Use of New YMC-Triart 1.9um UHPLC Stationary Phase for Fast
YMC Peptide Mapping of Monoclonal Antibodies
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INntroduction

Effects of Particle Size and Column Length on Peptide Mapping

It has become increasingly important for
biopharmaceutical companies to improve their
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monoclonal antibodies.
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Monoclonal antibody samples were diluted accordingly with HPLC water to v St 0104 0101

Img/mL. 1mL of each was then added to a glass tube with 2.5mL of 8M 2 " 3 3 0.08-
Guanidine HCI, 200uL 2.5M Tris Base, 400uL 1N HCI, and 12uL B- 0157 / 005 EEE
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antibody sample was added to a 10kd cut-off spin filter and desalted with 0407 | 0104
0.1M Ammonium Bicarbonate. Once desalted, the protein was removed 0.2mL/min, 5um 250x2.0mm column, 150min 0.2mL/min, 1.9um 100x2.0mm column, 60min a1z 0.6mML/min, 1.9um 100x2.0mm column, 20min

-0.06

V|a p|pette frOm the f||te|" and placed |n a maX|mum recovery HPLC V|a| 0.00 10.00 20.00 20.00 40.00 S0.00 000 TD.DhI?‘inmezﬂ.DD q0.00 10000 11000 12000 13000 14000 .00 5 00 10.00 15.00 2000 25 00 MS-D,_'ED 3500 40.00 45 00 S0.00 S5 00 G000 Q.00 I 2.00 4.00 G.00 a.00 ;iELEEDSI I12.IIIIIIII I I14.IIIIIIII I I1E.IIIIIIII I I1E.IIIIEII I IEEI.IIIEI
. . . inutes
for trypsin digestion.
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Each Trypsin vial (Promega Corporation) was reconstituted with 20uL of - 030 fl
resuspension buffer and 12ulL of this solution was added to each sample / | ‘LJ.\_;-JL*“N“‘““" -
vial. Each sample was then digested at 37° C for 3 hours. The reaction il S

was stopped by adding 10uL of 1N HCI to each vial.
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Mobile Phase A: Water with 0.1% Trifluoroacetic Acid (TFA) 005 040d 0.08
Mobile Phase B: Acetonitrile with 0.1% TFA 0104 010
15 0.2mL/Zmin, 5um 250x2.0mm column, 150min ais]  0-2mL/min, 1.9um 100x2.0mm column, 60min 0124 0.6mL/min, 1.9um 100x2.0mm column, 20min
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mobile phase prior to 18t injection.
Instrument Parameters
HAPLC System: Waters AcQuity UPLC Results and Discussion Conclusions
Flowrate: 0.2mL/min (5um column)
0.6mL/min (1.9um column) : : : : : : : : : : :
Sl TET B 10° C YMC’s Triart 1.9um particle was evaluated for use in scaling down a monoclonal antibody RP- * The use of the YMC Triart C18 1.9um particle provides increased resolution,
Sample Temperature: 4" C peptide mapping application to uHPLC. The application began as a typical peptide map run on allowing column length to be shortened.
aejgii?é%n&;lume- éif (”5Tm colurmm) a 5um 250x2.0mm Triart C18 column, using a linear gradient spanning 150 minutes. The » The shortening of column length allows for decreased runtimes at the same
' 24l (1.9um column) method was then transferred to a 1.9um 100x2.0mm Triart C18 column, scaling down the linear velocity.
injection volume and gradient to account for the change in column length. This shortened * The resolution gains allow for flowrate to be increased, increasing linear
mgﬂ;ﬁt%ﬁd 250%2.0mm. Sum, 1204, P/N: TAL2S05-2502WT runtime and decreased solvent usage by more than half. Linear velocity was then increased 3- velocity by 3X and shortening runtimes further thereby increasing throughput
YMC-Triart C18, 100x2.0mm, 1.9um, 120A, P/N: TA12SP9-1002PT fold in order to take advantage of the resolving power of the 1.9um particle. This resulted in a and decreasing solvent usage by more than half.
runtime of 20 minutes, saving 130 minutes per injection and decreasing solvent usage from « YMC Triart C18 1.9um is a good choice for scaling down lengthy peptide
30mL down to 12mL per injection. mapping runs.
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