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MATERIALS AND METHODS reduced but intrachain C20r  LC2S+  LC:294 C 16 L 18  LC 214 precursor charge states are 85.8% for Intrachain disulfide linkage significantly improves the fragment identification in the region between two disulfide
disulfide bonds remains. The fully reduced LC and 38.7% for partially bridges of the NIST mAb subunits in middle-down mass spectrometry using ECD fragmentation. Improved total
Sample preparation

yellow lines indicate the reduced LC with a combined sequence sequence coverage was obtained by combining the data from fully and partially reduced subunits.
For preparation of partially reduced IdeS subunit samples, 1 pg/uL NIST mAb was digested with IdeS then coverage of 92%.
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(2.1 mm x 50 mm, 1.7 ym particles, 300 A pore) at 60 ° C using 0.1% formic acid in water as mobile phase (A) (a) (b) TFPAVLQSSGLYSLSSVVTVPSSSLGTQTYICNVNHKPSNTKVDKRVEPKSCDKTHTCP  (top) and nonreduced top-down mass spectrometry. Nature Methods, 2019, 16, 587-594

and 02)1% formic ac|d_ in acetgmtnle as rr;obne phase (B_). The gradient started with 10% B for 2 minutes, then (G P S VI LF P PK PKDTILMIESRT PEV T OVIVIVIDVSHED PIEVIK 'GP SVALFPPKPKDTILMESRTAEVTC VVVDVSHEDPE PCPAPELLGGPSVFLFPPKPKDTLMISRTPEVTCVVVDVSHEDPEVKFNWYVDGVEVH (bottom) HC subunit of 3. Srzenti¢, K.; Fornelli, L.; Tsybin, Y.O. etc. Interlaboratory Study for Characterizing Monoclonal Antibodies by

10-30% B from 2-4 minutes, finally 30-40% B from 4-7 minutes. The flow rate was set at 300 pL/min. FNW,Y;V|D;G V,EVHNAKTK P RiEE/QY,NGOF}S T YRV V S VTV VKFNWYVDGVEVHNAKTKPREEQYN[GOF]STYRVVSVL NAKTKPREEQYNGIFJ]STYRVVSVLTVLHQDWLNGKEYKCKVSNKALPAPIEKTISKAKG NIST mAb. The sequence Top-Down and Middle-Down Mass Spectrometry. J Am Soc Mass Spectrom. 2020 31(9), 1783—1802.

MS/MS LHQDWLNGKE YKCKV;S NKALPAPLEK TSk AK/G QP RIE P rT:/ L [H QD er N (: r: Er Yr KrC | f:g‘rvfsf:af:nger PIARfIifEfT sikiafiiafa P QrP [R'rE rF’ rQrVrYITrL rP P'S‘RfEr‘E:MFrf:(’r;ﬂ? \: S LrTr C LrV K G:F:errsr’DrN,:n:'E :MrE:s:N:Gr'(;;fP ENNYKTTPPVLD ggi(;:‘Q; ;{;taai:idm“é?’z 4. Zhang, J.; Loo, R. R.O; Loo, J.A. Increasing Fragmentation of Disulfide-Bonded Proteins for Top Down Mass
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