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Figure S1. (a) Expanded product ion spectrum of T10b (m/z 1021.79%") from the trypsin
digest of the purified ricin sample. The Ser-Pro sequence as in ricin D is consistent with the
ion at m/z 946.40 (arrow) and the doubly charged ion at m/z 1059.50%* (2117.99") resulting
from cleavage of the Ser-Pro bond (the b8 and y19 sequence ions, respectively). A Pro-Ser
sequence would give a (weak) b8/y19 pair at 956.52/1054.47%*. The Pro-Ser as in the
database sequence G1:225419 of ricin E could not be confirmed in the purified ricin sample;
(b) The theoretical masses of the sequence ions around the Ser70-Pro71 of GI:225896,

G1:2169612 (ricin E) and GI:132567 (ricin D) (upper part) and Pro70-Ser71 of GI:225419
(lower part).



EQX120825-7

13(14.518) Sm (SG, 2x5.00); Cm (10:23)

0 TOF MSMS 1122 00ES+

\00- 1200.58 408
1200.07]1201.10
E=
1201.61
1273.62
204.09 axmap 97047 1273.1
10aggn 112354
—_— 1302.13
- sam 10 40402 N mﬂmwuzﬁ?mm 32229 J[ \IL L]119161 F:m 1 146470 454504 181175
it || al I L l |. A l.]JJL L s ll L 1 !lIL mz
00 200 0 0 400 500 £00 o ' 100 1200 1200 1400 1500 1800 1700 1800
T9b: SSPGQQVVIYNCSTATVGATR m/z 1122.84%*
a e0.04 147 244,13 301.15 428,21 5537.27 656.34 755.41 1145.¢
b BE.0O4 175.07 272.12 329.15 437.2 585.26 684.3 783.40 1173.5¢9
1 2 3 4 5 = T B 9 10 11
Ser Ser Pro Gly Gln Gln Val Val Ile Tyr Asn
y" - 210 4  20z2z.01 18z24.85 18g67.8%3 1734.8 leli1.82 1512.75 1413.68 1300.60 1137.53
a 1305.63 139Z2.66 493.71 1564.74 1665.79 €4.86 1821 1892.82 1993.87 -
b 133 3.62 1420.853 1521.70 1582.7 lgs3.749 1782.85 1844 1420.81 2021.%¢ -
CAM Ser Thr Ala Thr Val Gly Ala Thr Arg
10 Q = 7 & 5 4 2 1
y* 1023.48 863.4¢ 776.43 675.38 604.34 303.29 404.23 347.2 276.17 175.12

Figure S2. LC-MS product ion spectrum of the RCA120 T9b glycopeptide diagnostics for
the RCA120 isoform corresponding to database sequence GI:225114. For sequencing the
RCA120 T9b ion (m/z 1122.84°") was extracted at a retention time of 14.50 min.
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Figure S3. LC-MS product ion spectrum of RCA120 T11b peptide diagnostics for the
RCA120 isoform corresponding to database sequence GIl:225114. For sequencing the
RCA120 T11b ion (m/z 668.0323") was extracted at a retention time of 19.10 min.
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Figure S4. LC-MS extracted ion chromatogram and product ion spectrum of RCA120 T3b
(DGLCVDVTGEEFFDGNPIQLWPCK m/z 932.7596%"). (a) The peak at 22.75 min in the
extracted ion chromatogram corresponds to the native peptide and the peaks at 23.03 and
23.32 min to the deamidated peptide containing an aspartic acid and iso-aspartic acid,
respectively. The Asn at the N-terminal is prone to deamidation which in this case has
occurred mainly during sample preparation [30]; (b) Product ions b8-b12 in the product ion
spectrum (blue arrows) support the —-TGEEFF- sequence in RCA120 G1:113504 instead of
—FGEEFT- in the RCA120 sequence GI:225114.
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Results and Discussion

For the chain B of RCA120 two different protein sequences are available in the databases, G1:225114
and GI1:113504 (the latter corresponding to Uniprot P06750, X-ray structure: 1RZQO) which differ in six
amino acid positions (aa 24, 29, 60, 72, 102 and 250).

With respect to our purified RCA120 preparation, the experimentally found protein sequence of the
T3 peptide of chain B matches with the sequence of the X-ray structure (Uniprot P06750 and structure
1RZO; aa in positions 24 and 29 were identified as T?* and F?°).

On the other hand, the experimentally determined T9 glycopeptide, T11 and T22 peptides of the
RCA120 chain B sequence differ from the sequence of the X-ray structure in three amino acid positions
(aa 72, 102 and 250, experimentally identified were G2, T1%2, v20; please note, that position 60 was not
covered by protein sequencing), and these results are in agreement with G1:225114.

It is unclear if the difference in aa positions between GI:225114 and GI:113504 have a critical
influence on the overall three dimensional structure depicted in 1RZO.



