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Separation of PEGylated Ribonuclease A using

PEGylation involves the formation of a stable covalent bond between activated poly (ethylene glycol) polymers
and polypeptidic drugs and molecules. This process causes a change in protein hydrophobicity and results in
variance between the obtained conjugates. Despite this, hydrophobic interaction chromatography (HIC) is used
less frequently for separation of PEGylation reaction products than other techniques. Separation of PEGylated
conjugates of Ribonuclease A (RNase A) via HIC on monolithic supports was analysed in this work. The protein
was PEGylated in the N-terminal amino group with 20 kDa methoxy poly (ethylene glycol) propionaldehyde.

. e Column: CIM® C4 A Disk (Butyl), V =0.34 mL
monoPEGylated RNase A (Catalogue Nr.: 210.8134-1.3)
/ | e Sample: 1:3 dilution of an RNase A PEGylation reaction
120 mixture in 20 mM Tris-HCl buffer + 1M (NH4)2S04.
diPE/GIated RNase A 100 LOOpZ 100 P-'-
- 80 Mobile phase A: 20 mM Tris-HCl pH 7.0.

Mobile phase B: 20 mM Tris-HCl pH 7.0+ 2M (NH,),SO0,.
Gradient: Linear gradient from 50% B to 100% A (1.0 M to
0 M (NH,),S0,), 25 CVs.
Detection: 210 nm
o 10 20 0 2 s0 Flow rate: 4 mL/min.
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CONCLUSIONS:

The results obtained demonstrate that CIM® C4 A Disk can resolve PEGylation reaction mixtures; the peaks of
mono and di-PEGylated RNase A can be clearly distinguished in the chromatographic profiles.
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- . Information and specifications contained here are, to the best of our knowledge, accurate and represented in good faith. They are intended to help you start
() | 3 working with this new separation technology and are subject to change without notice. BIA Separations shall not be liable for errors contained herein or for
N

/ incidental or consequential damages in connection with the performance of use CIM. For more information on our products, visit our home page at:
j http:://www.biaseparations.com or contact your local distributor. We reserve the right to alter the specification detail etc. without prior notice or liability.



