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SUMMARY. A rapid, sensitive and reliable method using pMRM-IDA-EPI scans with QTRAP 5500
UPLC-MS/MS and Lightsight software was established for the identification of metabolites in rat and liv-
er microsomes from different species after intravenous injection of MMAF (monomethyl auristatin F).
MMAF is a new auristatin derivative, which has been employed as the payloads in a number of antibody-
drug conjugates (ADCs). Separation of the metabolites of MMAF was achieved by column chromatogra-
phy in this study. Using our approach, a total of five metabolites were identified from both ir vivo and in
vitro models. The possible metabolic pathway was proposed, including O-demethylation, amide hydrolysis,
N-demethylation, oxidation and demethylation + oxidation. In summary, we developed a simple, sensitive
and reliable approach for metabolite identification, which is expected to contribute to our better under-
standing of MMAF metabolism behavior ir vivo and in vitro. Furthermore, it provides support for the pro-
cess optimization, mechanism-based research, new antibody conjugate technology and preclinical study of
ADCs with conjugated MMAF.

RESUMEN. Se establecié un método rdpido, sensible y fiable utilizando exploraciones pMRM-IDA-EPI con
QTRAP 5500 UPLC-MS / MS y software Lightsight para la identificacién de metabolitos en ratas y microsomas
de higado de diferentes especies después de inyeccién intravenosa de MMAF (monometil auristatina F). MMAF
es un nuevo derivado de auristatina, que se ha empleado como carga titil en varios conjugados anticuerpo-farma-
co (ADCs). En este estudio la separacion de los metabolitos de MMAF se consiguié por cromatografia en colum-
na. Un total de cinco metabolitos fueron identificados a partir de modelos in vivo e in vitro. Se propuso la posible
via metabdlica, incluyendo O-desmetilacion, hidrélisis de amida, N-desmetilacion, oxidacién y desmetilacién +
oxidacion. En resumen, desarrollamos un enfoque simple, sensible y confiable para la identificacién de metaboli-
tos, que se espera que contribuya a nuestra mejor comprensién del comportamiento del metabolismo del MMAF
in vivo e in vitro. Ademds, brinda apoyo para la optimizacién de procesos, la investigacién basada en mecanis-
mos, la nueva tecnologia conjugada de anticuerpos y el estudio preclinico de ADCs con MMAF conjugado.
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