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10 mg dry sample (without water and salt) in screw cap tube with Teflon seal, 1.3

x 10 cm

| 1 mL of hydrazine, 100°C, 12 h

| evaporation in vacuo
M5 Dowex50 ZMMA T pH Z FIFHETHREEZFRELITOIE. TEA
DIEYDERZMNZEHZ ENTE S,

| co-evaporation in vacuo with 100 [L toluene, 5 times

| chill on ice

11.0 mL of acetic anhydride in sat.NaHCOz3aq, chilled on ice

(50 [l acetic anhydride + 1.25 ml sat.NaHCO3aq, mixed in glass tube)
| onice, 5 min, occasionally mixing
1 1.0 mL of acetic anhydride in sat.NaHCOzsaq, chilled on ice



(50 [l acetic anhydride + 1.25 ml sat.NaHCO3saq, mixed in glass tube)
| onice, 25 min, occasionally mixing
| 5 g of Dowex 50x2 (H*), mix well, pH to 3
| pour into mini-column (BioRad econo column, 1.5 x 20 cm)
| wash the resin with 25 mL DDW
eluate in 50 mL recovery flask
| concentrate with rotary evaporator
| transfer to screw cap tube with Teflon seal, 1.3 x 10 cm
| lyophilize
| 100 L PAtion reagent, 90°C, 60 min
(138 mg 2-aminopyridine + 50 [l AcOH)
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| 350 (L of reduction reagent, 80°C, 35 min
(250 mg Me2NH-borane, 100 [l AcOH, 62.5 [ | DDW)
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| transfer to two eppen tubes
| wash the screw cap tube with 750 (| of DDW
| transfer to the two eppen tubes
| 0.5 mL/tube phenol/chloroform extraction, twice
(phenol : chloroform = 1 : 1, DDW saturated)
| 0.5 mL/tube chloroform extraction
water layer (joined)
| lyophilize
| gel filtration, TSK gel HW-40F, 1.0 x 8 cm (6.3 mL)
BioRad econo column, 1.0 x 10 cm
10 mM AcONH4, pH 6.0
70 drops / fraction, in 1 x out $2 mm PTFE tube (~2 mL)
Fr.1-5
| check by size-fractionation HPLC
BHID PA-HEZSCENZHEAIDNDD-OIZ. HL #4414 X5 E HPLC TH
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fractions containing N-glycans
| lyophilize
1 0.8 mL 0.28% NHsaq (~0.15 M), 70°C, 60 min in Pierce vial
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| lyophilize
| 1 mL of 50 mM AcONHa4, pH 7.0
| load to graphite carbon cartridge (GL-Pak Carbograph, 300mg)
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pre-wash with 5 mL of CH3CN
equilibrated with 5 mL of 50 mM AcONHg4, pH 7.0
| wash with 5 mL of 50 mM AcONH4, pH 7.0
| elute with 5 mL of 60% CH3CN in 50 mM AcONHa4, pH 7.0
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| concentrate with Concentrator
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| lyophilize
} 100 ('L DDW
PA-N-glycans



