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Abstract MAPK s are mportant n stress sgnal transductbn pocess of plant In order to nvestgate the func
ton of wheatMAPKs aMAPK gene nanedTdlAPK2, was isolated fran wheat To obtain the polydonal antbody of
TaMAPK2, the non-conservatbn fraction ofTdAPK2 gene was constructed nlo prokaryotic expression vector pET-
28a-(+ ). Under he conditon of I mmol/L of IPIG, the expressbn of he fusbn proten H israntiM APK2 was up to
the peak The fusion proteinH isantM APK2 was purifed by H 'sTrapTMHP and used to prepare antbody The titer of
the rabbits antrserun was measured by EL ISA method The rabb it “antiserum w ith high titer (> 80000) was ob-
tained. The polyclonal antibodies can be used for further nvestgatbn, which estab Ish the foundation for investiga
tng he functon of theMAPK2 gene in protein level
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1.1 TaMAPK?2 antM APK2
TaMAPK2 DNA (
ABC54585), BamH I Xhol
, N TMAPK2E 5 -CATGGATCCTTT-
GAGAGA CGAAGAAT-3', C TMAPK2R:

5'-A CTCTCGA GTACCAGGTGITGAACAAT-3',

prmmer star{ TaKaR a) PCR TaMAPK?2

ORF antMAPK?2,
462 bp antMAPK?2
pEASY -B lunt , BamH1  Xhol ,
antMAPK?2
1.2 pET: : antMAPK2
antM APK?2 , ,
pET-28-a(+) E. coli BL21(DE3)
, PCR ,

1.3 PTG

37C , pET: : antMAPK2

1:50 Sm 1 LB (
100m g/L Amp) , 37C
0D 600 0.5 , IPTG ( I mmol/
L) , 37C 1 2 4h ;
PTG, 1h ( 80001pm
10m in) 208 | ddH, O, 90C
Smmn,  10M 1 SDS-PAGE ,
, PTG
14 H isantM APK2
37C 0D600 0.6
IPTG, 1h Sm11 % PBS ,
100 1 , 10K 1/m 1 DN ase
DNA, 15m n, 10 ,
12000 1pm 10m in H isantM APK 2
antMA PK 2
(H isTrapNHP) (GE Healthcare)
, —80C
15 TaMAPK2
2. 5kg
, kg Img
2 3 10
, 10d
PBS 100H 1 96
, 37C 2h , , 37C 1h
, PBS , 501 1
, 37C 30mn
3000 HRP
, 37C 15mmn , ,
15m in 2mol/L
450nm
2
2.1 antMAPK2
, PCR TAMAPK2
antMAPK2 (1), pEASY-B unt
BanH1 Xhol
pEASY: : antMAPK2, antMAPK?2,
462 bp 154
2.2
BanH 1 - Xhol antMAPK?2
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pET-28-a(+), pET : an#-
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3,
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100 3 BanHI Xhol pET : antM APK2
Fig 3 Double restriction digestion analysis of
1 antM APK2 recan bination vector pET : antM APK2
Fig 1 The am plification of an M APK2 M: DL2000 m arker I: pET: : antM APK2
;2 ET:: antM APK2
M: DL2000 m arker I: antMAPK2 L
BamHl xp,1
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Xhol

TaMAPK2

4 H is antM APK 2
Fig 4 The expressbn analysis of antMAPK2
at different tine
M: ProteinM olecu br W eightM arker ( Low);
b antM APK2 1h ; 2 antM APK2 2h
3 antM APK?2 4h ; 4 pET 1h

pETL: antMAPK?2

Fig2 Sketchmap of construction of fusion protein

expression vector pET: : antM APK
2.4 antMAPK2

2.3 PIG
H iantMAPK2 . SDSPAGE . H isantMAPK2
, Immol PTG 1 2 4h 4
: H is-antMA PK 2 16. 9kD) (H i 1) ’
12 4h > 1h SDS-PAGE 17kD
’ ( 5)7 2 2
1h

0.5mg/m]
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ELTISA
1 ELISA
Table 1 Detemn ine of antibody titer by cam petitive EL ISA m ethod
Purified serum Unpurified serum
Standard Necativ
substan ce 5K 10K 20K 40K BOK K 10K 20K 40K 80K cgatwe
0 2 828 2. 886 2. 649 2.292 1.612 2.631 2. 706 2. 525 2. 426 1. 196 0. 365
2711 2. 861 2. 681 2. 236 1.492 2.703 2.732 2. 568 2. 406 1. 734 0. 332
2000 2752 2.792 2. 383 1. 645 1.018 2.587 2. 770 2.520 1. 758 1. 331 0. 328
2716 2. 817 2. 417 1. 684 1.035 2.694 2. 811 2. 481 1. 783 1. 083 0. 321
1000 2776 2. 630 2. 165 1. 217 1. 169 1.718 2.718 2. 157 1. 352 0. 845 0. 331
2 925 2. 807 2. 085 1. 259 1. 122 2.807 2. 939 2.179 1. 469 0. 930 0. 332
500 2778 2. 633 1. 547 0. 907 0. 609 2.706 2. 467 1. 715 1. 033 0. 662 0. 364
2 734 2. 306 1. 264 0. 975 0. 624 2.719 2. 616 1. 806 1. 090 0. 722 0. 358
, 3 MAKK : extrace llular R ABA
segnalregulated k nases ( ERK's) ¢ Jun N-tem malkr , MPK9 MPKI2
nases ( NKs) p38-MAPKs[ 1ol NK's
p38-MAPK TAMAPK?2 ,
Xbng ' \ 0 MAPKS ( p38  MAPK  NKs
) ,
, O MAPKS5 , TMAPK?2
; Os
MAPK5 HisantMAPK?2
Janmes ' MPK9  MPKI2(MPK9  H isanMAPK?2 i
MPK12 NK's ) ,
ABA MPK9 MPKI2 TMAPK?2
, ABA
MPK9MPKI2 ABA_~ H,0; ( 102. )
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