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7K FE LRR B2 (K & B BsRRSNX AY
RS RIER B iR & -

BEHC B KT R #

FHAE NRF LT

Ko

(B RN R R B E I 5 5 TR &
B UK K% GE Healtheare Biosciences 2 U2 % G AE /R T SE 0 %, BT 210095)

FE  AUIBITTERM, KRR AN M T 52 B M OSRLK [HI3RIA 2 b ik 5. A T HE— DT 70 1) A 212 B,
i3 e e 5% PCR #32] OsRLK I4h X cDNA Jv B, K5IV i 28 pET29a JSU AR IE FA IF AL AT B rp sl T skl Rk
BN BEAR 30%. FEALE AL SDS-PAGE 708, Fet VI )n, VRN PURRBOR I 25K 0, 2 B P, 24l

EAFE] 1220 000 4B 2 SCBEHTIA.  Western blot 85 g7, iZHUARRERS 7 WURI(E % R IE RGN RIL T,

PR KRG AR

RGN AL TP ) LRR RSS2 AR (e, I HAE 32 UK UE S A 3 P36 i 3 2 1

REEIR  LRR BRI, KR, BZRE, 2 riEdis

ZR9ES  Q503, Q789

i1 S5 R ) 1) 28 32 A B 1 B (receptor-like
protein kinase, RLK) & — @ AL i b, &5
A gl K J8k (extracellular domain). 5 JI 45 #4 15
(transmembran domain) F1 Jify N # % 45k (cytoplasmic
protein kinase domain) [f] B85 (1. A IX R &E AT
WP 73 Sl A R Dy e AL 40 200 M b 1) 52 A 2 1 38
fiff (receptor protein kinase, RPK)!'¥, Jf H 41 K % %
WA K L EC I, WOk 2 N 22 B 1 B .
U AR R IR R A2 AR B 1 U 45 LA T 8 22 1
Bi: LR ST RPKIEF, TMKI1©, TMKLI 7,
CLV1~38®, FLORI1“HI ETECTA !, K &&= 1]
Xa210, OsRLK1™, BRII™, B ) CALRRIM™
S5 HET, RS OO E RS AR T
“dn K Z B s T E & 5L % R B T 51 (leucine-rich
repeat, LRR)¥. LRR HF S 5 E A RS E AR
MAREAE R, JCHAR R R, WifE 5
S dRNE. K E . DNA Z SR RNA L
o P bR EE AR O, LRR % A B 1R M PN T
TR /2258 I o 1 VO DX S AR sy ke, (R A DX 3 )
7t LRR EHEPAINEHE « KB LHES EAEAEAR R
25, 1 TMKI 47 11 /> LRRs 458, TMKL1 43 7
/4~ LRRs, RLKS W45 21 4~ LRRs!", JHi=Z BRI 7
£ 25~ LRR HEE #.p, RPKI1 W54 5 4 LRR
G, dEMHEN AT BB —A LRR KR 01 11 57
PR e 5 5

H T LRR 292852 A 8 11 W0 A Ay W g o7 s
IR 2= 55 R0 40 B AR 0 RN AR A 400 18 355 14D 8 25 KA 5%
B340 S N 52 B ATIR O . BN, FKAE 2 A3
filf Xa21 M4k LRR 44 S50 (KR A i
PG IE R =9 455 )5 Re8 75 5 Xa21 MK
Wi A BERAG, AR RV SN, AR AP KRR S
T SR AR L e gk THOR LRR 45 #4076
5RO J5UAR) 4 A I R /ER . X LRR
2 RLKs Wi N AR AP 55 i il W, /KRG %) LRR
52 PRI OsRLK 1 2 A Al A0 6 e o5 555
K0, Junga 25042004 4F) W K BB CALRRI
ANAXCRT AR R IE S B 5 R IA B v LA .
HIR(ABAYFI 5 AEhia 4 FRIE. T
Z ARSI R SRR I W] s iE
i, P N A0~ RLK (155
RIS ] RE I I VBIE F R T AN A B PME
N AH BT IR R, 0 5 Y PO A
LRR %Y RLKs IBFICECRIRN,  TIX S AR SRR
A A= 0 45 o [ PR AR 2 7 SOV AN T

T2 5, LRR %Y RLKs t7E iz

* K H AR 3 42(30400030) R HBT 28 A0 55 A A SCHF o4l
(NCET-05-0494)% B3l H .
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THWAEKEENGE SR R EEZER. Ak
FIBAL S BT UE B, BRI AR 5 fE
TR S [ (BR) %244 BRI, 1ff HJ&—F LRR
A RPK, AJRELEIRAN BR {55 o R4 Sl 455011
PR gbah, BFFTUER, AR R v
MR, FRBFHFR. LAEWRTTE S LRR B RPKs [
1K, X OR AR I AE A R S AR IR
5T,

WU U RE I LT Br ez — R A 5 0 i
WARIIPUAR. B, T=%5R02006 )& T /K
& TNFR RS2 O ER 106 OsCR4 1112 e LA,
HEH AR L, B LRR B8 52 A 8 1 0
IPRMCIRIR > FRAIERT I AR IF R T SRk
NKAE A A A, MEE T AR e g Y
FUEEE E, PR —N 7 i 98 ku, SFHL AT
8.4 [ AR A, FEME AL B 5 R IA /KT 835 1R
(EER TSR, fKFBEAEHRERNR, ZE
1 50R — AN HED 1) 28 52 4R 85 1IN OsRLK, A T
RANTFFOZEE R Thae, AP T OsRLK %
DRI AR X N ity 154~ 350 D2 LR A BL, IHAE K
FERT AT T makis, RIEEAENPUR %28
VU2, BB, faifills TN %
SRR, RTINS A — BRI K
FE LRR P28 57 R B 11 S 0 30 5 1y B L
FRAARAS K AT RE MBI FR ft T L 2T B

1 MR57E

1.1 iRFRIFRRA A

KJAFH# DHSa. BL21(DE3)A1ikL pET29a
AL FEARAT . Trizol I A& 11 Tiangen 2 7,
RELHI I 42 2 ) VW [ Takara 24 7], J 4 s il
[ Promega /A1, T4 DNA IE$:/56 [ MBI 2w,
HRP bR M=Edi e 1gG W A b S5 2E 9 TREAT IR 2
F], DNA marker & H 4 R RHE (R 50O A R A A
(DNA kb ladder M101); Protein marker I [ [ iif 24
BRAEDBARAT A T (525 PO061).  SE55)) ) i
PEBIVE =2 KA AL I8 A BB

FERGHET W AMRAE = 5 8 B AR AN RF B
Tl 0.1%Go/) THRIE 5, TEVEE L8 1
JKIZ 48 h, 7E 28°C SEREIABI P ZE 24 h 5, Fb
MTRFRM. O — AR SR FE=A T, AR
B 12 h, RS AR 28°C F1 25°C . JKES
2 F R W EE MR (3~ 5 cm) ] T RNA 47 B A7 Joi Ji
4%

1.2 SI¥MMRITS &K

GenBank % 1] OsRLK %M (GenBank & 5% 5 :
NP_001055877) 2 H: 1% 7 41 WL Il 1. R s I 20 74 fifg
AMX 154~ 350 AR 1) 2 318 7 41 e vt an 5|
Y. S(LWESI %), 5 GATCCATATGCCGT-
CTTCGATTGGCGTAC 3" (X Z& 4t} Nde T 7 £10);
A(CK#E519)), 5 GATCGAATTCGTCCCGTTGA-
ATTGGTTG 3’ (KIZ4bA EcoR T 7 A7). fES. A
SIF 5 5 5 N Nde T F1 EcoR T BEYIAL AT,
519 Invitrogen £ R A 7] 5 k.
1.3 OsRLK EE /) RT-PCR 18

H Trizol W7 & FEHOKFEHL R AL RNA(J5 14
S UL, RS SR NAR R R 25wl HL
10.3 pul DEPC AL R XZE K . 2.7 wl RNAQ2 g/L),
BN 2 wl Oligo(dT), T 72°C i#4 5 min, ZRIUK
# 5min, A S pl SxZEM . dNTP (2.5 mmol/L)
1.25 pl. Rnasin (40U/ul) 0.625 pl. M-MLV(200U /pl)
1wl 47K %25 pl, WA, # 42C 1 60 min,
95°CAEH Smin KiE R F kg, LA B RSk =)
BB HEAT PCR. PCR X N 45 #F: 95C 5 min;
94°C 30s, 52C 35s, 72°C 40s, Y 1 34 K,
5o 72°C LEAR 10 min 45, YT 1.5%
TR NRHR L AT FIK 3
14 FHERNBIMEFLE

PCR J% % =4 B I B e B mlfie, o
# 45 pMD-18T # 44 (Takara A7), FEHEEAL KFHT
P DHSoc 852 2540 . S 4L ik, 28 Nde 1
EcoR T XUHGYI,  H 197 B I B 5t fise Ha Uk V) I
e, 5528 AR XU () pET29a 3R E R, i
FEYIEAL KA DHS o, BRECHT R 85 2 B 78
B, SEEUTURL I 50, 56 UF 1E 6 (1% F 4 50k
A KT % BL21(DE3)/85% 24 .
1.5 OsRLK EHMIMNXHRZFTIE

HALTEAK 37°C W5 3%. kH, L1100 19
PR LA 2 100 ml 7R IABEE 3 (KR 50 mg/L)
PIHT i LB AR, 3TCIRGE TR Aw 4
H 0.6, 43N IPTG 3 29K 5 24 0.1 mmol/L Al
1 mmol/L, 4k&:7E37C FiEFKiL 3. 6. 9h, %
1 ml B, 12 000 g #2500 5 min, 3+ B3, 10000
FEHUIMN 100 Wl EREGEPP, TRAT, PR Ik
3~5min, 12%7% &5 KA.
1.6 YNGR K% ebERIAEH &

SR TE W35 HEAT SDS-PAGE (/) 5 S 5
N 12%), FoMrsiE g, s, RIHCH &
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M4k, B, 5 1ml b [REERNRS), 58
VG 2GS S AP 4 pii DA K IS V) R J s v
W, IR 8 L RSN R NTESR, IS R
B, LAUG RS, BRRIAIRG 14 R, BERGHIEA
R 12 £, SIRRAE AT FNR AT, SN
SROLIE 4 UK. TEIDE G P W B S 5 (ELISA) M & P4
B, PO ILE] 10 20 000 A2 A5 I 4 Ik
A E 10 OK), SANIKAEE R AL, S B,
HPUFCERRT APk, bk T-20°C PR AE
%H.
1.7 FKTEIR R YBAER AN IE S B RYZEL

%2 Feng SP Ik AT .
1.8 Waestern blot

H T B B AR AR I IS4 H 1 2 1 BORE
GART 2xSDS-PAGE  FFFZZ i, &3k 5 min Ji5
B0y, IR T YK (BRI R 12%). H
VKA R AR R F A B R 2 PVDF IR E
(5 mA/cm? i, fHIE 30 min), #f PVDF Ji& & T-%f 4]
W(E 3% AWk i TBST)H 30°C 3] 1 h, DAAR
[ FRRE LB I N 6 1) 2 s B LA, 30C HFE 1 h,

—

MEPRVLMALA LVVVAAGVPA VLCQTNAQDA AALEGLKSQW TNYPLSWNSG
101 NLGGPLPAEI GNLGELTTLI LAGCSFTGNI PIAIGNLRKL GFLALNSNKF
201 KNQLTGTLTG LENSNMTLIH ILFDSNKFSG SIPAEVGTVS TLEVLRLDRN
301 PSVAPSWFTS LTSLASVSIV SGSLSGQVPK GLFTLPTLQQ VVLSNNQFNG
401 AFCSRQLQNA SPYSTSMEKC GSAQCSDGAN VNPASCGCAF SYNGKMVFRA
501 PTSGVTFNLS ELTRIGSSLS NQIYKPPANF GPYFFIADPY APLAVALGGK
601 AAGQKDSGGA PQLKGARFFS FDELKICTNN FSDNHEIGSG GYGKVYRGIL
701 MLVYEYISNG TLRENLTGSG MYLDWKKRLR IALGSARGLA YLHELADPPI
801 EYYMTQQLSE KSDVYSFGVV MLELVSGRQP IEKGRYVVRE VRLAIDPADH
901 IEAMLQNEPD DAGAGEGDSS ADPSANEFDR HRGGGGPPAH PYSDVEISRG

F4% 0.05% Tween-20 [¥] TBS YLK 4 ¥k, HEHK 5 min.
PL 125000 (7] G450 n N HRP #5ic 1) 2F i % IgG,
30CH¥HE 1h, & 0.05% Tween-20 (K] TBST YL
4 Y%, HEK 5 min, 1 TMB 44,

2 IGLER

2.1 KFEBUR LRR 22X ZKAERHEE OsRLK Fr
S5

ASER S AR CAE, RIS R 5k
YA T ERIPME R KA O T R 1 A AR, R
W—AF M4 T s M 98 ku 17 LRR B2 27 ki
P 0 2K A A SR 4510 R 23 BR(S5 R
TR FK). 4 NCBI H A B FEATZE, OsRLK
4K 969 NEIER(K 1). OsRLK 2K A FI ] SMART
A (http://smart.embl-heidelberg.de/smart/show_motifs.
p /T FLAR PSS S, % RS — AN IR,
N i 1~23 S B AA e — 5 50k, HEH
Pfam : LRRNT-2 X fl 6 Msi Rt £ X, C
Ui B A A A O O S a5 R (18] 22), UL EEREE
NCBI $2 112 8 1 5 2 SR 741 (5 B AH A

DPCGGGWDGI MCTNGRVTTL RLSSVSLQGT LSSSIGQLGQ LTYLDLSENI
SGGIPSSIGV LTNLLWLDLA DNQLTGSVPI STSTSPGLDQ LVKTQHFHEN
GFTGAIPATI GSLVKLNELN LANNKLTGSV PDLSNMINLN VVDLSNNTED
TLEITGNISS SLQTVNLMDN RIVSTDTASY KKTLLLAGNP FCAEQDPNNR
PFFVDLVSST PFQLLESTMA AKLNLLPGSV ALSDIHENSD NYLQVQVKLF
KSKMSTGAIA GIAVAGGVLV IALIFMSLFA LRQKRRAKEL KERADPFASW
GDGTRVAIKR ADRNSMQGAV EFKNEIELLS RVHHRNLVSL IGFCYEQGEQ
THRDIKSTNI LLDNNLKAKV ADFGLSKLVA DTEKGHVSTQ VKGTLGYLDP
DHHYGLRGIV DPAIRDAART PVFRRFVQLA MRCVDESAAA RPAMGAVVKE
SYAGDGASDY MPYFEVKPK

Fig. 1 The sequence of OsRLK
Amino acid residues are shown in the single-letter codes.

=8 o .
Hydrophilicity Plot-Kyte-Doolittle

' Antigenic Index-Jameson-Wolf

“PSurface Probability Plot-Emini

Fig. 2 The domain structure of OsRLK analyzed by SMART and the antigen analysis of OsRLK by DNA Star 5.0
(a) The domain structure of OsRLK analyzed by SMART. Transmembrane segments predicted by the TMHMM?2 program ( l ), segments of low
compositional complexity determined by the SEG program ( mm ). Signal peptides determined by the SignalP program ( ). (b)Antigen analysis of
OsRLK by DNA Star 5.0. The Hydropathy -Kyte-Doolittle method predicts regional hydropathy of proteins from their amino acid sequences, using the
approach of Kyte and Doolittle (1982). The Antigenicity -Jameson-Wolf method predicts potential antigenic determinants by combining existing
methods for protein structural predictions, using the approach of Jameson and Wolf (1988). The Surface Probability -Emini method predicts the

probability that a given region lies on the surface of a protein, using the approach of Emini ez al (1985).
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h T BRI SE ) B ARPUR,  FRATE R
DNAStar Protean 4K X $T J5 5 00 AP HEAT T o
Mr, Bl or: SRR 149~ 332, 395~ 433, 582~
669, 771 ~870, 905~ 961 [X Bt EL 45 % i (1) 1 J5i 45
B, RN 4G R S R R S K PPN R 1
KA REMERBIR b 45 R, IKBUZ AR 149~ 332
FUIK B 771~ 870 # Lt 01 A 1F A i ik Hi Js v B
( 2b). HEKB R FER 771~ 870 kb T C i P i
X, it NCBI % OsRLK % (14T T BlastP 7347,
RIUZE U N i A0 X BRE S R BL,  C g
T DX A 25 SIS IR 11 A 1 AR D) [R) 68 T AR v (4 R
RHIH). R T ORISRl DU RE ek, AT+
B A& — @ Pra M A X S B R 154~350 v Bk
TR RIE, FHURE B PUR, %5 )
OsRLK 112 v BEHLiA.

22 BERZFEHAREE

iR E LR 154~ 350 B4R X T BY LR I i
PCRF 3K %4 589 bp 1) cDNA v BL( 3), &
A pMD-18T #uAA I 4546 K it % DHSa, 2 HUHE

bp
2000
1500

1000

750
589 bp

500

250

100

Fig. 3 Target fragment of the OsRLK
acquired through RT-PCR

YUTORL, YA W AR X Bei%E N pET29a 2
I A K AT DHSo, 22800 XUV 20 H7 AIE
S, 589 bp (K HIANX B CL4 W 78 B 52 pET29a %
(Kl 4). DNA P45 R 5 OsRLK A7 1R )75
oxt, 455 Wos H W v BUT 41 56 2 HSCHE 1E 4 (45
AR,
23 EHRMIFEESRIESAKL

¥ bR SO EA ) pET29a-RLK 40 JFki 4 4k,
KIGAFE BL21(DE3), % IPTG 5 1 o 3k i
7y 2x EARR PR E B R MR B AR, B0 BT

SDS-PAGE, 4Rk 5 fin: S 2k
pET29a (K K AT 5 BL21 M LL, &4 541 5Ok
K W FF B BL21 (DE3) 4 IPTG 5 5 )5 7 £ K&
26 ku [IFRIE =), o e /N 5 O ) i Ah X
J By R ARSE. 205 H 0.1 mmol/L A1 1 mmol/L
IPTG 5 51 RIA AR, 10 BE T T I (7] E K R IA
HIM, 2ET 9h, MK BIHRIEELA Sl
Ml I 30%, X —4f RERPERMOSEHW T
OsRLK Hi4h X BEAE KW #F v BL21(DE3) H (1) 1y
Kik.

1000

«—589D
500 P

Fig. 4 Restrictive enzyme digestion
analysis of pET29a-RLK
1: Marker: DNA kb ladder M101 of Genscript Corporation; 2:
pET29a-RLK; 3: pET29a-RLK digested by EcoR I for 12 h; 4:
PET29a-RLK digested by Nde 1 for 12 h; 5: PET29a-RLK digested by
Nde | -EcoR T for 12 h.

Fig. 5 Purification and expression of
the fusion protein of OsRLK

1. Marker: Protein molecular mass marker PO061 of Beyotime; 2, 5, 8:

pET29a transformed bacterial cells induced respectively for 3, 6, 9 h by
1 mmol/L IPTG. 3, 6, 9: pET29a-RLK transformed bacterial cells
induced respectively for 3, 6, 9 h by 0.1 mmol/L IPTG. 4, 7, 10:
pET29a-RLK transformed bacterial cells induced respectively for 3, 6,
9 hby 1 mmol/L IPTG.



2008; 35 (9)

BEMFSE: KiE LRR X ZHREQHEBERINXMERRIER S e ERIES &

- 1081 -

24 IMIRHISRFES

M SDS-PAGE #Efix EVI# 26 ku KA HEA
Z05, VEAPURRROFIE AR, SRIPUNS, 23—
AN PURSER AR Z DU, RS BT
RS PE, BT Western blot 75 Ik K
BRIAAE R EATRI, 25 SRR DIOREAL TR
[t % B AR BL21(DE3) 1444k 25 84 pET29a 114
BRAE AR, R WAE 5 (K 6a, ¥KIE 171 2), 1M
A EYLTORLS T RIE =0 B AR v WL U
(&l 6a, VKIE 3), FUIFATHEI S PO HRE IR
26 ku (T H bR, AR KA #3528 Bt
Ji, Western blot £ Wl T i ) % ik & & 1ng
(& 6b).

@ g 2 3 ® g 2 3

Fig. 6 The specificity and the lowest detected limit

of polyclonal antibodies of the OsRLK were
analyzed by Western blot
(a) I: BL21 bacterial cells induced by 1 mmol/L IPTG; 2: pET29a
transformed bacterial cells induced by 1 mmol/L IPTG; 3: pET29a- RLK
transformed bacterial cells induced by 1 mmol/L IPTG. (b) The lowest
detected limit of fusion protein of OsRLK was analyzed by Western
blot. The content of the purified OsRLK fusion protein: /, 100 pg; 2,
Ing; 3, 10 ng.

2.5 JKTEIRR OsRLK % #BiESFRIE

B 5 FRAT IR ) s oA B o3 i T #h e 4%
PFEF/KFE LRR B2 52 45 (1 OsRLK A4k 1
. KE: 2 JERKIES) AR 150 mmol/L NaCl 43
SIACEE 0. 3. 12, 48 h, PAHVAFEHUKAEAR 2240 o
JUIEZH 43 31 64T SDS-PAGE 73 8 (/& 7a), /U L
BPUARIEST Western blot, 45 F A1 7b, 7EAR L
PR FEARA R, o] ARSI 21 2 W4 7 i 29
98 ku [ H kx4, BATIA AL 40 i s 4l 4y b 147
T Western blot, A AT 5F 5 M 47 5 5 I
(Kl 7¢). LA b &5 B SEgE SE T OsRLK (#3748
J A AT, B KRB AR R b B AT
FEmhAk . BATM G R UER, #HpE 12 h
OsRLK [k 23 B, Wil 48 h RIA4EFF
TER B K, 3XO2 T IR R E 5K F UE
OsRLK Ay £k JHip 1t [ 2 1.

(@ M 1 2 3 4
ku

116.0 ~s—

66.2

45.0
35.0

25.0

(b)

(©

Fig. 7 Western blot analysis of the expression of
cytoplasm and plasma membrane OsRLK in the
root tips of rice seedlings under salt stress

(a) SDS-PAGE analysis of plasma membrane proteins in the root tips of
rice seedlings under salt stress. M: Protein molecular mass marker. 7, 2,
3, 4: 0,3, 12, 48 h salt stress, respectively. (b) The expression analysis of
plasma membrane OsRLK, 7, 2, 3, 4: 0, 3, 12, 48 h salt stress,
respectively. (c) The expression analysis of cytoplasm OsRLK, I:
positive control; 2, 3, 4, 5: 0, 3, 12, 48 h salt stress, respectively. The
root tips of rice seedlings were treated by 150 mmol/L salt for 0, 3, 12,
and 48 h, respectively. The plasma membrane in the root tips of rice
seedlings was separated by the method of two phase partitioning. Same
amount of plasma membrane fraction (15ug protein) were loaded on
12% SDS-PAGE, followed by transferring to PVDF membrane. Filter
was then probed with the anti-OsRLK antibody and signals were detected
by ECL.

3 it it

EEER, BRI TR, MR A&
AT RES 5 T R4 I Ll s B>, R IE
RN, HAARANRIE 2 (1 A B AR
X KA AN NI 52 AR 1 SR (R T S R B R e
PE S FIANE, AUTRRESRE. SEK
B LA E B 7 AL RIS R AR B
B BEATRIT SO E— 20 5 G- SR AR S2 85 1 155
(ERGE B S EiUFL N7 Al U P

R CA DR, KR & AU R I LRR2AY
FREARER IR VE 2 A B ) 7 Wi, midR
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AT W N, RIS S A R e T
FZ R B A )2 DY REA I8 T 5 2 UK
B IR AL SR FE, Rl IX s gk I AR SE 4
IENZ R R TS 5 aE 5%, A THEEN
JFKEWESE KA OsRLK 22320k, )45 40 B 4t
PRORTF R TAERa$E. = +24d, X
F B MEBAIE SR RE T CERIE TR A E
HEEE, JUHE MR RA I EA & A e sk
TR A — T A ST, ARSCERUK
T OsRLK Zd L8 7 41 i AR AR IR UM X BEAE
AP AR UE )8 U 1) Rs ek, AU pET Kk
ARG, 1E KRR R ERIA T OsRLK Ji4h X
B, BEVIRERAEADUR, — K HRIkAS 2R &
TR AT L e SERR SN R L. HEitk, FRAT
S SEEL T Z M A X B K A R R AR
ik, IR TR SR AUE T OsRLK. £ 3 [ it
. FIHZPURIRAIYI 0TS T OsRLK X #: P id
R, FE B R MA 12 h %S OsRLK &2 Fif,
X451 Lee 250292004 4E)EF XK ARG 7 — AN E A
Wl OsRLK1 785 /K45 B 45 A — 3, |
WIS 1001 NI, A8 3 MEEX, 20
MBS LRR XFA 1 AN Py SR, AT A 5 1)
OsRLK W AR, 3 02 B IRAE B 11 F0/K SFIE B
OsRLK %7 #hJpie 75 5. FAT 1 i $2 UK FE AR IS 4
MO ORI IS 11 L 40 P o 2 1 R i e
B A & 1 PUAR L Western blot A, 5 A A .
RO AR JBE 2 10 0 40 1 0 i 11 3249 A RS0 21 OsRLK
AR R NAR S (R Bok AR I B 11 45
FARER, g R Te), FUAEFRI T
HORLI £ OsRLK (145 745 5 (] 7b), I LLAA ,
OsRLK MR T Ui B 1, & TR FRE &
M, RIEERAC, WAUEL A T & %A 7T
ol EIRE2 PN T S v

T a5 NS IE RS, AT
252 A W o JBlp A 1) e I8 — AN 32 B 1 AT
N, ISR AN I RN, FRAT TR AGH U 22 o Ak B 4%
P14 ABA BiEALFE . PEG 1235 Wbl 25 6] 1208 i it
R S L. b Ak, LRR Y52 4R 38 1 i 0 Bl
BRI MU 5 0 TR D, FRATE R b ko
TSI TIE N T, A6 Ik &, RO
ZAE T 5% 5 G ) AL B A R ERZ K. Z5 BT
W, PUKRE LRR 8852 R 8 0 22 o B B4 )
b &, D AT 5 A T (R 1
FARUH S LR TS 4 350 T A
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Prokaryotic Expression and Polyclonal Antibody Preparation of The
Extracellular Domain About Rice LRR Receptor-like Protein Kinase®

CHENG Yan-Wei™, LI Liang™, SHEN Rong, QI Yao-Cheng, LIU Xiao-Yu, WANG Ning, ZHANG Wei™"

(College of Life Science, Nanjing Agricultural University, Nanjing A gricultural University GE Healthcare Biosciences Proteomics Research

Cooperative Demonstration Laboratory, Nanjing 210095, China)

Abstract Previous study indicated that the expression of a LRR receptor-like protein kinase OsRLK in root tips
of rice could be induced by salt stress. In order to study the functions of OsRLK, the extracellular fragment of
OsRLK gene was obtained through RT-PCR. The target fragment was subcloned into pET29a, and the recombinant
plasmid pET29a-RLK was transformed into E. coli BL21(DE3). The target fragment over-expressed in host strain,
and the expression level was about 30% of the total cellular protein. After separated by SDS-PAGE, the target band
was excised from the gel, and was used as an antigen to raise the antibody in New Zealand rabbits. After separation
and purification of antiserum, the anti-OsRLK polyclonal antibody with the titers of 1 © 20 000 was successfully
prepared. Western blot analysis showed that the antibody could specifically recognize the expressed fragment in
E. coli and the OsRLK protein in root tips from rice. In addition, for the first time, the OsRLK was confirmed as a

salt stress responsive protein.

Key words LRR receptor-like protein kinase, Oryza sativa, prokaryotic expression, polyclonal antibody
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