HPLC Application (‘)Rphenomenex"‘

ID No.: 16198 .. breaking with tradition™

Jupiter® 300 C4 - PEGylation Reaction Time Course (Carbonic Anhydrase)

Column: Jupiter® 5 pm C4 300 A&, LC Column 150 x 4.6 mm, Ea
Dimensions: 150 x 4.6 mm ID
Order No: 00F-4167-E0
Elution Type: Gradient
Eluent A: 0.1% TFA in Water
Eluent B: 90% ACN 0.09% TFA in Water
Gradient Step No. Time (min) Pct A Pct B
Profile: 1 0 80 20
2 25 45 55 s L
Products used in this application:
Flow Rate: 1 mL/min
Col. Temp.: 45 °C
Detection: UV-Vis Abs.-Variable Wave.(UV) @ 214 nm (ambient)

Ana|yst Note: Application Focus: To demonstrate the utility of using reversed phase chromatography with Jupiter 300 media for purify 1g P ﬂeploﬁe'
Jway ro| '

The addition of PEG groups to a protein complicates both the characterization and purification of such PEG/protein conju m the
"non-PEG\(Ia ed"EDroEein species. Protein PEG¥|Iation was performed usin? CE\ﬂfr?'ché/l-PEO12_—NH_S Es_ter.fA grotein solution in PBS (pH 7,42] was reacted
In general, the PEGylation reaction concurrently occurs rapidly at severar different protein sites in a fixed ratio. As the reaction continles, more

16198 "oVl PEGuIatad (and Iatar aliting) farme wara nhearuad Tn ouary nratein tactad thara wac always more than one PEGylated protein peak
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ANALYTES:
1 PEGylated Carbonic anhydrase
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