were associated with stroke risk factors and pathogenesis.

[image: ]Fig. S4. MS spectra of 12 sample fraction(a~l) that were used to bulid the SWATH library.

image4.png
3507 62,894
a 63382
3067
58465 || 64.040
| 75300 O
I
25¢7 49,691 58,714
88.203
49.403
> 20w 88.957
z 47.933 92.241
2 46.891
i | 92.408
5302 116.049
I
. 33.403 J2958
35476 2
37.430 oo
5008 94.022
31787
o.oeo1
20 40 * 80 100
Time, min
d = 33.899 | 34.098
2087 st 3717
34.947
1.867
46.845
1.6e7
51.810
147 35.827 50.909
z
3 127 62,001
5 37.448
2 107 37630 §2.358
! 70679
806 33.387 i e
6066
32183
4068 32744 |
29694
20e6
0060
» 0 & 80 100
Time, min
62,894
g 1207 53.827
1.4e7 49,508
I
49.256
1,067 45633 58.553
9.0e6 50.470 64.394
42528
8.0¢6 60.917
> 706 47.241
g
2
E s w92 64.695 116.039
I
5006 19459 66.614
406 6528
19.234
- 74708 109208
.0e
o 109662
19992 s
2066 94691
1os| 279
0
Y E
0060
20 40 ‘ 80 100
Time, min
. 55.221
j s 55.038
109.203
3566 |
55414
49.747
3.0e6 19.547 |
38.297 55.729
5 |
o 19.392 53.265
2 66.257
g 2ot 36.891 Go.234 109.667
= 19810
. 19.870|/49 939 72312 409332
27.239 74,607
20177 109451
1068] o 94.563
20 ‘; 80 100
Time, min

3.5¢7
b

Intensity

Intensity

Intensity

Intensity

3.0e7

2.5¢7

2.0e7

1.5¢7

1.0e7

72.339

72.5%
73.052

72.787

85.574 e 047\

81.060
81.904

56.385

80 100

56.514

66.915

67.109

68.531
67.249

67.451

67.782

64.425

69.829

116.057
|

74.330
! 82.140

1.4e7

1.3¢7
1.2¢7
1.1e7
1.0e7
9.0e6
8.0e6
7.0¢6
6.0e6
5.0¢6
4.0¢6
3.0e6
2.0e6

19.307

37.226

33566
30342 |

19.200

Time, min

45743
45897 |

46.435

48.921
46.893

51113

40826
41279/

58.715
60.860
56.598

116.050
68.149 !

69.138

65.657

81.082
81.301

109.215
|

109.656

1.05%
0.0e0

1.6e7
1.5e7
14e7
1.3e7
1.2¢7
1.1e7
1.0e7
9.0¢6
8.0¢6
7.0¢6
6.0¢6
5.0¢6
4.0¢6
3.0e6
2066

1 Oe%
0.0¢0

19.306

19.061

20

40

Time, min

56.662

56.848
49.607

42583
45677

47.114
47.984

38.053
[

33652

64.621

64.322

66.373

67.794 e 039\

74053 109.208
I
Ye.667 108707

88.893 109.459

20

Time, min

C

Intensity

Intensity

[

Intensity

Intensity

1.6e7
1.5¢7
1.4e7
1.3¢7
1.2¢7
1.1e7
1.0e7
9.0e6
8.0e6
7.0¢6
6.0e6
5.0¢6
4.0¢6
3.0e6

26¢7

24e7

22e7

2067

1.8¢7

1.6e7

14e7

1.2¢7

1.0e7

8.0¢6

6.0¢6

4.0¢6

2.0e6,

0.0¢0

1.0e7

9.0¢6

8.0¢6

7.0¢6

6.0¢6

5.0¢6

4.0¢6

3.0e6

1.8¢7

1.6e7

14e7

1.2¢7

1.0e7

8.0¢6

55.776
|
44.774

49.974)
50.141

34.639

34.969
39.756
36.870

31.991
19.059 !

2066
1.051"_}%‘}{‘/‘
0.0e0

70.628

73.848
|

64.271( | 73655

70.808

81.170 116.058
|

81.367

78.533

78337 109.235

95.017

20 40
Time, min
39.654
39.827
33.308) 7989 61735
34.000
36.702
35.857
32397
20,052
20 40
Time, min
48478
48923
34914
60.952
61218
116.035
35506 60.526 !
19.416 5938
109.213
19.556 109.668 |
B1.551 70,304
. a1624 109335

Time, min

40.829

41783 51414

45.863]
43.265

37.850
36.717
|

39.070

35517

41.389 57.738
I

116.025

18.970
33.391
|

109.638
|

Time, min




image1.png
PC2 (9.6%)

0.40 —

0.20 —

-0.20 -

Loadings for PC1 (43.8%) versus PC2 (9.6%), Pareto

b Scores for PC1 (43.8%) versus PC2 (9.6%). Pareto

T
-0.20

PC1 (43.8%)

L]
10000-]
7500-|m
[ ]
50001
. [
=* L}
S o tm - " .
= u
(o]
&) . u
=N -l
o -
. [} [
- U
2500 L]
" . L
i
i B,"
0'20 8000 4000 1] adoo adbo
PC1 (43.8%)

[l Healthy control
[l Stroke patient




image2.tiff
CLEC3B

PLG/





image3.tiff
Individual
healthy control serum

[
TARTATAAY'®  mmavidua

stroke patient serum

1 Fold change

Protei expuession

* Blood sampling

MARS

(Multiple affinity removal column )

} &

Trypsin digestion

!

SWATH analysis

Data analysis

Selection of stroke

Candidate selection

!

MRM
(Multiple reaction monitoring)

!

di is _marker:

="

High abundant protein removal

[}

]
N Pooled serum
Matchin IDA library generation

Stroke risk factor

=

—_—

Pathogenesis

Relation analysis




