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Fig S1. Table of proteins identified using Scaffold software. Transthyretin amyloid protein was identified
marked with yellow star. Amyloid associated proteins such as Serum amyloid P component and
Apolipoprotein E are also marked with yellow star. The total spectral counts for each sample are shown
as the numbers shaded in green.
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Figure S2. A. Volcano plot of Congo red negative heart autopsy specimen CRN-H-1 versus Congo red
positive heart autopsy specimen for transthyretin amyloidosis (ATTR-H-8); B. Transthyretin normalized
abundance in CRN-H-1 versus ATTR-H-8; C. Volcano plot of Congo red negative heart CRN-H-1 versus
Congo red positive lymph node for AL amyloidosis (ALL-Y-2); D. Immunoglobulin lambda light chain in
CRN-H-1 “H-A-009” vs Congo red positive lymph node (ALL-Y-2).
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s P02766 439  Trassthyretia OS=Home sapiens OX=9606 G PE=l Vel
Score Mass  Matches

8.1 #P02766 439 15991 47 (14) 22 (7) Trassthyretin OS=some sapiens OX=3606 GN=TTR SE=1 Svel

w47 peptide matches (43 non-duplicate, 4 duplicate)

Auto-fit to window
Observed Mr(expt) Mr (calc) ppm M Score Expect _l‘.ni U Peptide
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722.8855 1443.7364 1843.7378 0.93 1 n ’l U K.CPLMVEVLDAVR.G + Oxidatis t
482.2718 1443.7935 1443.7942 0.301 2 P1 U R.CPLMVEVLDAVR.G + Oxi
498.9559 1493.8459 1493 0.54 1 4} 0.002 Py U R.GSPAINVAVEVERK.A
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All matches to this query

Score| Mr(cale) | Delta S Site Analysis
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312 [2373.2463[0.0013 | FTIaALLSPISTSTTAVVINEK| Figure S3A. Mascot search result using error

31.2 |2373.2468|0.0013 | YTIAALLSPYSYSTTAVTTNEK] . .

223 [2373.2405]0.0013 | FTIAALLSPTSTSTTATVINEK] tolerant search for the transthyretin peptide
YTIAALLSPYSYSTTAV(V+14)TNPK with Val->Xle
variant a +14.0156 mass shift; B. Mascot search

T results with matches to query with site analysis

RS Mascot Search Results query y
between Val17 and Val18; C. MS/MS

Peptide View . . .
fragmentation for confirmation of Val->Xle

MSMS Fragmentation of YTIAALLSPYSYSTTAVVTNPK

Found m PO2766 m SwissProt AC Transthw 0S=Homo samens 0X=0606 GN=TTR PE=1 SV'=1 1 H .

PO S - substitution on Val18; D. Mascot search result re-
processed in Scaffold with MS/MS fragmentation
\“H\lLlSFVSVSTYI\'VTNPK . .
and assignments from wild type versus sequent
" . . .
variant transthyretin peptide.
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Figure S4A. PEAKS PTM and SPIDER assignment of V122I/L by V->Leu (Xle) with +14.02 mass shift on peptide
RYTIAALLSPYSTTAVVTNPKE; SB. both V->Leu (Xle) and methylation on RYTIAALLSPYSTTAVVTNPKE. S4C. Methylation
on peptide RYTIAALLSPYSTTAVVTNPKE; S4D. MS/MS assignment for RYTIAALLSPYSTTAVVTNPK(+14)E (methyl on K).
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Figure S5. On-tissue trypsin digestion of FFPE heart tissue from A. Congo red positive (CR+) and B. Congo red
negative (CR-) biopsy specimen; C. in-solution trypsin digestion of a transthyretin protein standard; D. Congo
red positive (CR+) and E. Congo red negative (CR-) autopsy specimen.
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Figure S6. Peptide GSPAINVAVHVFR (m/z 1366.7) as potential biomarker for transthyretin observed only in A.
Congo red positive heart biopsy (ATTR-H-4), C. transthyretin protein standard (TTR-Std-2) and D. Congo red
positive heart autopsy (ATTR-H-9) but not in the B. Congo red negative heart biopsy (CRN-H-2) and E. Congo red

negative heart autopsy specimen (CRN-H-1).

Figure S7

Fig. S7. Principal component analysis of Congo red negative biopsy specimen (CRN-H-2) versus Congo red positive

specimen (ATTR-H-4).
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