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Fig. 1-1 Procedure for the fractionation of glycans using ammonium sulfate fractionation (Method A)
and a centrifugal ultrafiltration membrane (Method B). TBS: 50 mM Tris-HCI (pH 7.0) containing 150
mM sodium chloride, 1 mM CaCl, and 1 mM MgCl,. Lectin was dissolved in TBS to a concentration
of 25 mg/mL.
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Table 1 Oligosaccharide derived from ovalbumin and
binding specificies to lectins

Affinity to
Peak No. Structure RCAiz0 WGA Con A
A gg‘- ++
B Egp.. ++
C ?,g;... ++
D %-I + ++
E D%’- + +
F %‘ + ++
Gi %— + + ++
Gz %:u + +
H %" + +
I c%" + + +-

8
a-linkage —

10
Ga B-linkage ==

[}
Man® GlcNAc @ 49#
3

2

Elution time /min

Fig. 1-2 Analysis of AP-labeled glycans from
ovalbumin (), and their fractions, as retained and
unretained as RCA 5o complex (a, b) and those as
WGA complex (c, d). Analytical conditions: Cosmosil
C18 (15 cm x 6 mm i.d.) column, 1.0 ml/min flow
rate, 100 mM triethylamine/acetic acid (pH 4.0) with a
linear gradient of n-buthanol (0.1-425% over 100
min) used as the eluent. Peak identification is
presented in Table 1.
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measured m/z glycan structure with identification based

No. z  glycosylation site peptide mod”’
onm/z

1 1227.18 3 A [Hex]s[HexNAc]s[NeuAc],

2 1222.55 3 [Hex]s[HexNAc]4[NeuAc], PyroCMC*2

3 1382.28 3 [Hex]s[HexNAc]y[NeuAc],

4 1430.92 3 [Hex]s[HexNAc]s[dHex][NeuAc],

5 1503.99 3 Asn®™ [Hex]o[HexNAc]s[NeuAc],

6 1376.59 3 [Hex]s[HexNAclu[NeuAc], PyroQ”

7 1430.92 3 [Hex]s[HexNAc]4[dHex][NeuAc], PyroQ"
*1, modification on the peptide moieties; *2, deamination of alkylated cysteine of N-terminus; *3, pyroglutamic
acid of N-terminus of peptide
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Figure 2-1. PFACE of APTS-labeled glycans derived from porcine thyroglobulin with various lectins. Lectin
solution (1 mg/mL) was injected at 0.5 psi for 30 s; then APTS glycans (0.1 mg/mL as glycoprotein) injected at
0.5 psi for 30 s. Conditions: running buffer, 50 mM Tris-acetate buffer, pH 7.0 containing 0.8%
hydroxypropylcellulose; capillary, polydimethylsiloxane coated, 50 um i.d., 40 cm/; appl. voltage, -15 kV;
detection, 488 (ex)/520 (em) nm.
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Fig. 2-2. Partial-filling affinity capillary electrophoresis using a series of
lectins to identify high-mannose-type oligosaccharides in an oligosaccharide
pool derived from porcine thyroglobulin. A 1 mg/mL solution of MAM, SSA,
ECA, and AAL was introduced at 0.5 psi for 30 s in this order; then APTS
oligosaccharides from porcine thyroglobulin were injected for 5 s. The lower
trace shows the reference data obtained without lectins.
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