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1. First reaction \

1) Place 100 pL of sample (50 pg sugar) in a screw-cap vial.
oo

2) Add 50 mL of MMB (80 mg/mL) and 100 pL of 6 M TFA.
oo

3) Heat at 80

ool
4) Add 50 pL of MMB and dry at 55

for 30 min and cool to room tempareture.

under Na.

2. Second reaction
1) Add 200 pL of 2M TFA.

oo

2) Heat at 120 for 1 h and cool to room tempareture.
oo

3) Add 100 ML of MMB and dry at 55 under N2.
ogu

4) Add 0.5 mL of AcN and dry at 55 under Na.
ool

5) Add 1 mL of MeOH and dry at 55  under N2 (twice).
oo

5) Add 2 mL of pure water and 250 mL of eluent (0.6 M NaOH)
3. HPLC analysis

Column: Carbopac MA-1 + guard (Dionex Co.)
Eluent: 600 mM NaOH, isocratic
Tempareture: 35

Flow rate: 0.4 mL/min

Detection: Pulsed amperometric detection

Inj. Volume: 25 pL

O 20HPLCOO0ODOODOOOOOOODO
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Conc. of constituent sugars ( pg/mL )

AnGal Total
sample Anthrone
Anthronet HPLC? ' HPLC?
co:j\;(tagtcl)ggal novel method*

A 65 65 363 323 296
B 31 33 279 260 232
C 42 43 357 332 328
D 59 62 301 265 244
E 54 57 337 305 295
F 50 52 234 204 204
G 30 31 266 248 248
H 26 25 210 194 189
| 42 43 266 241 245
J 23 22 153 151 152
K 22 20 164 139 135
L 29 30 162 144 146

1The calibration curve for the content of AnGal was measured by the
anthrone method at 45 °C for 15 min. 2Polysaccharide was
reductively-hydrolysed with MMB and TFA, analysed by HPAEC-
PAD. 3The calibration curve for the content of total sugar was measured
by the anthrone method at 100 °C for 7 min. “The calibration curve
for the content of total sugar was measured by the anthrone method at
100 °C for 7 min and corrected using the content of AnGal.
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- /

1) Place 200 pL of sample (20 pg sugar) in a test tube.

ogu

2) Keep sample cool in an ice bath.

ogdu

3) Add 1.2 mL of 0.2% (w/v) anthrone dissolved in sulfuric
acid-water (5 : 2, v/v).

ogdu

4) Mix well and heat at 450 for 15 min (for AnGal) or
at 1000 for 7 min (for total sugar) .

ogu

5) Stop the reaction in an ice bath and measure the
absorbance at 620 nm within 30 min.
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