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Introduction Results & Discussion

The search for Chinese hamster ovary (CHO) cellular proteomics during biopharmaceutical development is crucial
for drug purity verification and profiling. The novel multi-protein quantitation (MPQ) mass spectrometric analysis
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Methods

The study involved the label-free quantification of 48 proteins using the Universal Proteomics Standard 1 and 2 ﬂ | - B |

(UPS1/2) and equal amounts of spike-in from a CHO proteome. The samples undergo digestion and are processed I e . . O S S N [N A A | AP

as either a single fraction or multiple fractions. X | N

The comparison of various LC-MS methods, specifically data dependent acquisition (DDA), focuses on metrics such . J I ] E

as speed, the number of proteins and peptides identified, the incidence of missing values, and quantitation levels. ; I ! : 2 R 2. i T

The analysis includes both the theoretical and observed ratios of the 48 UPS proteins against the CHO proteins. I II I IIW . g IIIII _ ik I ] I I II N S R— N
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Spike-in Equal Amounts Digestion A) The human proteins (5 pmols each), with molecular weights ranging from 6,000 to 83,000 Daltons, were detected in samples mixed with
\ an equal amount of the CHO proteome (including duplicates). The relative protein abundance, expressed as a percentage, illustrates the

variability in instrument detection and software identification within the CHO proteome. B) The same complex mixture of 48 human (A). The USP1 sample exhibited fold changes ranging from 2 to 4, indicating substantial increase in abundance from singleshot to the

CHO Proteome D—/ proteins was prepared in a dynamic range of concentrations, spanning from 500 amoles to 50 pmols, and 46 proteins were also detected in fractionation data acquisition condition. (B) In the USP2 sample, most detected proteins exhibited fold changes ranging from-6 to +4,
the samples mixed with 50 pmols of the CHO proteome (including duplicates) in the large dynamic range. The results demonstrate the reflecting a much wider variation in abundance of the fractionation than the singleshot acquisition, suggesting that fractionation can
dynamic range of the instrument detection and software identification as expected. enhance detection sensitivity because of ion suppression effects in complex samples.
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