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Fig. 4 Product ion spectrum of M*(m/z1061.8%*) at 25 min
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Residue Mass b b-NH3 y y-NH3
v 99.07 100.08 83.05 978,53 961.50
N 114.04 214.12 197.09 879.46 862.43
F 147.07 361.19 344.16 765.41 748.39
T 101.05 462.23 44521 618.35 601.32
E 129.04 591.28 574.25 517.30 500.27
| 113.08 704.36 687.33 388.26 371.23
Q 128.06 832.42 815.39 275.17 258.14
128.10 960.51 94349 147,11 130.09
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L
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] “Q”‘ 1181.6243
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Fig. 5 LC-MS/MS of tryptic digest of ceruloplasmin

Column Magic C18
3 u, 0.2*50 mm, 2 ul/min
A: 2 % CH,CN + 0.1 % formic acid

B: 90 % CH,CN + 0.1 % formic acid
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(B) TIC for the product ion scan at m/z 100 - 2000

(C) Product ion scan at m/z 204
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M.W. 4096.6
Peptide 1891.8
CHO 2222.8

Hex,HexNAc,NeuAc,

204.0750

80 1 433.0473

60 1 366.1277(1)
§ 274.0877
o
7
— 40 1
< ]
g
Q
S
B 0698(1
5{ ™ 150,2227
20 1

Residue Mass b b-NH3 Y y-NH3
E 129.04 130.05 113.02 1892.84 1875.81
H 137.06 267.11 250.08 1763.80 1746.77
E 129.04 396.15 379.12 1626.74 1609. 7
G 57.02 453.17 436.15 1497.10 1480.67
A 71.04 524.21 507.18 1440.68 1423.65
[ 113.08 637.29 620.27 1369.64 1352.61
Y 163.06 800.36 783.33 1256.55 1239.53
P 97.05 897.41 880.38 1093.49 1076.46
D 115.03 1012.44 995.41 996.44 97941
N 114.04 1126.48 1109.45 881.41 864.33
T 101.05 1221.53 1210.50 767.37 750.34
T 101.05 1328.58 1311.55 666.32 649.29
D 115.03 1443.60 1426.58 565.27 548.25
F 14707 1590.67 1573.64 450.25 433.22
Q 128.06 1718.73 1701.70 303.18 286.15
R 156.10 1874.83 1857.80 175.12 158.09

. 7316_‘!_894.8797

m/z, amu

1600
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Fig. 6 Product ion spectrum of M*(m/z1366.6%) at 25 min
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Fig. 7 LC-MS/MS of tryptic digest of human serum
Column Magic C18
3 u, 0.2*50 mm, 2 ul/min

A:2 % CH,CN + 0.1 % formic acid
B: 90 % CH,CN + 0.1 % formic acid
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(B) Product ion scan at m/z 100-2000
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M.W.

Peptide 2678.4

CHO

120

100

5 80
®
=}
73

= 60
(4]
Q
=
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w 40

20

Residue Mass b b-NH3 y y—NH3
M 1310 1320 1150 26794 26624
v 99.1 231.1 214.1 25484 2531.3
s 87.0 318.1 301.1 2449.3 24323
H 137.1 4552 433.2 2362.3 23452
H 1371 5923 5752 22252 22082
N 1140 7063 689.3 2088.1 20711
L 1131 819.4 8024 1974.1 1957.1
T 1010 9204 903.4 1861.0 18440
T 1010 10215 10045 1760.0 17429
G 570 10785 10615 1658.9 16419
A 7.0 11495 11325 1601.9 15849
T 1010 12506 12336 15309 15138
L 131 1363.7 1346.7 14208 14128
4882.8 1 1131 14768 14597 13187 12997
N 1140 15808 15738 12038 11866
2999 g E 1290 17198 17028 1089.6 10726
' Q 128.1 1847.9 18309 960.6 9435
W 186.1 2034.0 2017.0 8325 8155
L 1131 21471 21300 646.4 629.4
2046761 L 1131 22602 22431 5333 5163
T 1010 23612 23442 4202 4032
T 1010 2462.2 2445.2 3192 3022
A 710 2533.3 25163 218.1 201.1
K 128.1 26614 26444 147.1 130.1
_168.0564(1)
2t4.0844(1)
~366.1251(1)
Glycopeptide of haptoglobin
41186.0671
20.2307
~533.3230(1)
2592.2366 832.4773
-860.5296(1) 1442.8099
12 1 |' 2 b1l .l g I '
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Fig. 8 Product ion spectrum of M+(m/z1221.73*) at 26 min
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Fig. 9 Separation of soluble GPI-proteins in rat brain by SDS-PAGE, and
amino acid sequence of rat Thy-1 (Bold, N-glycosylation site)
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Fig. 10 Total ion (m/z 300-2,000) chromatogram of trypsin-digested Thy-
1(A), mass chromatograms of m/z 204(B), and m/z 292(C) ion produced
by in-source CID, total ion chromatogram of product ions by data-

dependent CID MS? (D), and mass chromatogrm of neutral loss ions (81
u )by MS? (E)
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Calculated glycopeptide mass: 3022.40
Theoretical peptide mass: 1106.62
Calculated oligosaccharide mass: 1933.79
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Fig. 11 MS? (A), MS3?(B), and MS*(C) spectrum of glycopeptide ion (m/z

1512.21%*) in peak T3
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Relative Abundance
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Calculated glycopeptide mass: 3049.54
Theoretical peptide mass: 1117.54
Calculated ofigosacchride mass; 1950.04
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- 132158
100 Yo Fue ,  Mexhfeo f Mex W
Hax, HaxNAc { HexMNA: !
i | Hex [ HexNAe [ Hek ) HoxNA¢ | v |
X
Ubiex U bax | Hox | mox | HoxtAc ! Hex | Hashac | Hox | [y
Fuz
N HexNAc ' Hax
| Fuc { HexNAg | Hexl | HexMAc I
Foiaxiac I Hex ! Fue | Hex 1 Hox T HexNAcT Hex
1268973 1452.55
4 F
50
- o hae GleNAe P Her b Hex T JHex
18869
. J Hex, GichAc 1
M:m v " 113051 I
1 SaHpap ™
GN-Man* Yooy si5a ;,m""““
B.y" Gal-GN-Man* 7E.13 25121 10734
7 48738 Man-Man-GN* R ire0s {1f1087. z 1188 1217,
| sz 731, f“ 33 .. 1|: i 184873
0 !r llmn v ggulm |I|E35lﬂ' Q:t I n. B? [ 183205] 1agn7a 186460
500 1000 1500 2000

m/z

Fig. 12 product ion spectrum of glycopeptide ion (m/z 1525.782%) in peak T1
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Man,- Ma%lﬂ;N——peptide(st) HENNTNLPIQHEF(21-33)
Man/ Calculated glycopeptide mass: 2808.79
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Fig. 13 MS? (A) and MS3 (B) spectra of glycopeptide ion (m/z 937.273*) in peak T4
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Fig. 14 Total ion (m/z 300-2,000) chromatogram of AspN-digested Thy-
1(A), mass chromatograms of m/z 204(B), m/z 292(C), m/z 286 (D), and
m/z 422 ion produced by in-source CID, total ion chromatogram of

product ions by data-dependent CID MS$? (F), and mass chromatogrm of

neutral loss ions (81 u )by MS?(G)
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+00- 19,59 GPI core structure
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Fig. 15 Product ion spectrum of GPI-peptide (m/z 1050.89%")in peak Al, and 2
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(sense strand),
5-TGCTGGAGTGCTGTACGAAA-3
(antisense strand); 472 bp.



TAT primers:
5-GTCTAGCTGTGTTGGCCAAT-3
(sense strand),
5-GTTCGCTGAAGGATGCTCTT-3
(antisense strand); 550 bp.
TO primers:
5-AGAGTACCTGTCTCCAGCAT-3
(sense strand),
5-ACCAGGTACGATGAGAGGTT-3
(antisense strand); 687 bp.
Albumin primers:
5-AAGGCACCCCGATTACTCCG 3
(sense strand),
5-TGCGAAGTCACCCATCACCG-3
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GAPDH primers:
5-ACCACAGTCCATGCCATCAC-3
(sense strand),
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