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INTRODUCTION RESULTS
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NIST mAb was reduced and alkylated (IAM) under guandine-HCI denaturing conditions. Desalting of the alkylated
protein was performed using an NAP-5 cartridge, followed by a 30-minute trypsin digestion.
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CONCLUSIONS

1. Released Glycan Profiling . NIST RM 8671 was characterized using t_he !a.test VionIII_VIS
QTof MS system controlled by UNIFI Scientific Informatics
I System.
. Established analytical workflows with UNIFI were used for
the comprehensive analysis of this reference standard and
included:
m“ﬂ;”““J' =  Accurate MW measurements for major glycoforms
B te - achieved at the intact protein level.
il L e e e =  Glycation levels in the LC and Fd region by subunit : - . e
analysis.
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= A thorough investigation of PTMs, including C-terminal u
lysine truncation, deamidation, oxidation, and T
glycation.
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Figure 8. 3D-view of the NIST mAb peptide mapping data collected in HDMSEmode (data independent

. i . . . acquisition mode with ion mobility separation). One of the advantages of HDMS® mode of acquisition is to

= N-linked glycan proflllng using Rapi Fluor-MS tagging reduce the LC gradient time (to 10 min) without sacrificing of sequence coverage. In addition, CCS and drift

H H H H time values for each peptide component were automatically generated and saved into a scientific library.

ChemIStry and an RFMS Glycan GU I|brary built into CCS values along with other analytical measurements such as LC retention time, m/z, and z are character-

Figure 1. N-linked glycans from NIST RM 8671 were released and labeled with RapiFluor-MS tag. These gly- UNIFIL. istic to each peptide component, therefore, can be used as search parameters for targeted data processing.

cans were analyzed using a HILIC-UPLC/FLR/MS system for quantification (using FLR integrated peak areas)
and identification using an RFMS Glycan GU Scientific library.
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o Attributes from the characterization data can be incorporated
in targeted monitoring for mAb development and QC (see P-
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