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Purification and identification of endogenous allergy protein Ara h 2 in peanut
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Abstract: Ara h 2 is one of the major allergen in peanut. Raw peanut

s

was subjected to a series of sequential treatments, such as protein ex-
traction, DEAE-Sepharose Fast Flow anion-exchange chromatogra-
phy and sodium dodecyl sulfate polyacrylamide gel electrophoresis
(SDS—PAGE) recovery. The purified protein was identified by ma-
trix-assisted laser desorption/ionization time of flight mass spectrom-
etry (MALDI—TOF/MS). The results showed that the highly puri-
fied protein could be obtained by this method and was identified as
Ara h 2 by MALDI—TOF/MS. The molecular weights of two con-
stituents were 18.5 kD (Ara h 2. 01) and 20. 1 kD (Ara h 2. 02).
Recovery rate of column chromatography separation and SDS—
PAGE electrophoresis were 31.4% and 18. 6%, respectively.
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Figure 1 SDS—PAGE of extraction products of

crude peanut proteins
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Figure 2 Purification of peanut allergen Ara h 2 by

anion-exchange chromatography



E3EFELH

R ACE NI BURE H Ara h 2 B9 B AL S e

2.3 HBkEW Arah2 ZEAREBEITE

i 2 AT aifk 5 & B Ara h 2 IR A
g e L, $E 17 SDS—PAGE Hi yk J5 %1 e 81 i A ik —
Halifh, HIE 3, BMEAMRI A, EO%EHTZ
i =>95% (B . 22 8] SDS—PAGE Hi jk [B it Ara h 2
B AWM ITERAT MR P RGE RS — o 2L = 1Y Ara h 2
EH., ZadiA .84 Ara h 2 8 F AR a4k | 0] )i A B
e g = s 3 TN W [ A = = 0 = 1 N T < B |
18.6%

75kDa
63kDa

48kDa
35kDa

25kDa

20kDa Arah2

17kDa
11kDa

M. %[ bR Marker 1. #lifb)5 4K A
2. SDS—PAGE Hiyk [n i 2l J5 /9 2 1
B3 wiRkEKELEESE KA
Figure 3 SDS—PAGE of recovered purification protein
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Table 1 Recovery rate of peanut allergen Ara h 2

in every step

FERY BEOKEL/ (mg » mL~D) A/ ml & /meg BIE/ %

DKy e 11. 200 5. 00 5. 60 100. 0
aifbH A 0.110 16. 00 1.76 31.4
[ 5 2 14 0.083 12.50 1.04 18.6
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Table 2 Comparison of peptides in peanut allergen Ara h 2

by mass spectroscopy

BIGALA AR LA Jik BT 51

56 62 RDEDSYGRD

136 142 RQQEQQFKR
93 102 RGAGSSQHQERC
93 102 RGAGSSQHQERC
23 31 RQQWELQGDRR
92 102 RRGAGSSQHQERC
92 102 RRGAGSSQHQERC
23 32 RQQWELQGDRRC
23 32 RQQWELQGDRRC

122 128 RQQEQQFKR
79 88 RGAGSSQHQERC
79 88 RGAGSSQHQERC
21 29 RQQWELQGDRR
78 88 RRGAGSSQHQERC
78 88 RRGAGSSQHQERC
21 30 RQQWELQGDRRC
21 30 RQQWELQGDRRC

1114.6

1391.10
JBfir L
Mass(m/z)

B4 FAFHR Arah 2 MALDI—TOF/MS i H
Figure 4 MALDI—TOF/MS spectrum of peanut allergen Ara h 2
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