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FIGURE 5: Deconvoluted and annotated masses of trastuzumab emtansine FIGURE 8: Average DAR calculation for glycoforms GOF/G1F, G1F/G1F and G1F/G2F of
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Methods: The sample used was trastuzumab emtansine (trade name Kadcyla®) and it - - -
was not deglycosylated. In one case, the separation was done on a novel microfluidic D2 D6 L e prey 200600 e v prery T L Tosier e
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mass spectrometer with the high mass range (HMR) mode was used. Raw files were £ D1 AN e e e e e w R e |
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determination of the average DAR are done automatically. N - For th(aT glycoforms GOF/G1F, G1 I_:/G1_ F anq G1 F/QZF, th(_a average DAR values are
N - respectively 3.45, 3.47 and 3.39, which is consistent with previous published data (Marcoux
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Results: Using the ZipChip, for the glycoforms GOF/G1F, G1F/G1F and G1F/G2F of o ) ) ) ——— 155082 80
trastuzumab emtansine the average DAR values were respectively 3.46, 3.47 and 3.39, For each acquisition, approximately 10 mg of sample was loaded and desalted online without
and the mass error of any deconvoluted peaks was less than 25 ppm. Similarly, for the pretreatment. Data was acquired using 10 mscans and the resolving power of the mass Lt || | bk UL LU J“HJ i
. . . I EAl N | | .
size exclusion chromatography experiment, an average DAR value of 3.71, 3.64 and 3.65 spectrometer was set at 70,000. For data processing with BioPharma Finder, MS1 spectra oo T Tistoon T edooo T asioon T ashoon T aslooo T elaco e, e CONCLUSIONS
was respectively calculated for the glycoforms GOF/G1F, G1F/G1F and G1F/G2F of were deconvoluted with the Respect algorithm in combination with the sliding window over a Mass
trastuzumab emtansine. These average DAR values are in accordance with previously defined time range. Lysine-linked ADCs are a heterogeneous mixture because a broad distribution of linker-drug Lysine-linked ADCs are very heterogeneous samples and can be successfully analyzed
published data. additions is observed for each glycoform. without sample pre-treatment by size exclusion chromatography or ZipChip based
electrophoresis.
FIGURE 6: Workflow 2: Lysine-linked ADC analyzed by ZipChip based electrophoresis
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Sample: Trastuzumab Emtansine “ | i T, - The ZipChip interface simply mounts onto your mass spectrometer (Fig.6) The ZipChip is a Aug;24(8):1210-23
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Column: Thermo Scientific™ MAbPac™ SEC-1, (150 mm * 4 mm; 5 mm) GOF/G1F glycoform of trastuzumab emtansine containing four conjugations was selected FIGURE 7: Data visualization in BioPharma Finder 2.0 software of the Lysine-linked _ N : JIS o oo :
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Buffer: 50 mM ammonium acetate; flow rate: 300 mL/min (bottom panel). On the left panel, an extract component chromatogram was automatically encourage use of these products in any manner that might infringe the intellectual property
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Data Analysis: Raw files were processed with BioPharma Finder 2.0 software.
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FIGURE 1: Sliding windows (a) and drug to antibody (b) parameters used for the FIGURE 4: Average DAR calculation for glycoforms GOF/G1F, G1F/G1F and G1F/G2F of s -
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DML - The sample was analyzed without pretreatment therefore an average DAR value can be All of the different forms _of tras?uzumab emtansine were separated in less than 40 secon;ls, S C lENTI F I C
Reskkie K calculated for different glycoforms and the charge states distribution ranged from 27 to 33 (~ 4600 m/z to 5600 m/z), which
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Averoge Mass 95725 differs from the size exclusion workflow.
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