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Figure S1 A-E

A. Nucleotide and protein sequence from database entry FG090100

Accession FG090100 (EST database), for sequence see below
number
g ggg ata tca ctc act ctc tat ctc ttt ctc tca tag att ttc att tca aag cta
G I S L T L Y L F L S - I F I S K L
agt ttg aga aaa atg tcg tgg caa acc tac gtt gat gag cac ctt ttg tgc gat
S L R K M S W Q T Y v D E H L L c D
atc gaa ggt aat cag ctc act tct gca gcc att atc ggc caa gac ggt agec gtt
I E G N Q L T S A A I I G Q D G S v
tgg gct cag agc tct tct ttc cct cag ttc aag cct gag gaa ata act gct atc
W A Q S S S F P Q F K P E E I T A I
gtg aat gac ttt gct gag cct gga tca ctt gct cca act gga tta tat ctc ggt
v N D F A E P G S L A P T G L Y L G
ggc acg aaa tat atg gtg atc caa ggt gag cca gga gct gtc att cga ggg aaa
G T K Y M v I Q G E P G A v I R G K
aag ggt cct ggt ggg gtt act gtt aag aag acc aat caa gct ttg atc att ggt
K G P G G v T v K K T N Q A L I I G
att tat gat gaa cca atg act cca ggc caa tgc aac gtg gta gtt gaa agg ctt
I Y D E P M T P G Q C N A% A% A% E R L
ggt gat tat ctc att gat acc ggt ctt taa tcc tct tgg taa ttc ttg tta tcg
G D Y L I D T G L - S S W - F L L S
ttc tta ttt cat tgg ctt tta taa gag gct ttt aca tca act tgc cat gag aat
F L F H W L L - E A F T S T C H E N
tct tga ttg caa tgt aat aat att atg gct at
S - L 0 C N N I M A
B. Nucleotide and protein sequence used for expression
cat atg tecg tgg caa acc tac gtt gat gag cac ctt ttg tgc gat
H M S W Q T Y v D E H L L c D
atc gaa ggt aat cag ctc act tct gca gcc att atc ggc caa gac ggt agec gtt
I E G N Q L T S A A I I G Q D G S v
tgg gct cag agc tct tct ttc cct cag ttc aag cct gag gaa ata act gct atc
W A Q S S S F P Q F K P E E I T A I
gtg aat gac ttt gct gag cct gga tca ctt gct cca act gga tta tat ctc ggt
v N D F A E P G S L A P T G L Y L G
ggc acg aaa tat atg gtg atc caa ggt gag cca gga gct gtc att cga ggg aaa
G T K Y M v I Q G E P G A v I R G K
aag ggt cct ggt ggg gtt act gtt aag aag acc aat caa gct ttg atc att ggt
K G P G G v T v K K T N Q A L I I G
att tat gat gaa cca atg act cca ggc caa tgc aac gtg gta gtt gaa agg ctt
I Y D E P M T P G Q C N v v v E R L
ggt gat tat ctc att gat acc ggt ctt ctc gag
G D Y L I D T G L L E
Cleavage NdeI (cat atg); marked in blue
sites: XhoI (ctc gag); marked in blue
Expression Expression system: E. coli BL21(DE3),
system: Vector: pET-23b
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C. Final protein sequence (after expression)

Incl. His-
Tag (black)

SWQTYVDEHLLCDIEGNQLTSAAIIGQDGSVWAQSSSFPQFKPEEITAIVNDFAEPG
SLAPTGLYLGGTKYMVIQGEPGAVIRGKKGPGGVTVKKTNQALIIGIYDEPMTPGQC
NVVVERLGDYLIDTGLLEHHHHHH

D. Molecular weight of the expressed protein

Deduced from
sequence

13.849 kDa (without His-Taq)

SDS-PAGE
(reduced)

15 kDa (with His-Taq)

E. N-terminal sequencing

sequence
coverage
(bold) :

SWQTYVDEHLLCDIEGNQLTSAAIIGQODGSVWAQSSSFPQFKPEEITAIVNDFAEPGSL
APTGLYLGGTKYMVIQGEPGAVIRGKKGPGGVTVKKTNQALIIGIYDEPMTPGQCNVVV
ERLGDYLIDTGLLEHHHHHH

Figure S 1 A-E. Identification of the sequence information on L. albus (A) available
from the EST data base, (B) sequence used for recombinant expression of the
authentic protein and (C-E) preparation for mass spectrometry analysis
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Figure S 2 A-E

A. Mass spectrometry of the recombinant FG090100 L. albus protein
(profilin) — Full MS

Full MS _:Il_?['):Eer’aigsrgd,i\Terle';:Jltjiﬁ% 3%3'258566(1%%%(.)8(]].]7M7 #1 RT: 1.00 AV: 1 NL 161E7
(deconvoluted) 1005 34012
955
905
854 1447.7483
805
755
705
655
603
555
503
457
405
355
303
25
204
155
105
I 2961.4745
oé ﬂ,‘ M ”\‘ . 21‘70.052? ‘ ‘MT . 37‘69;‘900‘2 ‘ ‘ 4‘995_‘510‘5 — — ‘757‘2.6‘942
1000 2000 3000 4000 5000 6000 7000
m/z
Full-MS Mass mass peptide Pos. Mod. MC
masses: determined thero.
713.4067 713.4072 GPGGVTVK 87-94 - 0
841.5012 841.5021 KGPGGVTVK 86-94 - 1
1431.7538 1431.7544 YMVIQGEPGAVIR 71-83 - 0
1447.7483 1447.7493 YMVIQGEPGAVIR 71-83 MSO:72 0
2143.0335 | 2143.0347 LGDYLIDTGLLEHHHHHH 121-138 - 0
3832.3772 2832.3786 TNQALIIGIYDEPMTPGQCNVV 96-120 1xCys_CAM, 0
VER 1xMSO
2960.4702 2960.4735 KTNQALIIGIYDEPMTPGQCNV 95-120 lXCyS_CAM, 1
VVER 1xMSO
sequence SWQTYVDEHLLCDIEGNQLTSAAIIGQDGSVWAQSSSFPQFKPEEITAIVNDFAEPGSL
coverage (bold | APTGLYLGGTKYMVIQGEPGAVIRGKKGPGGVTVKKTNQALITIGIYDEPMTPGQCNVVV
~47.8 %) : ERLGDYLIDTGLLEHHHHHH




Supplementary materials
Figures

B. Mass spectrometry of natural L.

albus protein (profilin) — Full MS
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C. Mass spectrometry of natural L. albus protein (profilin) = MS/MS

MS/MS of YMVIQGEPGAVIR
fragment
MS/MS spectrum
160526_Skadi_peptide_31279 #51 RT: 0.69 AV: 1 NL: 8.97E4
31279 of m/z T FTMS + p NBI o Ful ms2 724 88@hcd30.00 [99.67-1495.00
724.88 [M+H]?* 2300817 315 1062
100 = z=1
953
903
85
80|
753 612.3825 026.5051
704 =l oy
65}
50% 708.4467 1039.5897
557 410.1742 7=1 z1
B z=1
50
E 1138.6586
45 z=1
40
355
303 136.0767
5] Z7
20 | 1751197 909.4769
153 z=? s46.1762 6513169 =1
E s 505.3563| 7"
103 =1 495257637 =1 7412.:1257 991;‘?“
57 H l H ‘ ‘ ‘ ’ 1168.3235
| =7
Totpbbndody 1 v\\‘\h\ 1‘1“‘\ ‘vv‘\m\ V‘H\‘Q ‘v‘\ ‘\‘\‘\ LA At L sl L L s s MM L L M | ‘\ e \l \\Z\.\
100 200 300 400 500 600 700 800 900 1000 1100 1200
m/z
MS/MS masses Mass y-ion Mass y-ion Amino acid
m/ z '7 2 4 . 8 8 determined thero.
[M+H]2*: - - Y
-——= 1285.6933 M (oxidation)
1138.6586 1138.6579 v
1039.5897 1039.5895 I
926.5051 926.5054 Q
798.4467 798.4468 G
741.4257 741.4254 E
612.3825 612.3828 P
515.3312 515.3300 G
458.3088 458.3085 A
387.2711 387.2714 v
288.2032 288.2030 I
175.1197 175.1190 R
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D. Mass spectrometry of natural L. albus protein (profilin) — Full MS
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0

sequence
coverage
(bold) :

SWQTYVDEHLLCDIEGNQLTSAATIIGODGSVWAQSSSFPOQFKPEEITAIVNDFAEPGSL
APTGLYLGGTKYMVIQGEPGAVIRGKKGPGGVTVKKTNQALIIGIYDEPMTPGQCNVVV
ERLGDYLIDTGL
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E. Mass spectrometry of natural L. albus protein (profilin) = MS/MS

MS/MS of
fragment

YMVIQGEPGAVIR

MS/MS spectrum
33091 of m/z
724.88 [M+H]2*

161006_Skadi_peptide_33091 #288 RT: 2.10 AV:

1 NL: 2.37E5

T: FTMS + p NSI d Full ms2 725.38@hcd30.00 [100.00-1500.

MS/MS masses
m/z 724.88
[M+H]2*:

1004 725.4285
957
90
857
807
755
703
657
60
557
503
454
407
35% 230.0810
303 311.1056
25% 612.3820
203 798.4459
155 410.1740 926.5046
103 136.0757 1039.5885 11386573
5E i 873.4633 | 959.4420
0 btk ‘ b M | Wl d‘ boad lﬁ‘l.zﬁsf it ?6‘4'\377‘? Lt by | ‘1205‘1720‘8 14‘26'\85‘78 :
200 400 600 800 1000 1200 1400
m/z
Mass y-ion Mass y-ion Amino acid
determined thero.
— f— Y
—-——= 1285.6933 M (oxidation)
1138.6573 1138.6579 v
1039.5885 1039.5895 I
926.5046 926.5054 Q
798.4459 798.4468 G
741.4247 741.4254 E
612.3820 612.3828 P
515.3301 515.3300 G
- 458.3085 A
387.2707 387.2714 v
288.2028 288.2030 I
175.1189 175.1190 R

As submitted to the WHO/IUIS allergen nomenclature sub-committee, 2016

Figure S 2 A-E. Synopsis of the mass spectrometry analyses of L. albus
recombinant profilin and the L. albus profilin purified from the natural source.
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Figure S 3 A-D

A. Database protein sequence (XP_019446786.1)

PREDICTED: non-specific lipid-transfer protein 1-like [Lupinus angustifolius]

NGB Reference Sequence: XP_019446786.1
Identical Proteins FEASTA  Graphics

Go to:

LOCus KP_019446786 116 aa linear FLN 16-DEC-2016

CEFINITICHN PREDICTED: non-specific lipld-transfer protein 1-like [Lupinus
angustifolius].

ACCESSION KP_019446756

VERSION ¥P_01%9446786.1

DELIWNK EioProject: PR 356456

DESOURCE REFSEQ: accession XM _015551241.1

EEYWORDS Refieq.

SAQURCE Lupinus angustifolius (narrow-leaved blue lupinel

ORGANISM Lupinus angustifolius
Eukaryota; viridiplantae; Streptophyta; Embryophyta; Tracheophyta;
Spermatophyta; Magnoeliophyta; eudicotyledons; Gunneridae;
Fentapetalae; rosids; fabids; Fabales; Fabaceae; Fapilioncideae;
Genisteaes;

Lupinus.

COMMENT MODEL EEFSEQ: Thizs record iz predicted by automated computational

analysis. This reccrd is derived from a gencmic seguence
(HC_0

00%.1) annctated using gene prediction metheod: Gnomon.
Also see:
Documentation of NCBI's Annotation Frocess

#4Genome-Annotation-Data-STARTE#
Annotation Provider v MCEI
Annotation Status +3 Full annotation
Annotation Version

pinus angustifolius Annotation

eleaze 100
Annotation Pipeline 1 NCBI esukaryctic genome annotation
pipeline
Annotation Software Version 11 .2
Annotation Method 11 Best-placed RefSeq; Gnomon
Features Annotated v+ Gene; mMENA; CDS3; nCRNA

#iGenome-Annotation-Data-END##
COMPLETENESS: full length.
FEATURES Location/Qualifiers
source 1..11e
Jorganism="Lupinus angustifolius"
foultivar="Tanjil"
fdb_xref="taxon:J871"
fehromosome="LG01"
ftissue_type="whole plant"
fdev_stage="seedling"
foeountry="Rustralia: wWestern Australia"
1..11%
fproduct="non-specific lipid-transfer protein l-like"
Joaleulated mol_wt=1158%
1..11%
/gene="LOC109350101"
fooded_by="XM_019591241.1:7&.,.428"
fdb_xref="GenelID:10

3s0101"

ORIGIN
1 magivklaca vlicmvvvsa pltkaitegqg vtanlageln ylrsggavpa pecngiknil
61 nlakttpdrr tacnclkaaa antpglnpsn agslpgkeogy nipykistst ncasik

Iy

>XP 019446786.1 PREDICTED: non-specific lipid-transfer protein 1-like
[Lupinus angustifolius]
MAGIVKLACAVLICMVVVSAPLTKAITCGQVTANLAQCLNYLRSGGAVPAPCCNGIKNILNLAKTTPDRR
TACNCLKAAAANTPGLNPSNAGSLPGKCGVNIPYKISTSTNCASIK

Signal peptide, mature sequence
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B. Molecular weight of the mature protein
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Deduced from 9.23 kDa (monoisotopic mass)
sequence

SDS—-PAGE ~11.00 kDa

(reduced)

SDS-PAGE ~16.00 kDa

(non-reduced)

C. N-terminal sequencing

sequence
coverage
(bold) :13.2%

ITCGQVTANLAQCLNYLRSGGAVPAPCCNGIKNILNLAKTTPDRRTACNCLKAAAANTP
GLNPSNAGSLPGKCGVNIPYKISTSTNCASIK
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D. Mass spectrometry of natural L. angustifolius protein (LTP) — Full MS
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Full-MS Mass mass peptide Pos. Mod. MC
masses: determined thero.
744.3872 744.3878 TTPDRR 39-45 | -
784.4799 784.4807 NILNLAK 33-38 - -
865.3780 865.3786 TACNCLK 46-52 | carbamidomethyl -
949.4685 949.4691 CGVNIPYK 73-80 | carbamidomethyl -
1180.5752 | 1180.5758 ISTSTNCASIK 80-91 | carbamidomethyl -
1386.6378 | 1386.6384 SGGAVPAPCCNGIK 19-32 | carbamidomethyl -
1806.9214 | 1806.9224 | AAAANTPGLNPSNAGSLPGK 53-72 | - -
2095.0389 | 2095.0350 ITCGQVTANLAQCLNYLR 1-18 carbamidomethyl -
sequence ITCGQVTANLAQCLNYLRSGGAVPAPCCNGIKNILNLAKTTPDRRTACNCLKAAAANTP
coverage (bold | GLNPSNAGSLPGKCGVNIPYKISTSTNCASIK

100%) :
As submitted to the WHO/IUIS allergen nomenclature sub-committee, 25/09/2019.

Figure S 3 A-D. Lupinus angustifolius lipid transfer protein (LTP): (A) database
protein sequence, (B) molecular weight determination of the mature protein (under
reducing and non-reducing conditions), (C) N-terminal sequencing, and (D) mass
spectrometry.
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