Dataset S1.
(a) Summary of proteomic evidence supporting novel cyclotide sequences from C. ternatea.

The following MS spectra show the ProteinPilot-assigned peptide spectral matches (PSM) for full-length linearized cyclotides generated by endoproteinase Glu-C digestion
(spectra named with suffix E), trypsin digestion (suffix T) and chymaotrypsin digestion (suffix C). In many instances semi-endoGlu-C, semi-tryptic or semi-chymotryptic peptides
were observed and the corresponding PSM have been included as additional lines of evidence supporting the full-length peptide assignments. In one case, Cter N, the assignment
was performed using RapiDeNovo software (Bruker) after MS/MS performed on a Bruker UltrafleXtreme mass spectrometer. In all other cases, spectra were acquired on an
Applied Biosystems QStar Elite mass spectrometer. As an example, the PSM of Cter M in spectrum Ela (Endo Glu-C digestion) shows the assignment of 25/29 amino acids. The
unassigned amino acids were assigned in subsequent spectra (EndoGlu-C: Elb, Elc; tryptic: T1la-T1c). This is the case for each peptide sequenced. In the following dataset
outputs from ProteinPilot, amino acid sequences coloured green represent PSMs identified with 95% confidence, yellow represent 50% confidence, red represent <50%
confidence, and black are not matched. Sequence ion assignment is shown in each spectrum with y-ions shown in red and b-ions shown in green. The matched ions are also
shown in the left panel, where green shading represents a matched ion.



Evidence for Cter M:

Endoproteinase Glu-C digest:
TCTLGTCYVPDCSCSWPICMKNGLPTCGE
NB: This peptide shows 75% sequence homology to kalata B7 (P58457) from Oldenlandia affinis.

1 GLPTCGETCTLGTCYVEPDCSCAWE ICHMEN 29 Cter M
1 GLPVCGETCTLGTCYTQGCTCIWE ICERN Z9 EkE7
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Fragmentation Evidence for Peptide

[TCICAMITLGTCICAM Y PDCICAMISCICAM]SWRICICAMMKNGLPTCICAMIGE
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Supplementary spectrum Ela: MS/MS of m/z 1142.13 (mass 3423.4 Da) showing sequence ion coverage. The derived sequence is TCTLGTCYVPDCSCSWPICMKNGLPTCGE.




Fragmentation Evidence for Peptide

|TC[CAM]TLGTC[CAM]YVPDC[CAM]S

Residue b b+2 v y+2
T 102.0550 51.5311| 1533.6018 7673046
CICAN] 262.0856 131 5464 | 1432.5541 7167807
T 363.1333 1820703 1272.5235 B36.7654
L 476.2173 2386123 11714758 5862415
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T 634.2865 T E4ED | 1001.3703 S01.1858
CICAN] T794.31T1 397 6622 900.3226 4506649
Ay 957.3805 4791933 740.2920 3706496
W 1056.4439 528,728 577.2236 289.1180
P 1153.5016 577.2545 478.1602 239.5838
b 1268 5286 B34 7673 381.1075 131.0574
CICAR] 14285592 T14.7833 266.0805 133.5439
5 15155913 755.2993 106.0493 535286
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Supplementary spectrum E1b: MS/MS of m/z 767.32 (mass 1532.62 Da) showing sequence ion coverage. The derived sequence is TCTLGTCYVPDCS.




Fragmentation Evidence for Peptide

|CICAMISWRICICAMMKNGLPTCICAMIGE

Residue b b+2 v y+2
CICAN] 161.0379 81.0226| 1909.8064 955.4068
= 248.0700 1245386 1749.7757 g75.3915
iy 434.1493 MTETE3| 16627437 831.8755
P 531.2020 2661047 | 1476.6644( 733.5335
| 6442861 3226467 | 13796116 £90.3034
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P 1444 G534 7228303 563.2130 28211
T 15457011 773.3542 4661602 233.5838
CICAR] 17057317 §53.3693 365.1125 153.0599
G 17627532 831.5802 205.0819 103.0446
E 1831.7958 946 4015 148.0604 745333
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Supplementary spectrum Elc: MS/MS of m/z 955.41 (mass 1908.81 Da) showing sequence ion coverage. The derived sequence is SWPICMKNGLPTCGE.




Trypsin digest:
NGLPTCGETCTLGTCYVPDCSCSWPICMK

Fragmentation Evidence for Peptide

|NGLPTC[CAM]GETC[CAM]TLGTC[CAM]YVPDC[CAM]SC[CAM]SW'PIC[CAM]MK

Residue b b+2 v y+2
M 1150502 530257 34243303 1712.6988
G 172.0T17 86.5395| 33103474 | 1B55ETT3
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P 3522085 191 6079 | 31402419 ( 1570.6246
T 483.2562 242137 30431891 | 1522.08352
ClCAm] 643.2868 3221470 29421414 14715744
G 700.3083 3S0B57E| 27821108 ( 1391.5590
E 829.3509 4151791 27250893 1363.0433
T 930.3936 4657029 2596.0467 [ 1295.5270
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L 1304.5609 B52.7841 | 22339207 [ 1117.4640
G 13615524 681.2948 ( 21203367 1060.9220
T 1462.6301 T31.8187 | 20633152 ( 1032.4112
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Supplementary spectrum T1a: MS/MS of m/z 1142.13 (mass 3423.38 Da) showing sequence ion coverage. The derived sequence is NGLPTCGETCTLGTCYVPDCSCSWPICMK.




Fragmentation Evidence for Peptide

|C[CAM]YVPDC[CAM]SC[CAM]S‘W‘PIC[CAM]MK

Residue b b+2 v y+2
CCAM)] 161.0379 81.0226| 19627675 981.8874
Ay 3241013 1625543 1802.7369 a0 a7
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Supplementary spectrum T1b: MS/MS of m/z 981.90 (mass 1961.78 Da) showing sequence ion coverage. The derived sequence is CYVYPDCSCSWPICMK.




Fragmentation Evidence for Peptide

|N[Dea]GLPTC[CAM]GETC[CAM]TLGT

Residue b b+2 v y+2
M[Des] 116.0342 SE.5207( 14816247 T41.3160
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L 286.1397 143.5735 | 13095763 B55.2013
P 383.1925 192.0999 | 11964922 595.7497
T 484.2402 242 6237 | 10994394 5502234
CICAM] 6442708 322831 9333912 493 B395
G 701.2923 351.1498 835.3611 419 6542
E 830.3349 415671 7813396 391.1735
T 931.3826 466.1949 6522971 326 6522
CICaM] 1091.4132 S46.2102 551.2494( 2761283
T 1192.4609 5967341 391.2187 196.1130
L 1305.5450 653.2T61 290.1710 1455592
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Supplementary spectrum T1c: MS/MS of m/z 741.33 (mass 1480.65 Da) showing sequence ion coverage. The derived sequence is NGLPTCGETCTLGT.




Evidence for Cter N:

Endoproteinase Glu-C digest:
TCVLGTCYTPDCSCTALVCLKNGSAFCGE
NB: This peptide shows homology to kalata B9 (P85127) from Oldenlandia affinis.

1 GEAF-CGETCVLGTCYTPDCAC-TALVCLEN 28 Cter N
1 GEVFNCGETCVLGTCYTPGCTCHTYRVCTED 31 EkES
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Supplementary spectrum E2a: MS/MS of m/z 3301.42 (mass 3300.42 Da) showing sequence ion coverage. The derived sequence is TCVLGTCYTPDCSCTALVCLKNGSAFCGE.
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Supplementary spectrum T2a: MS/MS of m/z 3301.42 (mass 3300.42 Da) showing sequence ion coverage. The derived sequence is NGSAFCGETCVLGTCYTPDCSCTALVCLK.

10



Evidence for Cter O:

Endoproteinase Glu-C digest:
SCVFIPCITGIAGCSCKSKVCYRNGIPCGE
NB: This peptide shows 93% sequence homology to circulin-C (P84641) from Chassalia parvifolia.

1 GIPCGESCVFIPCITGIAGCSCESEVCYREN 30 Crer_ 0
1 GIPCGESCYWFIPCITAVAGCSCEIEVCYRN 30 Circulin-C

EEEXEEEETERELLTE FEXEERLRTERERS

Fragmentation Evidence for Peptide

|SCICAMIVFIPCICAM]TGIAGCICAMISCICAMKSHYC[CAM]YRN[Dea]GIPC[C AM]GE

Residue b b+2 ¥V y+2
5 550383|  445233| 34515394 | 1726.2133 waq v " 4 . o 41
CICAM] 2450700 1245396 | 33645074| 16827573 b2 b2 | b3 be| k102 | bs b7 ylgez| w0 Y302
Vv 3471388 1740725| 3204.4767| 16027420 801 14+ 58435 Y20p2 YRRy
F 4902068 247 6070| 31054083 | 15532078 360 1 1
I 607.2008| 304.1491| 29563399| 14796736 24 |
F 7043435| 3526754 | 28452555| 14231315
CICAM] 864.3743| 4326008 27462031 | 1374.6052 320 1
I GTTA4553| 4692328 | 25561724| 12945898 300
T 10755060| 5307566 | 24750653 | 1238.0478 —
G 11355215 | 668.2674| za74.0407 | 1187.5240
I 12456115 624.8034| 2317.0192] 1159.0132 260 1
& 13196456 660.3280| 2034351 | 11024712 240
G 13TE6701| EBG.8387| 21326950] 1066.9527 220 ]
CICAM] 15367008 TEG.H540| Z075A766| 10364419 i
5 16237328| @123700| 19156458| 9564266 L2007
CICAM] 17537634 @023954| 18288133 S14.9106 180
K 19118584 | 956.4325| 1E6E7E32| 6348953 160 |
5 199560904 909.0450| 15406083 T70.84TE
K 21269854 1063.09983| 14536562 727.3318 40 94976
v Z2U60538| 11135305| 1325.6613| 6632643 120
CICAM] 2366 0844 | 11935450| 1226.4929| 6137501 100 |
v 254914768| 1275.0775| 10864622 5337347
R 27052459 13531281| oS05.3983| 4522031 e 1036 50
M[Dea] 25202758 14106416| 7472078| 3741525 B0 1 1068.53
24807 | 34715 57144 .
G ZETT2973| 1439.1523| 632.2708| 3166391 an | .
[ 29903514 | 14956943 S752484| zmea283 . e (I s e Lt a2070 119503
P 30574341 | 15442207 | 462.653| 231 5663 00, | B0 R gey 10 79542 TR ST 52 A 1ZPBET qIe | a2 oo
C[CaM] 3247 4643 | 1624.2360| 365.1125| 1830599 0 - I — b yisitiipasiuy e - fanbt ol burmbnpoll ot N AW Worvt R -
100 300 400 500 500 700 500 00 1000 1100 1200 1300 1400 1500 1600 1700 1800
G 33044062 16527468| Z05.0818] 1030446 iz, Da
E 34335288 1717.2661| 148.0604| 745339

Supplementary spectrum E3a: MS/MS of m/z 863.41 (mass 3449.62 Da) showing sequence ion coverage. The derived sequence is SCVFIPCITGIAGCSCKSKVCYRNGIPCGE.
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Fragmentation Evidence for Peptide

|[SCICAMIYFIPCICAM|TGIAGCICAM]S

Residue b b+2 v y+2
5 58.0333| 445233 16417433| 821.3753 ol ya . . v vio o1
CICAM] 248.0700| 1245336 | 15947113| 777.8503 a0 4 b2 b3 b bS y1542 ha b B1z| K3
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P 704.3436| 3525754| 1035.4598| 5182335
CICAM] 564.3743| 4326903 038.4070| 4897071 85
I 977.4583| 4892328| 7ro7T64| 369.6918
T 1078.5060 | 5397560 | 665.2923| 333.1498 B0
@ 11355275| G682674| 664.2446| 2a2A259 .
I 12485115| 6248094| s072232| 2541152
2, 1319.6486 | 660.3230| 30944391| 1975732 50 4
G 1376.6701| 6955337 323.1020| 162.0546
CICAM] 15367008 | 7oe.8540| 266.0805| 133.5439 %‘45 | a3 40 1037 48
S 16237328| @123700| 1060499  sS3s28E *"EE’ a0
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Supplementary spectrum E3b: MS/MS of m/z 821.39 (mass 1640.77 Da) showing sequence ion coverage. The derived sequence is CVFIPCITGIAGCS.
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Fragmentation Evidence for Peptide

|C[CAM]KSKVC[CAM]YRNGIPC[CAM]GE

Residue b b+2 v y+2
CICAM] 1610378 810225 1827 6298] 9144186 so] vl w2 e 4 p v 1 "
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CICaM] 7E33500| d821601| 1225.5089| 613.2581 260
v 926.0223| 4637145| 1065.4782| 5332427 zig
R 10825234 | 641.7653| 9024149 4517111 a0 ]
N 1196.5663| 598.7868| 7453138| 3736605 290 ] asdi7
G 1253.5878| 621.2075| Gazzr0s|  H166391 210 ]
I 1366.6718 683.8396| 5752494 288283 200 1
P 14637245 | 7132.3659| 462.1653| 2315663 140
CICAM] 16257552| 812.3813| 365.1125| 1530559 }1?3
G 16807767 | 840.8920| 205.0818| 1030445 F 180 ]
E 18095193 9054133| 148.0604| 745339 £150 ]
" 14
130 g59.ds
120
110
100 ] 255,08
an
a0
70
&0 20508
ig_ 149 06 2731
0] 2 031 #1240
o0 ] 35 757041 | B0 107854
1bs2 54
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miz, Da

Supplementary spectrum E3c: MS/MS of m/z 609.94 (mass 1826.81 Da) showing sequence ion coverage. The derived sequence is CKSKVCYRNGIPCGE.
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Chymotrypsin digest:

RNGIPCGESCVFIPCITGIAGCSCKSKVCY

Fragmentation Evidence for Peptide

[RHGIPCICAMIGESCICAM)VE

Residue b b+2 v y+2
R 1571084 720575 13956144 6983108
140 - il 2 ¥3 v
] 27114513 1360793 12395133|  e202603
[3 3284728 1645900 11254703  se323EE 180 4242 b3 b3 k42 93;1224 b10+2
I 4412668 2214321 0634429 5347281 170 ]
P s3ga096| 2eopsse| 9653648 478860
CCaM)] 698.3403| 3406738 @se321| 4208597 160 1
G 756.3617| 370.1845| 608.2814| 3406443 150 4
E 8844043 a442.7058| 6412599 3211336
3 971.4363| 486.2218| S12.2173| 2EEEZ: 140
CICAM) 1131.4670 566.2371( 4251853 2130963 130 1
W 1230.5354( 6157713 2651547 133.0810 120 1
F 13776038 6293055  166.0863 635463
110 A
E
G100
£
< ao
a0
70
&0
50
571
40
ag 85773
20 2BS 16 H326
520
g0 {1EE0E L 893 om0y 3474 456,
a J|.||1|".||j| 1 " |n|||| L lll\ || JI ILM‘
100 200 300 400 s00

11

a7

+2

E16.27

G600

¥ ya
BE| b7 b3 bo b0 b1
w242
69563
5563
113047
5932 1041 45
75937 703
. Jpeaz) | arrar| 1izeas |1zossr 12LE2

ddol I e s g ! + Lll | il' 1 i \I' u II.IIIIIIIlIIIIIIIlllll-l au o
700 500 800 1000 1100 1200 1300 1400

miz, Da

Supplementary spectrum C3a: MS/MS of m/z 698.31 (mass 1394.60 Da) showing sequence ion coverage. The derived sequence is RNGIPCGESCVF.
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Fragmentation Evidence for Peptide

|IPC[CAM]ITGIAGC[CAM]

Residue b b+2 v y+2
| 114.0313 S7.5493] 10815118 531.2595
P 2111441 1060757 9454277 474 7175
CICAM] 3711748 186.0910 851.3750 4261911
| 48425338 2426330 £91.3443 3461758
T 585.3065 293.1569 578.2603 2B9.6338
] 642.3230 321 BEYE 477.2126 239.1099
| 755.4120 37E.2008 420.1911 210.5992
A 826.4491 413.7282 307.1071 154.0572
] 8834706 442.2389 236.0T00 118.5386
CICaM] 1043.5012 522.2543 179.0485 a0.0273
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Supplementary spectrum C3b: MS/MS of m/z 531.25 (mass 1060.49 Da) showing sequence ion coverage. The derived sequence is IPCITGIAGC.
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Evidence for Cter P:

Endoproteinase Glu-C digest:
SCVFIPCITAAIGCSCKSKVCYRNGIPCGE

NB: This peptide shows 96% sequence homology to cyclotide A (D2WPK4) from Gloeospermum blakeanum.

1 GIPCGEZCWFIPCITALIGCECESEVCYRN 30 Crer P
1 GIPCGESCYWFIPCITAATGCICETEVCYRN 30 Cyclotide-i

EEEEE R R TR AT R AT RRL TR R AL s HEEHSE

Fragmentation Evidence for Peptide

|SC[CAM]VFIPC[CAM]LTAAIGC[CAM]SC[CAM]KSKVC[CAM]YRN[Dea]GIPC[CAM]GE

Residue b b+2 ¥ y+2

S ga0393| 445233 4essssn| 1733zEz 280 1 . v /5

CICAM] 248.0700 124 5386 | 33785230( 1659.7651 b2 %] bad| B10+2 (kS wlg+2 w21+2 Y2442

v 347.1383| 174.0725| 32154924| 16097495 60 | 567 .69 Y2z y25+2
F 494.2068| 247 6070| 31194239 15602156

! 607.2908| 3041491 | 29723555 14866814 240 1

P 7043436 | 3526754| 28592715 1430.1394

ClCaM] B64.3743| 4326908| 27622167 | 1381.6130 220 1

L 9774583 |  489.2320| 26021861 | 13015977

T 107850680 5397566 24891040| 1245.0556 200

8, 11495431 &575.2752| 23860563 1194.5318

2, 12205802 E10793G| 237O1E2| 11sa0iaz 180 1

| 13336643 | 6673356 | 22459821| 11234947

[ 13906656 | G95.6465| 2132.8950] 1066.952T 160 1

CICAM] 15507164 | 7TS.AEIG| 20758768| 10354419 £

5 1637.7434| @©103770| 19158459| 9584266 ,06'3"40 T

ClCaM] 1797.7791| 8993932 18288139 9149106

K 19255740 963 4407| 166G7HAZ| Ga45953 1201

3 20129061 | 10069567 | 15406853| 7708473 954.43

K Ma41.0010| 1071.0042| 14536562 727 3318 100 1

W 22400694 | 11205384 | 13255613 6632843

ClCaM] 2400001 | 12005537 | 122649239  613.7501 51

v 25631634 | 1282.0854| 10864622 5337347 |

R 27192645 | 13601359 9033989 4522031 B0

M[Dea] 28342915 | 14176494| 7472978 37441525 0] riags HTIE o4 '05;4_53

G 28913128 | 14461601 6322708 3166391

| 3004.3970| 15027021| 675.2494| 2881283 a0 25643 45422 F07.30 8Tpa0 99218

P 3014498 | 15512285| 462.1653| 2315963 14708 [ 30913 46318, seopo |Baail TESEd 85031 N 81725 10??-4? 1067 45 113360 | 124559 1431 22 150523 4prgas
C[CAM] 32614804 | 16312435 3651125 1830539 0 At s A i it MLW ' WAPRTTRTFPOeT, [T NY O NV S -|: banil - il : i .
e} s31as019] 16597546 205 0819 103 0446 100 200 300 400 s00 =1 oo ] 900 1000 1100 1200 1300 1400 1500 1600 1700 1800
E 3447 5445 | 1724.2759| 1480604  74.5339 miz, Da

Supplementary spectrum E4a: MS/MS of m/z 866.90 (mass 3463.58 Da) showing sequence ion coverage. The derived sequence is SCVFIPCITAAIGCSCKSKVCYRNGIPCGE.
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Fragmentation Evidence for Peptide

|SC[CAM]VFIPC[CAM]LTAAIGC[CAM]S

Residue b b+2 ¥y y+2
5 88.0393 445233 16557590 828.3831
CICAM] 243.0700 124 5386 1565.7270 T4 8671
W 3471384 1740728 1405.6963 7048518
F 494.2063 247 6070 1309.6279 B55.3176
| 607.2908 304.1491 [ 1162.5595 5E1.7534
P 7043436 3526754 1049.4T54| 5252414
CICaM] 864.3743 432.6908 952.4227 4767150
L 977.4583 459.2328 792.3920 3966996
T 1078.5060 539.7566 679.3080 3401576
A 1149.5431 5752752 578.2603 2696338
A 1220.5802 510.7935 507.2232 25341152
| 1333.6643 BE7.3358 436.1860 2185967
] 1390.6858 B35.5465 323.1020 162.0546
CICaM] 15507164 T75.8618 266.0805 133.5439
5 16377484 819.3779 106.0499 53.5286
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Supplementary spectrum E4b: MS/MS of m/z 828.39 (mass 1654.78 Da) showing sequence ion coverage. The derived sequence is SCVFIPCITAAIGCS.
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Fragmentation Evidence for Peptide

|C[CAM]KSKVC[CAM]YRNGIPC[CAM]GE

Residue b b+2 ¥y y+2
CICaM] 161.0379 81.0226| 1827.8299 314 4186
K 289.1329 1450701 | 16677992 834 4032
5 376.1649 185.5861 | 1539.7043 T70.3558
K 504.2599 2526336 | 14526722 726.8398
ks 603.3233 30216753 132457713 BE2.7923
CICam] 763.3589 3821831 1225.5089 613.2581
by 926.4223 463.7148 | 1065.4T32 533.2427
R 1052.5234 541.7653 902.4149 431711
M 1196.5663 598.78638 7463138 3736605
] 1253.5878 627.2975 £32.2708 FME.6391
| 1366.6718 683.8396 575.2494 2651283
P 1463.7246 732.3659 462.1653 231 5863
CICAM] 1623.7552 812.3813 365.1125 183.0599
[e] 16807767 840.8920 205.0819 103.0448
E 1809.5193 9054133 148.0604 745339
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4E21T
e
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= 7eriat | |5 1078 54
338 | |9E3.50 1[352-54 1367 B9
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Supplementary spectrum E4c: MS/MS of m/z 609.94 (mass 1826.81 Da) showing sequence ion coverage. The derived sequence is CKSKVCYRNGIPCGE.
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Chymotrypsin digest:

RNGIPCGESCVF SCKSKVCY
Fragmentation Evidence for Peptide
[RHGIPCICAMIGESCICAM]VF
Residue b b+2 v y+2
R 157 1084 700578 13956144  698.3108 a0 a 42 /3 v o8 8
M 2114513 1360793 | 12395133 6202603 242 [ 5] e bge2 | 10+2 B11+2 b b7 b Ka B0 b1
G 326.1728| 164.5900| 11254703 | 5632365 180 | hBr2 —at1ha ¥i2ez
[ 441.2568| 2211321 | 10884489 5347281
P 5363006 269.6504| 955.3648| 4761860 17
CICAM] 698.3303| G496738| aso121| 4206597 160 1
= 7553617 3751545 6982814 3406443 150 ]
E 8844043 442.7058| 6412599 3211336
s 971.4363 | 486.2218| 5122173 2566123 140 1
CICAM] 1131.4670 | 566.2371| 4251853 2130063 130
W 1230.5354| 615.7713| 2651547 133.0810
F 1377 6036 | GA9.3055| 166.0863|  a3.546G 10
110 1
Ey
E100 -
£
= a0 61627
&0
70
o ] F95 83
1 57077 833
40
20 | T3
a0 IES N6 41326 113247
685 32 1041 45
1018808 | 21943 4o 59 34714 s endt 89242 | orra1| 112848 | 12081 123052
T U P Y O 11 YT Kyl R 1 R O
100 200 300 400 200 £00 00 800 00 1000 1100 1200 1300 1400
miz, Da

Supplementary spectrum C4a: MS/MS of m/z 698.31 (mass 1394.60 Da) showing sequence ion coverage. The derived sequence is RNGIPCGESCVF.
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Fragmentation Evidence for Peptide

[IPCICAMITGIAGTITAM

Residue b b+2 ¥ y+2
| 1140913 575493 1061.5118 531.2595
P 2111441 1060757 9454277 4747175
CICAM] 311748 186.0510 g51.3750 4261911
| 454.2558 242 5330 591.3443 3461738
T 585.3065 2931568 578.2603 259 6338
G 642.3280 321 BEYE 477.2126 2391099
| 155.4120 3TE.2096 4201911 2105852
A 826.4491 413.7282 3071071 1540572
G 883 4706 442.2389 236.07T00 118.5386
CICAM] 1043.5012 522.2543 179.0485 a0.0278
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Supplementary spectrum C4b: MS/MS of m/z 531.25 (mass 1060.49 Da) showing sequence ion coverage. The derived sequence is IPCITGIAGC.
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Evidence for Cter Q:

Endoproteinase Glu-C digest:
SCVFIPCISTVIGCSCKNKVCYRNGIPCGE
NB: This peptide shows 93% sequence homology to cyclotide | (Q30CB5) from Hybanthus floribundus.

1 GIPCGESCVFIPCISTVIGCSCENKYCYRN 30 Cter_Q
1 GIPCGESCVFIPCISGVIGCICKSKYCYRN 30 Cyclotide-I
FEEHEEEERAEEALS BEREEEE FEEAES

Fragmentation Evidence for Peptide

[SCICAMYFIPCICAMIISTYIGCICAMISCICAMKNKYCICAM] Y RNDea] GIPC[CAMIGE

Residue b b+2 ¥ y+2
E 56 0303 44 5233 35365022 17es Taor . v 2
CICAM] 248.0700 | 1245356 | 34408601 17252837 430 4 h2 b3 b4 bS amsee OB Ba| w142 21+25-'23+2 Y25+
W 347.1384| 1740728 32895295 16452684 | o1 +;
F 4942068 | 247 6070| 31904611 15357342 170 1
I 607.2908 | z041491| 30433926 15222000 160 4
p 7043436 | 3526754 29303086 1465.6579
CICAM) BE4.3743| 4326008 28332558 14174315 1507
I 977.4583 | 4ma2aza| 267s22s2| 13371162 140
5 1064.4903 | 5327485| 29601411 1280.5742
T 11655380 | 5832727 24731001 | 1237 0582 130
o 12646064 | 6328069 | 23720614 11865343 120 A
I 137760905 | GE934m9| 22720030 1437.0001 101
G 14347120 | 7178506 21599083 1080.4581
CICAM] 15947426 | FOT.ET48| 21028375| 10519474 %‘1 0o 4
5 16817746 | &413m0| 19428ses| 9719320 gEE: a0
CICAM] 18418053 | 9214063( 18558248 9284160
K 19690003 | 9854535| 16957041 s4s.a007 &0 1
M 20839432 | 10424752 1567 6o0z|  Tee 3saz 704
K 2212038 | 11065227 | 14536562 727.331a
o 23111066 | 11560569 | 13255613| E63 2843 B0 1
CICAM] 24711372 | 12360722 12264923  E137a00 =0 4 97178
b 26342005 | 13176039 10e64e22| s33TI4T
F 27903016 | 13956545 oo0zasag| 4522031 407
M[Des] 29053286 | 14531679| F472o97E|  av4tszs 30 A 106518
G 2962350 | 14816787 | e3zz7oa|  HE.6391 1088 20
I 0754341 | 15362207 | srsz4od|  zemazem = wdnr s474E !
P 31724860 15867471 4621653 2315863 10 aoaaq | | 483a7 | P28 EO7. 7774e  BE408 11dap5 123ben | 128162
147 06 I 41288 4 N - | “133E.70 T4pea7 1S03AR e
CICAM] 33325175 | 16667624 3651125 1830599 S .J..:. " whm T .I.: e T VTR A St v
G 33805390 | 16952731 | 2050819| 1030448 100 200 300 400 500 600 700 800 900 1000 1100 1200 1300 1400 1500 1600 1700 1800
E 35185616 | 17507044 1460604 745339 miz, Da

Supplementary spectrum E5a: MS/MS of m/z 884.60 (mass 3534.61 Da) showing sequence ion coverage. The derived sequence is SCVFIPCISTVIGCSCKNKVCYRNGIPCGE.
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Fragmentation Evidence for Peptide

[SCICAMYFIPCICAM]ISTYIGCICAMS

Residue b b+2 v y+2
5 88.0393 445233 1699.7852 850.3962
CICAM] 243.0700 124 5386 16127532 806.5502
b 3474384 1740728 14527225 7268649
F 494.2063 247 6070 | 1353.65M B77.3307
| 607.2903 304.1491| 1206.5857 B03.7I65
P 704.3436 352.6754 | 1093.5016 547.2545
CICam] 8643743 432.6908 996.44389 4957281
| 977.4583 489.2328 836.4132 4158.7128
= 1064.4903 532.7488 723.3342 3621707
T 1165.5380 S553.2727 636.3021 38.6547
W 1264.6064( £32.5069 535.2545 265.1309
| 1377.6905 689.3489 436.1860 2185967
G 1434.7120 717.5596 323.1020 162.0546
CICam] 15947426 797.5749 266.0805 133.5439
5 1681 7746 841.3910 106.0439 53.5286
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Supplementary spectrum E5b: MS/MS of m/z 850.41 (mass 1698.81 Da) showing sequence ion coverage. The derived sequence is SCVFIPCISTVIGCS.
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Fragmentation Evidence for Peptide

|CICAMIKNIY CICAM]YRNGIPCICAMIGE

Residue b b+2 ¥ y+2
CICAM] 161.0378 g1.0226) 1634.5403 927 8240
K 289.1329 1450701 | 16948101 847 8087
M 403.1758 2020915| 1566.7152 TH3.8612
38 2312708 2B61390| 14526722 T26.5395
W 5303392 IMEETI2| 13245773 BE2.7923
CICAM] 7903695 F93.6E856 | 12253039 613.2581
b 9534332 477.2202 | 1065.4782 5332427
F 1109.5343 5552708 q02.4149 451 7111
M 12235772 B12.2822 T46.3138 3736605
G 1280.5987 640.8030 632.2T08 366391
| 1393.6827 697.3450 3732494 2601283
P 14907355 T745.8T14 4621653 2315863
CICAM] 1650.7661 825.886T 365.1125 183.0599
G 1707 7576 854.3974 205.0819 103.0446
E 18368302 9189187 148.0604 45339
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Supplementary spectrum E5c: MS/MS of m/z 618.95 (mass 1853.84 Da) showing sequence ion coverage. The derived sequence is CKNKVCYRNGIPCGE.
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Chymotrypsin digest:

RNGIPCGESCVFIPCISTVIGCSCKNKVCY

Fragmentation Evidence for Peptide

|RNGIPC[CAM]GESC[CAM]VF

Residue b b+2 ¥y y+2
R 1571084 79.05758| 13956144 698.3108
I 2711513 136.0793 1239.5133 520.2603
G 328.1728 164.5900 [ 11254703 S63.2388
| 441.2563 221131 | 1065.4489 5347281
P 5383096 269.6554 955.3648 4751880
CICaM] 698.3403 3496738 8553121 429 6597
G 755.3617 378.1845 698.2814| 349.6443
E 884.4043 442.7058 B41.2539 3211336
= 971.4363 486.2218 512.2173 256.6123
CICamM] 1131.4670 566.23T1 425.1853 213.0983
W 1230.5354( 615.7713 265.1547 133.0810
F 13776035 559.3055 166.0863 §3.5465
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Supplementary spectrum C5a: MS/MS of m/z 698.31 (mass 1394.60 Da) showing sequence ion coverage. The derived sequence is RNGIPCGESCVF.
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Fragmentation Evidence for Peptide

|IPC[CAM]IST\-"IGC[CAM]

Residue b b+2 v y+2
| 114.0313 575493 11195537 560.2805
P 2111441 106.0757 | 10064696 S03.73584
CICAM] 3711748 186.0910 9034169 4552121
| 48425338 2426330 7493862 375987
5 571.2908 286147 636.3021 356547
T 672.3385 336.6729 549.2701 2751387
b 771.4069 3862071 448.2224| 2245149
| 884.4910 412,741 349.1540 175.0806
] 941.5125 471.2599 236.0T00 118.5386
CICaM] 1101 543 551.2752 179.0485 a0.0273

Intensity
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Supplementary spectrum C5b: MS/MS of m/z 560.28 (mass 1118.54 Da) showing sequence ion coverage. The derived sequence is IPCISTVIGC.
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Fragmentation Evidence for Peptide

|IF'C[CAM]ISTVIGC[CAM]SC[CAM]KNKVC[CAM]

Residue b b+2 v y+2
| 1140013 575493 199594383 995.4778
P 2111411 106.0757 | 1852.8642 941.9357
CICAM] 3ITM.1T48 186.0910( 17855114 893.4094
| 484.2538 2426330 16257808 813.3940
= 571.2808 286.1491 151265967 756.5520
T 672.3385 3I6E729| 14256647 713.3360
b 771.4069 386.2071 | 13246170 BE2.81M
| 8844910 4427491 1225.5436 613.2779
G 941 5125 471.2599( 1112.4645 556.7359
CICam] 1101 5431 5512752 1055443 528.2232
5 1188.5751 5947912 8954124 4452099
ClCAM] 1348 6058 E74.8065 805.3504 4046938
K 14767003 735.8540 648.3498 3246785
M 15907437 7958755 520.2548 260.6310
k. 17155356 §59.9230 406.2119 203.6096
W 1817 8071 a09.4572 2781169 139.5621
ClCAM] 19779377 9394725 179.0485 90.0279

Irtensity

1000 - 5 v 10
b2| ho+2 k3| |bE+2 | bd | yo9+2 bE b biEy 6+2 b1
b2 h1:1+0242 BEE(35
900
00 4
a0 A
GO0 A
00 4
400 4
300
200
77|45
1001 e 357.72 396,23 6035 | | 71443 geagp 24351
- N 95732 | 5083 L
3 T E 805 .45 1112 60
117112 L 6314 J aad7s \I L L 93346 22570 /1233}4
a skl di il dand J‘.‘ . |||:L |- o v Wil . Lll n o, N . . :
100 200 300 400 S00 [={ai] Foo ] 00 1000 1100 1200 1300 1400 1400 1600 1700
miz, Da

1800

Supplementary spectrum C5c: MS/MS of m/z 666.03 (mass 1995.09 Da) showing sequence ion coverage. The derived sequence is IPCISTVIGCSCKNKVC.
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Evidence for Cter R:

Endoproteinase Glu-C digest:
SCVFIPCTVTALLGCSCKDKVCYKNGIPCGE
NB: This peptide shows 93% sequence homology to Cyclopsychotride-A (P56872) from Psychotria longipes.

1 GIPCGEZCVFIPCTVIALLGCSCKDEVCYEN 3l Crer_R
1 SIPCGESCVFIPCTVTALLGCECKSEVCYEN 31 Cyclopsychotride-A

L EEEEEREFEEEERLEEETRAFLES AL EEES

Fragmentation Evidence for Peptide

|SC[CAN1]VFIPC[CAM]TVTALLGC[CAM]SC[CAM]KDKVC[CAM]YKN[DBa]GIPC[CAM]GE

Residue b b+2 v y+2 25
S ga03a3| 445233 3smamzza| 17evmtsn 2 " i v v
CICAM] 248.0700| 124.5306| 35075903 17542990 a0 1 b2 b3 b bs yITe2 | y19+2 2042 e B+
v 3471388 1740728 | 2347 5601 | 16742837 o | 30018 yare2
F 4942068 247 6070| 32484917 | 16247435
! 607.2908| 3041491 31014233( 15512153 a0 1
P 7043436 | 3526754| 29883392 1494.6732 75 ]
ClCaM] B64.3743| 432.6908| 28912865 14461489
T 9554218 | 483.2146| 27312555 1366.1315 0
W 10644903 | 532.748G| 26302081| 13156077 s
T 11655380 | 5832727 | 25311397 | 12660735
2, 12365751 | B187912| 24300920 1215.5497 B0 1
L 13496592 | 675.3332| 23590548 1180.0311 os
L 14627433 | 73 8753| 22459708 1123.4891
[ 15197647 | 7E0.3E60| 21328868 10568470 Z507]
ClCaM] 1679.7954 | 8404013 20758653 1038.4363 g 45 BE9 57 I
S 17668274 | ©83.9173| 19158347 9584210
CICAM] 19268581 | 9639327 | 18288027 9144050 407
K 20549530 10279801 | 16687720| 534 8896 25 1
D 2169.9300 | 10854936 15406770| 7708422
K 22950749 11495411 | 14258501 | 7133287 0 1117 54
W 23971433 11990753 12o7s551|  Rda ez 25 4 0gdisd
CICAM] 25571740| 1279.0906| 11984867 5337470 0] 241k Som 74 g84.54
" 27202373 | 13606223 1038.4561| 5197317 24807 120999
K 28453323 | 1424 5693| 875.3927| 4352000 15 4 46218 50730
NDea] J0633592| 14621833| T7472978| 3741525 ] R B8 J—
[ 30203807 | 15108940| 6322708 3166391 o 1220 200 |#b368 coh s ‘ 126412 1o
I FI34648| 1567.2360| S7S2404|  2EEq2E3 3 Lehe . V GEO04  TEI14 95734 116108 136675 4 440 7 153169
F S2A05175| 16157624 | 4624653 | 231 5663 ol O i [BAS 43 17585
ClCaM] 33905482 | 16957777 3651125 1830599 100 200 300 400 500 B0 700 800 300 1000 1100 1200 1300 1400 1500 1600 1700 1800
G 3447 5696 | 17242685  205.0819| 1030445 miz, Da
< >

Supplementary spectrum E6a: MS/MS of m/z 899.17 (mass 3592.66 Da) showing sequence ion coverage. The derived sequence is SCVFIPCTVTALLGCSCKDKVCYKNGIPCGE.
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Fragmentation Evidence for Peptide

|SC[CAM]VFIPC[CAM]T\-"TALLGC[CAM]S

Residue b b+2 v y+2
3 55,0393 445233 17548360  $92.8226 i ol 3 v v y o7 11 12
CICAM) 248.0700| 1245366 16978059] G40 4066 b2 b b4 b5 11342 w1642 b b1 b2 b3
W 3474384 1740728 1537 77sa| TEOIMMG 407 89283
F 2942068 2476070] 14387069 Ti9EsT 35
I 607.2908| 3041491 1291.6385] 6463229 ]
P 704.3436 3526754 | 1178.5544| 569 7E0a
CICAM) BE4.3743|  4326008| 10815016 541 2545 Gl
T ops.a219|  4m3z146] o2 47i0] 461 239 32 G731
W 1064.4903| saz74ma| az0azaa| #0753 ag 4
T 1655360 | ssazrer|  721.3548] 3611814 o ]
2 1236.5751| G16.7912] 6203072 3106ST2
L 1349.6592 | G7sasaz|  S40.2701| 27sqaEr 26 7
L 1462,7433|  731.8753| 4364860 2165067 24
[ 1510.7647 | 7EO.GEG0[ 3234020 1620546 5]
CICAM) 1679.7954 |  G404013|  266.0805] 1335439 ;E o]
3 1766.5274 | GE3017E|  106.0409 53 5266
16
16
10 ] 1178.59
12
10
599.74
81 3231 733.45 ‘
&4 s | 43422 2442 BE5.83 wan
o] 21808 i Al f46.26 76,34 P |
. 256AT 45624 | 54726 841 67 1065.54 1460 G4
139.09 3473 ST Jasn 7
54 1s19gn 155B2 165569
ol 1 .
100 200 300 400 500 600 700 800 00 1000 1400 1200 1300 1400 1500 1600 1700 1600
miz, Da

Supplementary spectrum E6b: MS/MS of m/z 892.95 (mass 1783.88 Da) showing sequence ion coverage. The derived sequence is SCVFIPCTVTALLGCS.
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Fragmentation Evidence for Peptide

|CICAMIKDR Y CICAM]YHNGIPCICAMIGE

Residue b b+2 v y+2
i Ah] 1610374 g1.0226) 1627.5156 914.41350
o 289.1329 1450701 | 1667.7830 834 3976
o 404.159% 2025836 1539.6930 770.3502
H 5322545 2BE G310 1424 6B61 128367
W 631.3232 FMEAES2| 12965711 644 7892
i Ah] T791.3539 F961806 | 1197.5027 399.25350
b 954.4172 47T 22| 10374721 5192397
4 1082.5121 541.7597 a74.4087 437 7050
il 11965551 2957812 7463135 3736605
e 1253.5765 627.2919 B32.2708 3E.E3
| 1366.6606 683.8339 3732494 2881253
P 1463.7134 7132.3603 462.1653 231 5863
AN 1623.7440 812.3756 365.1125 183.0599
G 1680.7655 840.8864 205.0819 1030446
E 158098081 905 4077 148.0604 745339
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Supplementary spectrum E6¢: MS/MS of m/z 609.95 (mass 1826.83 Da) showing sequence ion coverage. The derived sequence is CKDKVCYKNGIPCGE.
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Chymotrypsin digest:

KNGIPCGESCVFIPCTVTALLGCSCKDKVCY

Fragmentation Evidence for Peptide

|KN[DBa]GIPC[CAM]GESC[CAM]\-"F

Residue b b+2 ¥ y+2
K 129.1022 B5.0548( 13655922 684.7993
M[De] 2441292 1225682 12404973 620.7523
G 301 1506 151.0790 11254703 563.2388
| 1142347 207 6210|1068 .4489 534.7281
P S11.2875 256.147T4| 955.3648 4781860
CICaM) B71.3181 3361627 858.3121 429 6597
G 725.3396 364.6734 6332514 349 6443
E 857.3522 4291947 E41.2599 3211336
= 9444142 4727107 5122173 256 6123
CICaM] 11044449 552.7261 425.1853 213.0963
W 1203.5133 602.2603 265.1547 133.0810
F 1350.5517 6757945 166.0863 §3.5465
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Supplementary spectrum C6a: MS/MS of m/z 684.81 (mass 1367.61 Da) showing sequence ion coverage. The derived sequence is KNGIPCGESCVF.
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(b) SignalP analyses of Cter M and kalata B1 alongside selected albumin-1 precursors from Fabaceae.

Panel A- SignalP (1) analysis of Cter M precursor protein predicts signal peptidase cleavage at the proto-N-terminus of the mature cyclotide sequence, between
precursor protein residues 24 and 25 (72.9% probability). Panel B- SignalP analysis of kalata B1 precursor protein predicts signal peptidase cleavage between
precursor protein residues 22 and 23 (82.5% probability). As in all previously characterized cyclotide genes, a pro-region and an N-terminal repeat region are
encoded prior to the start of the first cyclotide domain. Panels C through F- Respective SignalP analyses of albumin-1 precursor proteins from Pisum sativum,
Medicago truncatula, Phaseolus vulgaris, and Glycine max predict signal peptidase cleavage at the proto-N-termini of mature PA1b peptide sequences. Cleavages
are predicted between residues 26 and 27 (53.0%), 22 and 23 (51.1%), 27 and 28 (69.7%), and 19 and 20 (98.6%) respectively.

1. Bendtsen JD, Nielsen H, von Heijne G, & Brunak S (2004) Improved prediction of signal peptides: SignalP 3.0. J Mol Biol 340:783-795.
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SignalP-HH result: SignalP-HMM result:

A

SigrnalP-HH prediction C(euk netuwaorksi: CterM SignalP-HHM prediction C(euk modelsi: CterM
T T T T T T T T T T T T
1.8 - 1.8 -
Y score h-region prob. ———
8.8 . 8.8 - .
B.6 - B.6 | -

Ll o

“ 5

] ]

S oa.4 E S oa.4 E
B.2 - B.2 | -
B.8 B.8

MAY ¥RELTSLAYLFFLAASYMETEGGLF TCGETCTLGTCYYPOCSCSHPICHKNHITIAANAKTYHEHRLL MAY YRLTSLAYLFFLAASYMETEGGLF TCGETCTLGTCYYPOCSCSHPICHKNHITIAANAKTYHEHRELL
1 1 1 1 1 1 1 1 1 1 1 1
5} 16 =1l 2@ 48 Sa &l Fa 5} 1@ =1l 2@ 48 Sa &l Fa
Fosition Fosition

# data # data

»Cter M length = 70 »Cter M

# Measure Position Value Cutoff sSignal peptide? Prediction: 3ignal peptide

max. © 25 0.50z2 0.32 TES SJignal peptide probability: 0.993
max. ¥ 25 0.501 0.33 TES SJignal anchor probabhility: 0.006
max. 3 14 0.9594 a.37 ¥TES Max cleavage site probability: 0.729 between pos. 24 and 25
mean 3 1-z24 0.916 0.45 TES
D 1-z24 0.5855 0.43 TES
#f Mozt likely cleavage site between pos. 24 and 25: TEG-GL

Clitoria ternatea Cter M SignalP analysis.
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SignalP-HH result:

B

SigrnalP-MN prediction (euk networksi: Sequence

T T T T T T
1.8 —
Y socore
6.8 E
B.& -

Ll

“

]

Soe.4 b E
8.2 -
8.8

MAKFTYCLLLCLLLAAFYGAFGSELSDSHEKTTLY NEIRERKMLOQRKILDGYERTLY TDY REKMFLREE MKR
1 1 1 1 1 1
5] 18 =] za 46 56 [=15] Fa
Fozition

# data

>S8egquence length = 70

#i Measure Position Value Cutoff signal peptide?

max. C 23 0,733 0.32 YES
max. ¥ 23 0.5826 0.33 YES
max. 3 13 0.995 a.87 TES
mean 3 1-22 0,959 0.48 TES
I 1-22 0,593 0.43 TES

# Most likely cleavage site between pos. 22 and 23: ALFG-SE

Oldenlandia affinis kalata B1 SignalP analysis.
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SignalP-HMM result:

SighalP-HMM prediction C(euk modelsl: Sequence

T T T T T T
1.8 —
h-region prohk.
H.8 -
B.& -

Ll

“

]

- E
8.2 -
a.a

MAKFTYCLLLCLLLAAFYGAFGSELSDSHETTLY MEIAEKMLQRKILDGY EATLY TDY AEKMFLEK HERA
1 1 1 1 1 1
5] 18 =] g ] 46 56 [=15]
Fosition

# data

rSequence

Prediction: Signal peptide

Signal peptide probsasbilicy: 1.000

Signal anchor probabkility: 0.000

Max cleavage site probability: 0.825 between pos. 22 and 23
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SignalP-HH result: SignalP-HMM result:

C

SignalP-MM prediction Ceuk networksl: P&EE2929.1 Pizum sativum Albumin-1 D SignalP-HMM prediction Ceuk modelsr: PE2929.1 Pisum =sativum Albumin-1 0
T T T T T T T T T T T T
1.8 — 1.8 —
Y =core h-region probh. ——
8.8 — 8.8 - —
B.6 - B.6 -

Ll Ll

“ o R

] ]

w B.d - R S a4 - |
8.2 — a.z2 - —
H.8 .8

MASYELASLIYLFATLGMFLTENYGAASCHGYCESPFEMPFPCOGTESACRCIPYGLFIGYCRHPSGYFLEAN MASYKLASLIVYLFATLGMF LTEMYGAASCHGYCEPFEMPPCG TESACKCIPYGLFIGYCRHPSGYFLEAN
1 1 1 1 1 1 1 1 1 1 1 1
5] 1@ =] 38 48 =1 =15 Fa a 1@ ce 38 48 =1 =15 Fa
Pozition Foszition

# dats # data

»P62929.1 Pisum sativ  length = 70 >PE2929.1 Pisum sativum Albumin-1 D

# Measure Position WValuse cCutcff signal peprtide? Prediction: Signal peptide

max. 27 0.388 0.32 TES S3ignal peptide probability: 0.991
max. ¥ 27 0.580 0.33 TES 3ignal anchor prokbability: 0.008
max. 9 14 0.995 0.87 TES Max cleswvage site probsbility: 0.530 between pos. 26 and 27
mean 3 1-26 0,929 0.45 YTES
ol 1-z26 0.745 0.43 YES
# Most likely cleavage site between pos. 26 and 27: VGL-AS

Pisum sativum Albumin-1 SignalP analysis.
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S5ignalP-HH result:

D

Score

# data

SignalP-HMN prediction (euk networks): CAEAA461.1 Medicago truncatula Albumin-1

T T T T T T
Y oscore
MAY IRFAHLYY FLLAAFSLYPTEENYGATDCSGACSPFEMPPCRSSDCRCIPIGLYAGY CTYPSSPT VMK
1 ] 1 ] 1 1
=] 18 f=1=) 28 48 58 [=1=] Fa
Fosition

>CAEOD461.1 Medicago  length = 70
#i Measure Position Value Cutoff signal peptide?
max. C 23 0.4383 a.32 TES
max. ¥ 23 0,526 0.33 YES
max. 3 & 0,994 a.87 TES
meat 3 1-z2 0,957 0.45 YES
I 1-22 a,??7? 0.43 TES
# Most likely cleawvage site bhetween pos. 22 and 23: VPT-KE

Medicago truncatula Albumin-1 SignalP analysis.
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SignalP-HMM result:

SighnalP-HMM prediction Ceuk modelsh:

CAEAA4E]l. 1 Medicago truncatula Albumin-1

T T T T T T
1.8 —
h-region prob. ———
8.8 - —
8.6 |- —
Ll
“
2
Soa.4 - E
8.2 - -
a.a
MAY IRFAHLYYFLLAAFSLYPTEKKYGATDCSOGACSPFEMPPCRSSDCRCIPIGLYAGY CTYPSSPTYME
1 1 1 1 1 1
@ i@ 28 @ 48 1) &8 7a
Fosition
# data
>CAEOO461.1 Medicago truncatula Albumin-1
Prediction: Signal peptide
3ignal peptide probabilicy: 0.981
ZJignal snchor probaioility: 0.017
Max cleswvage site probability: 0.511 between pos. 22 and 23



S5ignalP-HH result:

E

Score

# data

»GWEE4643.1 Phaseolus
# Measure

max.
max.
max.
mEan

# Most

SignalP-HH prediction Ceuk networksi: GHE34643.1 Fhaseolus wvulgaris Albumin

Y oscore

MGy VREVYAPLALFLLATSIMFPMKETEAVYCSGYCSPFERFPPCGSTRIRRCIPYGLFIGRCTHRPSGLSSY

5] 1@ =] 3@ 48 =1 =1 Fa

Fosition

length = 70

Position WValue Cutoff signal peptide?
C 25 0.451 a.32 TES
¥ 25 0,530 0.33 YES
S 3] a,979 a.87 TES
S 1-z27 0,505 0.45 YES
I 1-27 o, 659 0.43 TES
likely cleavage site between pos. 27 and 25: TEL-VV

Phaseolus vulgaris Albumin-1 SignalP analysis.
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SignalP-HMM result:

Score

# data

SignalP-HMM prediction (euk models>: GHEE84643.1 Phaseolus wulgaris Albumin

h-region prob. ———

MGYYRYAPLALFLLATSIMFPMKKTEAYYCSOYC SPFERPPCGSTRIRRCIPYGLFIGACTHRPSGL SSY

1@ ce 3@ 48 =1 =1 sa

Fosition

>GWEE4643 .1 Phaseolus wvulgaris_ Albumin

Prediction:

3ignal peptide

3ignal peptide probabilicy: 0.977
ZJignal snchor probaioility: 0.011

Max cleswvage site probasbhility:

0.897 hetween pos. 27 and 28



SignalP-HH result:

F

SignalP-MM prediction (euk networksi:

Q39837.3 Glycine max Albumin-1

Score

H.8 -

MAYFLLATSTIMFPTKIEAADCHGACSEPFEYPFCRERDCRCY PIGLFYGFCIHPFTGLESVAKMIDEHPN

Yo=ocore

# dats

>Q39837.3_Glycine wax
Position

# Measure
max. C
max. ¥
max. 3

mean 3

ol
1

# Most

ikely cleavage site hetween pos.

18 =] 3a

Pozition

length = 70
Valus Cutoff
20 0.932 0.32 TES
20 0.761 0.33 TES
2 0.950 0.87 TES
1-19 0,735 0.48 ¥ES
1-19 0.745 0.43 YES

Glycine max Albumin-1 SignalP analysis.

19 and Z0:

48 =1 1] 7a

signal peptide?

IEA-AD
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SignalP-HMM result:

Score

# data

SighnalP-HAM prediction Ceuk models2: Q3I9837.3 Glucine max Albumin-1

MAVFLLATSTIMFRPTKIEAADCHNGACSPFEYPPCRERDCRCY PIGLFYGF CIHPTGLSSYAKMIDEHFN

h-region prob.

18 =] 3a

Fositiaon

>Q395837.3_Glycine wax Albumin-1

Prediction:

Signal peptide

S3ignal peptide probability: 0.991
3ignal anchor prokbability: 0.001

Max clesvage site probsbhility:

0.956 bhetween pos.

=1 1]

19 and 20

7a



