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Fig.2 Reversed phase HPLC analysis of AP-labeled glycans derived from
human transferrin before (a) and after (b) specific extraction with serotonin
silica. Analytical conditions: column, ODS-silica column (6.0 % 150 mm);
buffer, (A) 10 mM NaH,PO, (pH 3.8), (B) buffer A containing 0.5%
1-BuOH; eluent, 70% to 5% (A) for 100 min; flow rate, 1.0 ml/min;
detection, 310 (ex)/390 (em) nm.
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Fig.3 Reversed phase HPLC analysis of AP-labeled
glycans derived from porcine thyroglobulin (a), and its
unbound (b) and bound (c) fractions to serotonin silica.

Arrows indicate peaks that disappeared

after

neuraminidase digestion.
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Fig. 4. Total ion current chromatograms of reversed-phase
LC/ESI-MS analysis of glycopeptides derived from human
serum  1-acid glycoprotein digested with trypsin before (a)
and after (b) specific extraction with serotonin silica. Selected
ion monitoring (c) is listed in Table 1.
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Table 1. List of possible glycopeptides detected by LC-ESI/MS in Fig. 4c.

measured glycosylation  glycan structure with identification based
z

No. ) peptide mod*
m/z site on m/z
1 1501.3977 2 Astis? [Hex]s[HexNAc]4[NeuAc],
2 12202630 3 [Hex]s[HexNAc]s[NeuAc]s
3 1432.1311 4 [Hex],[HexNAc]s[dHex],[NeuAc]4
4 13593543 4 [Hex];[HexNAc]s[NeuAc],
5 1286.6082 4 Asn93 [Hex];[HexNAc]s[NeuAc]s
6 1213.7294 4 [Hex];[HexNAc]s[NeuAc],
7 16904846 3 [Hex]s[HexNAc]s[dHex],[NeuAc];
8 1479.0778 3 [Hex];[HexNAc]s[dHex][NeuAc],
9 13823824 3 Asn103 [Hex];[HexNAc]s[dHex][NeuAc]s
10 12603467 3 [Hex]o[HexNAc]s|dHex][NeuAc];
11 1561.4398 2 [Hex]s[HexNAc], dHex][NeuAc],
12 1473.1269 3 [Hex]s[HexNAc]s[dHex][NeuAc]s PyroCMC b
13 14244529 3 Asn33 [Hex]q[HexNAc]s[NeuAc]s PyroCMC"
14 13274334 3 AGPI1S [Hex]s[HexNAc]s[NeuAc], PyroCMC"
15 1807.5806 2 [26-38] [Hex]s[HexNAc]s[NeuAc], PyroCMC"
16 1662.0493 2 [Hex]s[HexNAc]4[NeuAc] PyroCMC"
17 1588.1549 3 [Hex]s[HexNAc]s[dHex][NeuAc]s
18 15394734 3 [Hex]s[HexNAc]s[NeuAc]s
19 14424552 3 fgﬁ; [HexJ[HexNAcl;[NeuAcl,
20 15824719 3 23.38] [Hex]o[HexNAc]s[dHex][NeuAc]; PyroCMC"
21 1534.1840 3 [Hex]s[HexNAc]s[NeuAc]s PyroCMC"
22 1437.1199 3 [Hex]o[HexNAc]s[NeuAc], PyroCMC"
23 1596.8505 3 [Hex]s[HexNAc]s[dHex][NeuAc];
24 1548.1726 3 J— [Hex]s[HexNAc]s[NeuAc]s
25 1451.1509 3 [Hex]s[HexNAc]s[NeuAc],
26 13294566 3 [Hex]s[HexNAc]4[NeuAc],
27 17122024 3 [Hex]s[HexNAc]s[dHex][NeuAc];
28 1663.5293 3 [Hex]s[HexNAc]s[NeuAc]s
29 15665113 3 [Hex]o[HexNAc]s[NeuAc],
30 14444747 3 :(5}1;3131: [Hex]s[HexNAc]y[NeuAcl,
31 1706.5237 3 (23.42] [Hex]s[HexNAc]s[dHex][NeuAc]s PyroCMC b
32 16575227 3 [Hex]o[HexNAc]s[NeuAc]s PyroCMC"
33 1560.8332 3 [Hex]s[HexNAc]s[NeuAc], PyroCMC"
34 1438.8007 3 [Hex]s[HexNAc]s[NeuAc], PyroCMC"
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Fig. 5. Total ion current chromatograms of reversed-phase LC/ESI-MS of tryptic digests of ribonuclease B before (a) and
after (b) specific extraction with Con A. MS scan range: 1000-1700 m/z.
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— 139 —



HVERHS DN T RO ) v F 2 BINE LT, KR VRS SHAIREA A AZ e 2 F
F U7 [EFEHRHAE (R D FESPE) |2 K DB = U » FIZHOW TR AR AT,

PRI 1% T B =T KITIARE LT-0h, RUBRESTA 4 BRI G S8, 7' &
= MU IR THHED 2V - bR LT, BEHIIR U7 =7 A (pH 10. 0) TIAH S E T,
R 7L U AHRIZ L ORI U 7= VR Y AR X 7 LT —EB (RNase B) HSRBE~T7F Rz H
L7k A2Fig. 6 (T, RBHHTIILCMS TiToTz, ABEX L7 B35 om~ /) —
ARWES 2 B Py, —HFIDOT ANT X BHAFEE L TOD Z e TND, 7oy
THILIE#ZDOTIC (Fig. 6(a)) TIE, 10 fHIicE~ Y ) —AAREST T OB ST, £,
22. 553 LIRS R % 7 MBI S VTV DS, R UMESPE 23 Z &I12LD, 5
~OFERIED~ ) — A FTERT T ROARY MVISHABRICEIE S, JHEmmskD 7
JUTIERLT= Fig. 6(0)), Z ZITIRL TRV, o7 RIZB LT REkIc= >
Uy F425HZLINTEI, kot r h=UaEE 3 U I ERRIE L AG O TET2 2
LR, TERDIEM B EL B L T DRI ORE R 2 KIBIZUGET 5 Z L3 TE,
A AN—"T" NOWTDSATREIZ /2D E B2 TD, L L7 n, EEEIERIMEN =8, BifE
IREHSA 72 & OGS EAT > TN D,

5 | FHCHER

1) Masahiro Yodoshi, Tomoko Tkuta, Yukie Mouri, Shigeo Suzuki, Specific Extraction of
Sialic—Acid-containing Glycans and Glycopeptides Using Serotonin—bonded Silica, Anal.
Sci., 26, 75-81 (2010).

2) HHEIEZR, ERT, BREE NI, SARE TEAEEDLCMS ol o
RIS EDOBIRS. ” Chormatography 30, 61-67 (2009).

— 140 —





