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Method of oxidation and papain digestion

| NIST mAb (5 mg/mL) |

o 0.01% tert-Butyl hydroperoxide (t--BHP)
257C, 20 hr 20 mM acetate buffer (pH 5.5)

oxidized mAb

37 °C, 20 min Carboxypgptidase B
0.17 M Tris-HCI (pH 7.2)

Papain Papain I:I % /
50 MM KH,PO,-K,HPO, (pH 7.4)

25°C, 17 hr 10 mM L-Cysteine %
150 mM NaCl Fc Fab
10 mM EDTA-2Na mAD
\4
HIC analysis
Column : BioPro HIC BF (4 pm)
100 X 4.6 mml.D.

Eluent :A) 100 mM NaH,PO,-Na,HPO, containing 2.0 M (NH,),SO, (pH 7.0)

B) 100 mM NaH,PO,-Na,HPO, (pH 7.0)
40-80%B (0-10 min)

Flow rate : 1.0 mL/min
Temperature : 25°C
Detection : UV at 280 nm

Injection : 5 uL (0.5 mg/mL)
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