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Figure 1. Analyses of ketoprofen-modified HSA after tryptic digestion.
(A) Proposed strategy (1°' pSRM for screening, Lys channel). (B) Common ion trap
MS strategy (for comparison, TICC) using slower gradient. Arrows in (B) indicate
the retention times of three major modified peptides found in (A). (a)
AP°TK*EQLK®*®; (b) K"™*"*YLYEIAR™*; (c) A*"°FK*AWAVAR?'®. An asterisk
indicates a site of modification.
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Table 1. Summary of calibration curve, accuracy, and precision.
Calibration curves were prepared as follows: Infliximab and Bevacizumab, 1-500
pg/mL; Alemtuzumab, 5-500 pg/mL. *Homology was calculated by the number of
amino acids on the surrogate peptides (SP) of antibodies (mAb) between analyte
and internal standard. **NT indicates “not tested”. ***S*’NWPITFGQGTR'®®
(homology, 0%) was used as an inappropriate internal standard for comparison.

Anal Infliximab Alemtuzumab Bevacizumab Bevacizumab
nalyte SP G**LEW VAEIR®? L**LIYNTNNLQTGVPSR®' V*LIYFTSSLHSGVPSR®' V*LIYFTSSLHSGVPSR®'
Internal mAb Alemtuzumab Bevacizumab Alemtuzumab Ofatumumab
standard SP G*“LEWIGFIR* V*LIYFTSSLHSGVPSR®' L*LIYNTNNLQTGVPSR®'! #+% G2 NWPITFGQGTR'
*Homology 67% 63% 63% 0%
Standard %RE 2 %RE 2 %RE 7 %RE 2
(n=1) -16.9-19.4 0.994 -134-17.5 0.993 -14.0-15.1 0.993 21.9-5.6 0.990
Conc. %RE %CV %RE %CV %RE %CV %RE %CV
QC 3 pg/mL 1.9 7.9 #%NT NT 13.8 13.1 14.2 133
(n=6) 30 pg/mL 2.0 7.2 37 10.0 9.0 35 20.3 25
300 pg/mL -1.6 9.0 3.1 9.2 16.9 5.2 334 12.0
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