Research Papers B k€t

)] siessemmmn
' ' Progress in Biochemistry and Biophysics
)4 2007, 34(9): 960~964

www.pibb.ac.cn

INERKFERIFRIE, BUR D wEHIRBIS & -

Mo A RMRAE T RERAE WL &
(PEALA PR 2 R, B B e 5 S M AL K 00, e 712100)

WBE PUKRERREEE R, AMERERABA). K. TSI 40 R AR SRR, Y
FEWEREAT TR B ZAE A Ty, (AT BRI AT 4. ST 70/ 22 40 AN R I A 07K 22 i DR ) R 15 B R A 42 Ty
e MUl g, CUNEGZE MR, St R aAFE, SIS RNA, Jfid RT-PCR #2822 MK 235K F BE((WZY1-1),
PR R TR PUCT, JE M 8 T 20 434 5Ok PET-32a(+)-wzyl1-1, 4 FF 1t 5520 0ok Ak T2 /K 1 BL21(DE3) 52 A
dffarh, 2 IPTG WP RIE, JEATRIE W) 1) SR It el LUK (SDS-PAGE) KT . 45 KW, KRB AT 37 ku &b, /b
F R WK R FER AT BRIk, RIAE (40 NP BB ORI 2T RUE AT 48 s e vk alifb f5 . o AT %%, I Idt
N8 i BLISA A58 0 10 22 s BEHTAA RN, 2R (BRI 45 S8R, A Sl it 8 1 sl 45 R SR e v T LAAR A b i 2

R AU RS, BRG] 1 SR AT T R AR, G &, SDS-PAGE, 8t FSENEA L 7R, #E7 3R
128 ku A HYBURE SR R B, I UG BT A PTILS ] BL S N A BT RIS Y dehydrin B AR PESE A, IEMIRA

RLAF IR S e S

KR BUKFRER, BZERIE, ZwBEpvklls
FRAES QT8

TR AL P AR R R, T
PR KT, AR E . AR
HRT R E B PR AT 1, WL/ bR
FIRE TG 7K P J7 TR S 3 PR T 9 B A
s NATVIR R Rl AN [ 8 B B IS R B, Bl
R GRSy PR R 2 Ik, BIRIG K
H 5 ¥ F & & [ (late embryogenesis abundant
protein, LEA #[), AR A s B2 m % i
— R TREEUMRIER, ZHEIKEE B b
IR (ABA) FIKAE 555115, fEMYVE 2 42
AR A IR0,

WK 3= B BRI T 20 4D 80 EA, B T
LEA T K05, 43 7 i A\ 9~200 ku A4, KZ %
KR & S H AR IR, B PR (2
%, HEAMR GRS KERMATEE T, B0
00T BE CRBFF K HOIRSS S, HYEZT 53
2 A0 A o3 TR A AR BN 0 PR A 4
HH T 7K 35 8 1 S0 AR IR IR AT 25 ) B A
IR AL, AL I H A S SRk, R
KK TR B N, CAORY 40 R S 2 1+ 5
(44370,

AHFFAEA TR TR T Bk A T /N2 KK
FIEDN, R DR T A Y s RA A L
FE R WA h s, R ZEAL ) T 418 A e et
¥, fil#% T /N2 dehydrin (2 el PLA, R I
UK 7K 23 9330 R /N 22 335 IR M /K R AT A 5
MIF T AR TGN LB BEE 1 A

1 #MR57EE

1.1 ##

111 EEGL 5196 ol Fifg Sagon 2 F] 58 s
I RS VERIE H Sigma A5 BB RBE(AP) bR
W EPUR U b A2 2 ) 77 s BCIP/NBT
BAARFI S AL KA NRA A R T iiEE
HUAREIE [ R B E i AP S A A )
I

* [ 5 A SR RL A 3L A W BT H (30671253, 39970436), B 1 i Ji 135
R S A N R 5% S 3 B T H (10501-140).

5 JE TR .

Tel: 029-87092379-8401, E-mail: linszhang@yahoo.com.cn

Weke H . 2007-02-28, #4252 HH: 2007-03-20



2007; 34 (9)

BE%E: NEEBRKERRRIE. GURES REIRRSE& *961 -

1.1.2 AR5 E. PUC,-T w3k, PET-32a(+)
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W AR Z RAT.
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Fig. 1 Identification of PET-32a (+) -WZY1-1 by enzyme
digest and colony PCR

(a)Restrictive enzyme digestion analysis of PET-32a (+)-WZY1-1. I:

Marker (DL2000); 2: PET-32a (+)-WZY1-1 digested with EcoR [ -

Hind 1 ; 3: Plasmid was used as template, PCR product. (b)

Identification of colony PCR. 7, 3, 4: Colony PCR; 2, 5, 6: CK; 7:

Marker.
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Fig. 2 Expression of PET-32a (+) -wzyl-1 in E. coli and SDS-PAGE analysis of purified fusion protein
(a) SDS-PAGE expressed analysis of recombinant proteins. /: PET32a(+) uninduced; 2, 3, 4, 5: PET-32(+)-WZY1-1 induced
3 h; 6, 70 PET-32a(+)-WZY1-1 uninduced; 8 PET32a(+) induced. (b) SDS-PAGE analysis of purified protein and the

supernatant of lysates of the bacteria BL21 / dehydrin. /: The supernatant of the lysate of bacteria BL21 /dehydrin; 2: The

purified protein after Ni**-affinity chromatography; 3: The purified protein.
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Fig. 3 Western blot analysis of antiserum
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Fig. 4 SDS-PAGE and Western-blot analysis of zheng yin wheat leaf in water stress
(a) SDS-PAGE analysis of zheng yin wheat leaf in water stress. M: Protein marker; /, 2: Unstressed; 3, 4: 12 h drought
stressed; 5, 6: 24 h stressed; 7, 8: 36 h stressed; 9, 10, 11: 48 h stressed; a, b: 12 h recovery; ¢: 24 h recovery. (b)
Western blot analysis of zheng yin wheat leaf in water stress. /: ck; 2: 48 h drought stress; 3: 24 h drought stress; 4:

12 h drought stress; 5: Recombinant protein.
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Expression and Purification of a Dehydrin Gene
of Wheat and Preparation of Its Antibody”

YANG Ying, ZHANG Lin-Sheng”, ZHANG Xiao-Juan, SHAN Lun
(State Key Laboratory of Soil Erosion and Dryland Farming on The Loess Plateau,
College of Life Science, Northwest A& F University, Yangling 712100, China)

Abstract Dehydrins accumulate during the late stages of embryo genesis or in response to ABA application, low
temperature, drought, or any environmentally imposed dehydrative force. Despite the abundance and widespread
occurrence in cell of dehydrins, the biochemical role of dehydrins remains elusive. In order to study the expression
and functional characteristics of dehydrin gene during different growth, and make the polycolonal antibody, using
wheat plumelet under the water deficit condition as experiment material, and its total RNA was extracted. The
target dehydrin gene through RT-PCR was got, connect to the cloning vector PUC,T, recombination expression
plasmid PET-32a(+)-wzyl-1 was constructed according to recombination of cloned vector PUC-T-WZY1-1 of
wheat dehydrin gene in this experiment. Then the recombination was transformed into the host strain E. coli BL21
(DE3), was induced by IPTG and target protein was got. The expression production was detected by SDS-PAGE,
and Western blot assays revealed that the fusion protein was expressed in soluble form with a relative molecular
mass 37 ku, and the fusion protein was expressed at high level. After purification by Ni-NTA resin affinity
chromatography and electroelution in bagfilter, the fusion protein was used to induce the production of polyclonal
antibody in rabbits and ELISA detection showed the antigenicity of the fusion protein was satisfactory, Western
blot showed the antiserum raised against the recombination dehydrin protein in rabbits could react to the protein
expressed specifically, and the protein of zheng yin 1# wheat under drought stress was extracted, through the
SDS-PAGE, Western blot assays revealed that there is a protein band with a relative molecular mass 28 ku, this
revealed that antiserum could react to the dehydrin protein expressed in wheat leaf specifically and demonstrated

its good antigenicity.
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