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Elucidation of molecular pathogenesis of AFib amyloidosis and therapeutic
development
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We performed the analysis of variant protein using a sample of Chinese
Hamster Ovary (CHO) cells producing human type fibrinogen into which 4899 4902 delAGTG mutation of
FGA gene. We compared the two sample ; culture supernatant and the disrupted cell. in order to
detect an abnormal protein, SDS-PAGE was performed after immunoprecipitation in a cell lysate, and
the gel was cut out and to mass spectrometry.In the result, the protein generated from the normal A
o chain was detected up to the end of 600, the abnormal Aa chain was around 475, and could not be
detected thereafter, and it was found that the produced protein was more unstable and prone to
degradation than the normal type.
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SDS-PAGE shows no differences in 1 (A523AGTC) and 2 (wild-type)
but, WB(anti-Fib) shows diffrences such as arrows.

3 LC-MS/MS

1(A523AGTG)
Fibrinogen A alpha peptide

(with del4893 mutation(Japanese original)
MFSMRIVCLVLSVVGTAWTADSGEGDFLAEGGGVRGPRVVERHQ
SACKDSDWPFCSDEDWNYKCPSGCRMKGLIDEVNQDFTNRINKLKNSLFEYQKNNKDS
HSLTTNIME ILRGDFSSANNRDNTYNRVSEDLRSRIEVLKRKVIEKVQHIQLLOKNVR
AQLVDMKRLEVDIDIKIRSCRGSCSRALAREVDLKDYEDQQKQLEQVIAKDLLPSRDR
QHLPLIKMKPVPDLVPGNFKSQLQKVPPEWKALTDMPQMRMELERPGGNEI TRGGSTS
YGTGSETESPRNPSSAGSW NRNPGSSGTGGTATWKPGSSGPGSTGSW
NSGSSGTGSTGNQONPGS PRPGSTGTWNPGSSERGSAGHWTSESSVSGSTGQWHSESGS
FRPDSPGSGNARPNNPDWGTFEEVSGNVSPGTRREYHTEKLVTSKGDKELRTGKEKVT
SGSTTTTRRSCSKTVTKTVIGPDGHKEVTKEVVTSEDGS DCPEAMDLGTLSGIGTLDG
FRHRHPDEAAFFDTASTGKTFPGFFSPMLGEFVRLSLGAQNLASSQIQRNPVLITLGX

De novo Peptide

Fibri A alph ild tid
ibrinogen A alpha (wild type) peptide 2wild type FGA)

MFSMRIVCLVLSVVGTAWTADSGEGDFLAEGGGVRGPRVVERHO

SACKDSDWEFCSDEDWNYKCPSGCRMKGLIDEVNCDFTNRINKLKNSLFEYQKNNKDS
HSLTTNIMEILRGDFSSANNRDNTYNRVSEDLRSRIEVLERKVIERVOQHIQLLOKNVR
AQLVDMKRLEVDIDIKIRSCRGSCSRALAREVDLKDYEDQOKQLEQVIAKDLLPSRDR
QHLPLIKMKPVPDLVPGNFKSQLOKVPPEWKALTDMPOMRMELERPGGNEITRGGSTS
YGTGSETESPRNPSSAGEWNSGSSGPGSTGNRNPGSSCTGCTATWREPGSSGPGSTGSW
NSGSSETGSTGNONPGSPRPGSTGTWNPGSSERGSAGHWTSESSVSGSTGOWHSESGS
FRPDSPGSGNARPNNFDWGTFEEVSGNVSPGTRREYHTEKLVTSKGDKELRTGKEKVT
SGSTTTTRRSCSKTVTKTV G PLGHEEVTKEVVTSEDGS DCPEAMDLGTLSGIGTLDG
FRHRHE FDTASTGKTE PMLGEFV ] il H
AEFPSRGKSSSYSKO

RGHAKSRPV
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