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BEERREERFEKEEANEE
OsAGO18 % SRk m#I &5l &

wm R

Y EREBEHMEDEBRKNER USRI BEL R T ERAERSE, ZRLERE
FANHTE, —RETHARKREAEIRANZE PRRs XHRIEPHEKS FEZ PAMPs
BRG], XA SRR B RRAER R YA R PR A e RN (PTD): B _fhéafexk
BTARNE, TEXKEEYESNPURERREEMNEQSE D TYFEE
A, X RN F ik M %Z RN (ETD. A&ILPTI A ETI I
KEEAMED, FAFREAKE GEMFHAARE), FHFEMEREER Guyll
FEESRFI B BB R 2539 WK A TR F A%, 1REX 24h. 96h FIRAZ JAERRM Fr
MBERRREED, £/ ITRAQ MREH AT LC-MS/MS E BN . Eit FF 6.4%
_Dextran T-500/ PEG-3350 RS WIMIXUKMEA R, BEEE T REH L SHH 43.35%;
ENEAHRITEEMNERIN, FEEQN 4 HEESHE HAER 124 4, TREE
B4l SEEM 2 480EPHF LAER 1734, TREB 494 . EREEAR
REATEEE BRAMESS 21 4, TRES A, KPR A RBEEONE 6
Ao

B 24h J5, ZERFIEME Guyll 54E5RMEK 2539 ABAZ RIHEMEREE
MEBILE 224 #F ooh FHENERRENERILRF 33 1. BHIERMNEKS
BHES LRAREMEDL I6h Z T RMEHK, HEEEANSLE, HFEFTEMNER
HEOEENZ ENMEPHEE LENERR 6 A~ XN EARHETHER
HERY, —SEOREFSIRMEXRKNIIGEEEN: LF R/ 7T REEENE. ATP/
BRERYGEIER. EBETE4ETE. HiaTRe. Fo8lchee. XEAEF BN
BEAT, BRETRFEEEMTFEE L, B E RN TRNFIRBEEREDH
PRRs.

ERRMERMALRERAAMEIEER 0sAGO18 7E/KFEXT &KL M Hik &

(RSV) MFEEMTEHHEER. 24 RSV BRKRBIE, ©HE microRNA168
SHAKFEHEEE AGOL T8 T INEST OsAGO18 ZEXT RIS it 16 F A 9T,
IAVBEE N 3 FF 46 636bp MIFF R B, Wit TEHAEH AGO1860, KT
WA E AL 300pg B, K HT AGOI18 B mEHAHI% . SINHEEHT
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ABSTRACT

THE IDENTIFICATION OF DIFFERENTIALLY
EXPRESSED PROTEINS INDUCED BY RICE BLAST
FUNGUS & PREPARATION OF POLYCLONAL
OSAGO18 ANTIBODY

ABSTRACT

To defend against phytopathogens, the plants have evolved a two-branched innate
immune system. The first branch is pathogen-associate molecular patterns
(PAMPs)-triggered immunity (PTI), which is activated by plant cell-surface pattern
recognition receptors (PRRs). The second immunity is from intracellular components and is
called effector-triggered immunity (ETI), which depends on the resistance gene encoding
protein to defense the infection. We use the Magnaporthe grisea strain Guyll and 2539 to
infect rice cultivar Nipponbare. We extracted the total protein and plasma membrane
proteins, and used a quantitative proteomics approach with iTRAQ LC-MS/MS
technologies to discover the key proteins in PTI and ETI. About 43.35% plasma
membranes was enrichment by using a dextran T-500 and polyethylene glycol 3350, 6.4%
(w/w) for PM isolation system. In this work, we have found 124 upregulated and 41
down-regulated plasma proteins, and 173 upregulated and 49 down-regulated total proteins,
in which 21 upregulated and 5 down-regulated proteins show agreement in both the PM and
total proteins dataset. After infected by M. oryzae for 24h and 96h, there are 22 and 33
proteins were induced by Guyl1 or 2539. More upregulated proteins were induced by 2539
than Guyl1, and as the infection continue advanced, the number of proteins also increased.
There are 6 upregulated proteins were identified in 4 treatments, some of which prossess
functions that were related to resistance such as, protein serine/threonine kinase activity,

ATP / nucleotide binding, metal-binding, transportor, receptor etc. These could act as PRRs,
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which are localized on the plasma membrane and able to recognize pathogens in the early
defense responses.

Rice resistance to evolutionarily diverse viruses requires Argonautel8 (AGO18).
Unpublished data from our laboratory show that AGO18 is also required in rice blast
resistance. The antiviral function of AGO18 depends on its activity to sequester
microRNA168 (miR168) to alleviate repression of rice AGO1 essential for antiviral RNA..
In order to reveal the function of OsAGO18 in the study of blast resistance, we produced
recombinant protein AGO18s39 by using tobacco transient expression. There are 300ug
AGO18639 antigen has been purified to prepare polyclonal AGO18 antibody. The antibody

will be used to study the role of AGO18 playing in disease resistance.

KEY WORD: Plasma membrane; Aqueous two-phase; iTRAQ; LC-MS/MS; Transient

expression; Polyclonal antibody
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11 BERREKEREKEHFEGRAFARER
111 FERARAKEIE

BRERREWMKEFENRTERS, BEEXREENM®, EEFHTHIHN
HAEBENTE— DM IRES M ERNIEOEREFE AN, ARTEREREKiES
TEARASAEKBENEERTHERE. B BERNHREESEPEN LB
B Magnaporthe oryzae WIBEFAEK ., EHEEH. URMEREBNSIZE T H. %
Moryzae MR RIBR O BARTEWER. %, SERTEITWRERE
FEKREH F B REHTE 0.5 B 1.5h ZHIAR, ERAMAERMERD. £
24h 5, MIERARERRRREERRDBILT FEKERBERE, AREHRA.
RALERRE 32h Ja, VIRBAELTEBO AT ¥, EREL 4805, REBARE
YT REIGEREAM: KEFLEREEL 2hEA HERARALR: &
FREANT, MERERWRREREE 96h RERTT WL, B EREE S ERFF74E;
WY K, BYKY 144h 5, HLRHH AR,

1.1.2 ERREBEERRAE

KBARMNEZ IR RERRERERVNENTRED, SWARMEA K
WEREERE, ERZBGARAMREINEIREFARAANES. MEHEIK 2-DE
(Two-dimensional electrophoresis) &—F5F B L H Ik E SDS-PAGE 44 HEH
BRI AR . A BEIKERREERAEARN —RoAE, KEFHRBUEE
AESFHALNER, TEETRRBEENES TR ERZER, B3 s sk ey e
¥ TEMARMEFRATNAMERRUAEFRSHEBN S TFEARKNES RS, XK
FA X A B Bk R TR AT £ AT B B 4763 MEA AN, ERERSIIE S8
B ONEE, BEEASSNEEEANEYEEMNUNER, ERRAFENRN
HYRBEFH AN EEFR. AKX & FPHFKTE CO39 £ MeJA L0, K
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B 21 MEREEHEAY, SARFAESFHORRFRI, BRAFE CO39 #E
BAZRFRFERAENEARETEMLSY, HH Lycoprotein elicitor CSB b HE K F5
CO39 1 C101AS1 BH 7 124 24h J&, 21 MERRENEAZL HITQ)-MS/MS L& H.
{BEESERR A, 2-DE HIGHHRRF S HENES, ZHRASELERKE
W, SHRHNESRSERAOEN, HEEENEAUABEEANS BEEH AR
A8,

LC-MS/MS (SRERFIE) MRBEHRAHES TEARAZNIHR, R RRCER
FIRLF (8 8 R E BRI E A EM . RA NP I EE Q#TRE %+
BELAIRIORRS S FHEERERY. RAZRTHN L EEHAR (TRAQ)
RILERBEF RO —MHFOEARAFZEERRAER, RERIFHEENRNRR
MEEHS, FAXEBIA 16 HAREARNBTEES. XA ITRAQ FFIZHA,
MR E R RKTE 24, 48 1 72h FKBESEOFTHRICORR P RN, EBREFER
Rd R, F S3AEHRMNRERERE T EEY. EASBENEDE B
SEEMBWARNEARARERER. GO 2GRN, XEIER IR TBIM
BEASS5TERLMERETFE. Uit 5545, A& ERUREEEEWREAH.

1.2 KFEFRIEE R RFEIEHEX PRRs BT RHELR

1.2.1 FRERThBEFNLE G

BURRFTETEAR S RN EMAE, wEBANERAFERNE. EARE
B LR — N EEARRS, RBER EEEMENRRE, REARSAMKE, —&
W RBKECRKER BB S &N 500, HAEEES (Integral protein)
HEAEER: —ERNEEENRE, 5RGEWERRRAS S EN, MIERALE
[ (Peripheral protein) 4 MEEA!). T RBSEATEBANES, B2
EMREAES, ENS50RE54%. BERTHERRBESENNEAEY D

&t
HEo



B—& RERR

122 RERMS BRNTZE

BATEFER AEER LN ES EARBEMA R, MESSERRSRE, 2
BT BOBT FCR) A R B B0, BB O S BN AL 3 & S A AR AN R VR P I PR R B
BRI, FBAMHKRER 38%E 40%°, RTEFERERONMALEREAESZ
B, FAMLN T EREXAFAS BALEEY, ZAEXIERETRBRSEH
218 IR T R B A R X SRR 4T 23 B, %A Dextran T 500/ PEG 3350 R &Y%
BECh 63%RIRUKMEER AT LERG R H R IE, BREomxErygm, wr
DA o b SoAth R BRIV S 4. R R B R BV 2 iRV 8 & 1-D SDS-PAGE K IR4E
LR RRE MRS TREEARLTHER, FEARAHFHIMAERYSY. F
B, AP BETEN AR B EARFRE AR HATP BiEtERlR s, BB
JE 7 5P A TR L AL BUR R HEATP BSi5 S BAELIEZI T 96%, MEAT
W L. R R B L RS R S BUR T HATP BEARXIE 10 4%, EALF &AL
PRI R AR SRR HBUR AL HATP BEAEXNE 1A 25%, R4 R Beme i is s Wk
1%, BIEREFH ALY BRI RS RS EIE MMBEREFE. ENEER
BERREGRI S, X BRI AT IR BA R 0 B, FEXS U 4 HEAT B AR 4 B WT LA
BrIsEE AR R, -

1.2.3 RIEER/IHEN

FRE BB E T NHAERTIRE, NENRESEREZEL RGN, A
MEBRAEREAE, FRXETESNERETRARENHRA, BEAER NS
FREREMERZ -, WTEEER, WHEEEREFRTEEEAMNRLRET
K, FFEMRRKE A MILLE 2D B L A0, i R R S R Z B
F At B g 45 BB 1 3, (BAR B AR L 94 B M R B F RN T
Bz, BREREREREOR=ESHNZE, FHARERN—KEH, NES
HAEE MR LB, HIRNERREANZESHCY. T RR PN LB R R PR
TR0 S () BB B 1 52 4T LAZE AR R A h 2 20, iR T BB RE
EHERERNEETA, RORARFENEahd Tk, 28, KiF, #EARRH
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B H A 56 7T LU Stoichiometry. ThREZ5 11 B B %51 J1 % (dynamics of protein
assemblies) ¥f 2 [ 5 I ThAE1E H F & MR,

1.2.4 BHIw X PRR1

FREAENERN D REEENESERER, ELREHYRE &, KBt
TR PAMP [R5 F 2 RE i /2 67 T FE_E i) PRRs KL 7KFE CEBIiP &— M8
MLFRIERRZ A E O, ML RAEEESKFME. CEBP AT ARILH
LT RS AN, 878 CEBIP 78)L T Bifs 5 B2 EEEH.
Pi-d2 B M/KTE & Fh Digu h BRI —NEA TR LR ZAEOHE. 5K
Pi-d2 FIEEEF MR R ZB15 2hiff. X Pi-d2 BERIBN— M REREERT
Ja, JKFEXE ZB1S Btk R, BRI RERTENEERED. , KBFE
HE CEBiP 2)LT BB TR IR A, HMRRZ4AREEE (OsCERKL) HAEHK
B ERMILT RRZAEA, ©lids CEBP AHE/EMA, KR R E w5 1N RN
B¢, Os-LYP4 1 Os-LYP6 ZFHAHA RHMHE NWIKRBE S EE ML T N ED N E
[T, gE—HHR R, OsCERKI 2 5% Os-LYP4 5 Os-LYP6 R BII{E S [H1 41 L
HATHS, 3 EAMERZAEEE (RLCK176) XSS ERPREEMRAY. ARk
WRAWMHS B BAOKTERRERD, JHEA sM REERE O KM RENRREL
EPEEA LETHHEA,

1.3 7KF8 AGO18 B9% e BEH ik HI = ikiE

1.3.1 OsAGO18 TEHEInm T IZ RIEH A RBIR

T microRNA 833 575 EAMUEIF mRNA B246 (5REXEE), N
T FEAR mRNA LUX BH0HIR 5 BR8N H ™. AGO A& microRNA /i SRR
TS RP I EEARARS, T FRAREREUHEIFRE T BIEY miR393 &
5 AGO1 458 LUA BIZERYI T Sl 1 F2 P 2 (R A v a1 A O, ZE K R 4k 0
B (RS RP/KIEE KU AGO18 #1 AGO2 i EZE LKA, HKBREH T (RDV)
FREEE S AGO HAMRALY, E#F—SHAEIM AGO18 MR HEIAE T EM Bk



F—E XGER

TFE B2 microRNA168 ST/KFEHMHEE E AGO1 KT, FREBRER AGO18 HEEK
ABERBENTENFURSSYE, RABERTHENRRAN AGO BEA—F R A
R B R

132 EHYEBEZFRIEMME

HEREREAFAPWERPOMIEHER, REAKSNEEOBEET RREAK.
Elit, FIAERERERFERFEENEAMRBRZIEN. BERFRZE (Transient
expression) R —MRFE M RERRIE. T BT A E A R 2R [ G K —fpEZE
FB, 5EENEEEML, BNRAANFEESDLEAEMAL, R EARR, P,
FgE . B RALY. AHRAAEENRNRAUGHSTEZEmNES,
HAEABEEREAEKEP RSN, NTTEREEREEIBREENTE. R ZH -
&, ATLAST AGO18 7E7K 78 S e [k N R 38 16 A B B R A 2K _EREAT L8R .
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B KBEAEOMREREQERER
RAERTEELIR

B OE HYEREMAMEZRGER TR ESHRTARLE LS, HAR
ERmidr P EAFRAREANESG, RARTRAKEG (FIZSHF B R 8),
18 ) FF AR E Guyll Fedk Ffe EAFE AR 2539 #FKAGet i #4744 K58, 4RER 24h.
96h Fo kA ritket K LB A MFBEEE, £A iTRAQ it A#4T LC-MS/MS
ZEHR, @iti# M 6.4% Dextran T-500/ PEG-3350 A4ty Rktaik %, & E£ET
ML & B 449 4335%; AN BOQRTEEMMBLAN, RIREGQ 4 AHBET £H
LiRAZG 1244, TRAEG 41A; EFaey2 BT EA LAES 1734, TR
FO9N., ERBEEAREFAQTHRILIELRAGEOR 21A, TRAEEG SA, £
RAEHFIEEAQGH 64 .

A 24h B, EFFRAMK Guyll HEFhA K 2539 AFEZEHERELEFLE
HEAEH 224 EFTh BHERERREGEAGLA 334, BAVFEEFERE
WiEF LARANEO LI S THRARAH®, LMARENSYE, RS SENES
HBIFLME]S AONLBETHEE LAGEAOR 6 /. AT EQARBTONEN
HERA, —LEQEALSRABAAXGAENET R0 LR]R/FRBLIEEME. ATP/
ALV . £BEBTHA. HEhte. [F- 5 hee. XL BHF—HHY
Fay, RATHRALEFZZATRE L, BAEBET NG TRA TR HBM
PRRs.
k7. RIEEE; YUKAE; iTRAQ; PE/AiE

RIS

PAMPs 2% B AEMREFAER —ERTI T, EXEFHMEDREREY 2
E+AEE, BOREZR. BERK PAMPs BEZA K. SRLIBEERAD
By . RIEVERE, UURAREEATAEYREBEMNILT H%E. PAMPs RREY™4,
AEETFEEY T, FF AP T LR ETHRA AR, HFreEmmiitt.
FEY M S H 40 O R T 19 PRRs SR AN PAMPs, T ZEREE BRI KBHERES, KB
MR TE K PRRs Ak e B R B B R E NS AR Z .
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AREREAKERFOEE, ZaMCeReERmANF, FRABER Guyll
MTEHEEE 2539 Xt H AR #HATR AR (SHPARY Guyll 5HARAFEMELE,
2539 5 HARAIEFMENE) . A0 E ENE B RA S 0T AR K IR
HEEETKBEAEQFUKTFRRN, FRERANERKERDHIT O

2.1 REFRL. RFIRZE
2.1.1 REHH

KTE B AR ML R BB RO, FEE Guyll AR R KA EYRIF £
YRR B LR ERE IR

2.1.2 FERF

SRR R

Dextran T-500. PEG-3350 JiJ 3£ F#(3E A H]

Ed=bigie

JB TR I Trypsin LT Promega A 7], iTRAQ® Reagents—8plex Kit L H

Sigma /3 H]
2.1.3 AL 2gH

FHART RN FERME: SN, REFOIL. BEELOHL. KEH.
B IK AN« A 5R k481X - Nano-RSLC #AH R 4l LTQ Orbitrap X1 T {4 F 55 E Thermo

NS
2.2 RWIE
2.2.1 ®wilAYECH
(1) Homogenization Buffer pHS8.0 I HC il

Trizma base 50mM
Sucrose 500mM




FE KB A BT E A ERSERE R R AE LR

Glycerol 10%(w/v)
EDTA-Na, 20mM
EGTA 20mM
NaF 50mM
PVP 0.6%(w/v)
Ascobic acid 10mM
PMSF 0.1mM
DTT 0.5mM

vE: Ascorbic Acid. PMSF . DTT ZE{FHETMA.

(2) Microsomal Buffer HJEZ 4

o B
Phosphate buffer pH 7.8 5mM
Sucrose 330mM
NaF 10mM
PMSF 0.1mM
DTT 2mM

¥¥: PMSF . DTT ZE#HBIIA.

(3) Washing Buffer pH8.3 fIACH!

% BRIREE
Trizma base 10 mM
Boric acid 10 mM
Sucrose 200 mM
KCL 9 mM
EDTA-Na, 5mM
EGTA 5mM
NaF 50 mM
PMSF 0.1 mM
DTT 2 mM

vE: PMSF . DTT ZEFEARTIOA.



BREERPEERRILKBRANEEN OsAGO18 £ WEFIANYIFHI%

(4) PIAR 2> B HS BT -

D% MAE RWE
Dextran T-500 20%(w/w) 11.82¢ 6.4%(wiw)
PEG-3350 40%(w/w) 5.76g 6.4%(w/w)
Phosphate buffer 0.2M, PH7.8  0.9mL 5mM
KCl,2M 0.09mL 5mM
Sucrose 1.6M 6.74mL 300mM

VE: WA BN IECIRA, BCHIEF /S 2000rcf, 4°CESLr 10min . H 4
5 R B I F-20C .

222 WBERFER/KEHEE

(D) BAEKT PDA B TR A B R F RDC 5578 L, 28 CRBREREFR S
KRG, BIEREOSEEL, BT 25CRBATHE SR 4 RERIEKRFENSERTF,
HFRFH: 0.2%TWEEN-20, 0.2%B8/%, fTFHRE 1x10°/mL. 4 SmL (B4 20-25
B MHAEK 2 ARKREITRER L.
(2) 25C, EREHNE 24 /DT, BE 25 CHBIEFIEHBPUSEFERTE. R
Gt 24h. 96h FIREH 96h HIKFERIUFMEH, it 7 MEE (R 4-1.
R 41 BTLEELEHFR

Table4-1 Treatment options

BERAFR JRIEEA (PM) SEH (Tatol)
HeFPE R 2539 Guyl1 Mock 2539 Guyll  Mock
R Yt A (h) 24 96 24 96 0 96 96 96

223 RIREHBIEN

(1) PREFREUKFEH F 20g, A 100mL Homogenization Buffer ZE/F T ¥
ISR RS .

(2) F Homogenization Buffer ##{E it IOt 38, HEXIEW .

(3) JEBFBAKIEIER 100- um K/MER 38, EXIER.

(4) IR 43 50mL BOVEH, 25000rcf, 4°CEEL 25min, B EVER.

(5) LiEfEABAKEEK 70-um > pER 5 HH 40-um DIERLIE, H

10



COOAFIEHC Y 23 mL R e T . 100000 et 4 C{A D Th

CT0 ANCBR 2 T S 00olir b 2ml Microsomal Bufter H] A S WIS o00Eqh

bR 0or Je o it . AL Microsomal Buffer J0502 788 9ml .

CY AR S G omL T an T ek A ST i M o b, AR T
N 20 0, e e o 2 0T 2000re s O TOmian, L T RS iR

2000rel, HCEC ToOmin ¢4 4-10,

2
[
L
— - P 3l—> Plasma
PEG >| | membrane
-
dextran >| |
N
\
e \\ J— —
] L =
{ \ 1
Microsomal L:J \ —
->| I 1 \ L) X
buffer H/C |up2] [ —= lupa] H/c |upd|—> Plasma
I [ \ by % membrane

PEG >l | — Q
‘J ow2u

dextran ﬂ-‘;

\ J \\V/ /

& 41 B E 25

Fig.4-1 Aqueous two-phase partiioning
COn I TL SRS T Washing Butter 00 7 T00Oml.

CLOO A b 23 ml i s oI . 100000g. 40O A0 Th

Al Tay e TS LS hel | g i, T S00ul. Washing Bulter vk

VE (eI 470 Ny

224 RERHIIREAE
C1) M-RO°CHHULUI MU A L, THCE: Tl 5]
(20 P WA AL T Aol AN 2L 20 {-ANWEES LAl ks
WEES 7500 T IAKTAD R A S (AR UEB CUH Te KIS M EL AN, SmL

UEB), PPN PVPP Ak&: i1 mips,

C4) PR R ¢ s e ) Lo 110000g 150 2h U 13
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(5) LiEABAHAERS FEAILESE (RE:FE=12:1) ULERE &
=13 MEBZEZE A, MAET-20CIKKELRITEEL.
(6> 10000 rpm %.0» 30min , EPE EFE, BUREETTF#NEEELKRT 4

10min.

(7) BT EHviie H 7 2438 UEB E&, -20CHR7F.

UEB Buffer fEL%]:
0%y BWE
Tris-HCI pH7.6 150mM
Urea M
SDS 0.5%
TritonX-100 1.2%
NaF 50mM
Glycerol 2-phosphate 1%
DTT 5mM
Ascorbic Acid S5mM
PVPP 2%
PMSF (Freshly Added) ImM

7¥: DTT. Ascorbic Acid. PVPP. PMSF ZE{¥ FHE I, PVPP REMEE H

1 AN

2.2.5 EEMKBEREMERRC

(1) BEABMBET THU %B# (50mM Tris-HCL, 8M Urea, PH 8.0)

(2) BE5EL)G, Braford EHEE.

(3) VEALEEIEE, 0 100ul BAKEHEEEF, F 14000g, 10min.

(4) BMEERNEDZELLTMEIEES, B0 14000g, 10min.

(5) 7EBIEE S MA 200ul /) THU %% (50mM Tris-HCL, 8M Urea, PH 8.0)
(6) WP IA 0.5M DTT, 2uL ELIRE K S5SmM

(7) 95°Cn# 15-20min #F 60°CM# 45-60min, AHZEEE .

(8NN 0.5M IAM B LIKE K 25mM, E B RS A5 E 45min, .0 14000g, 20min,

(9) A iTRAQ dissolution buffer 100ulL, B> 14000g, 20min, FFREHK
(10) BN iTRAQ dissolution buffer 50ul, Z.» 14000g, 20min, FEEHK



B8 KRB EONGIRE O ERER R TS R

(11) F iTRAQ dissolution buffer ¥¥AEEEHEE, % Trypsin B8 5EYIEASBH
B2 A 1:20-1:100 Z &, MIABESHK, 37°CHEE 8-12h

(10) BRIMARSFER Trypsin BE# ¥, 37°CHE 24h

(1D BuEtHR B FRWEE F, 14000g, 30min, HIEH

(12) ¥RERKRBEEEBHI, K0 30-50ulL, £ ODA280 i E KB .

(13) BUW MY 40ug B ERIAKER¥R, A iTRAQ dissolution buffer, {#E 5 AT F|
1% 50uL.

(14) FRicHm: K 8 N EMAE M IR H AR FRE ) iITRAQ®
Reagents-8plex (¥ 4-2), WleBHim, R CSEaARTEE.

£ 4-2 iTRAQ® Reagents—8plex #ricHf
Table4-2 Labeling the Protein Digests with the iTRAQ® Reagents—8plex

s JREREAR (PM) SEA (Total)

R4 BB 2539 Guyll Mock 2539 Guyll  Mock
REEFTE (h) 24 96 24 96 0 96 96 96
Frid 113 114 115 116 117 118 119 121

(15) {REEL, ZEEFHE 2h.
(16) FRIBTERE, ¥ 8 HEERIBA R — B AT /R4 LC-MS/MS it il .
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AT 7 N LB 1 ) OSAGOT8 ¥ NI B L &

3.1 B

4-2 FERERF A KRS 24h, 96h KFER
Fig.4-2 M.oryzae infecting Nipponbare after 24h, 96h

g e YL TR TR Guyll 12 Bk m. 5 Mock MG, P ANAREE

PAIACE I B 4220 242 B 960 5 Guy 1T 42 ALK 7RG 4 HE B S 116 25945 B
M5 2539 FURZINPEEEE, 15 Guy LU 48B4 00903 B E S 5%,
2.3.2 RIE4EEYGIE

KHT 6.4% Dextran T 500/ PEG 3350 5845 100 AR 26T S iehi AR -1 T 4l 0 14 34
RIS T LC-MS/MS K, 79581 2406 ANE T, JEATPS RS 1RSIV gy sz 4 1) 2
(18 4-3), RS A RIECE S 1043 4, L1 43.35%;
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plasma membrane

® non plasma membrane

mnone

[ 4-3 HEES LB

Iig.4-3 The proportion of cell components

ORI R AN VIR DA B AR | N O A W (A AT AN R CTE I
VO CER LY A L P A B A M

MU TEAR I R s a1 i 2

[t G A B T A ) T I U0 Bl A7 A LA i 25 by (1 -4,

6.4% Dextran T=-500/ PEG-3350 42734211 WK A F W a2 1 oliiss 1.
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& 4-4 ERTHEENN S
Fig.4-4 localization of all proteins identified by LC-MS/MS.
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BEERREERREKEEANEERN OsAGO18 £ WEHIKRAI L HI&

233 RES5RFERDTHNER

EXFREANNALENSTE, LRNES (GE/Mock=1.5 K L) it
# 124 A, 7E Uniprot LN EHIE N RIEEH A 38 4, 64 MMEARM, HAbIE
MPEHNEA 29 4. THOEL (BE/Mock<05 T it 414, HP o4
BEEAREEA, 20 MEMRM, b TARSMED 124. EXEEANFHA
BOgHAT A E, BRMESIT 173 4, TRREART 49 4. EREEATR
BEATHEE LANEAT 22 4 EREEANLEAPHEEZTRANEASE A
(H 4-5), FZEEAMIEIITHINERR, BERNEREST ABHEAENLE
FFE. F54%. RERN. SEEASREREHXREANELAERAEHE.
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A2YNY6
A2Z3MO
B9G1BI

P14717
Q5INO7
A2X5N7
A2X5P5
A2Y2C4
BSAH96
BSAQR3
BSAS36
BSB2HS
BIFXPS5
QOJ3C0
QLOHCS
Q5W676
Q5Z4C9
Q69XI4
QGH5B3

Q6YW?7S
Q6ZLA9
Q75KZ6

Q7XM78

Q84P96
(Q8S3P3
QOSTS0
QOXGP?

total-Guy11-96h

total-2339-96h

®pm-Guy11-96h

®pm-2539-961

B pm-Guy11-24h

mpm-2539-24h

-1.500 -1.000 -(0.500 0.000 0.500 1.000 1.500

4-5 RBRERMREAPT -HMERREED

Fig.4-5 Consistent proteins of PM and Total

T WA AERRIEE loglo . AEERA Accession Number
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234 EMEAMRKINEENER-—HERREER

]

(IR AL, PP R BR Guy L1 eI R BL 2539 24h )5, ARFEZ .2 )
FLTE e deab e 1 27 Ay e RIS 1A 17 Ay R AT s A4S AIE v
WS T 7 4 XSS IIRE AT A S8 KPS &L B

R IR o3 (TR BN N 1 s e S v M 77 P N A 1) S 2 I s SR S D S AN
SRR IRV

Pl 96h )i U e AL EE I 33 A T I 29 4 FU§INA 4
A EAAE I TR 8 A A TNEER AL [, 2539 £ UENT 24h I 96h $4 & 1 ik
LB I9AY, FMAYEFT LA Guyll £245)0 24h FL96h 1 Ly 17 4, il
(14 4> IXSC VP EIRe b SRR TE . AKIEREPE . RIPIRES (. 22%%
JIRad M TN T E . SRR L R TN

PUASAR B B 825 AR EL S A, ACS S R I 0 > (¥ 4-6). IXYEH)
KIEShRE Vs B AER . WIS R ATP/G TP/ TR Y i 45 & 45 Th ik

3.5

-
3

Bpm-2539-24h

®pm-2539-96h

Epm-Guyl1-24h

pm-Guyl11-96h

4-6 FIEEEREIRER T E LANER

Fig.4-6 Upregulated proteins of plasma membrane

I BARSRAEBRRIEE. HEERA Accession Number



2535 BMEMERIIEEHRRS R EFRERA

PR 240 00 1 AR AR AL STl T I 22 e R HIEAR IR L 22 A
Erooh i I B FRAL BEALE R TR g 43 4 e B R 20 A (4 44T
CEMEL g P R R UG e LA 96 B RIE R B L
AT A IR B N AR R R I E A LR N SRR (RS T A B T P H IR KR P

S VT A T TR O R e O I I e

IR LN et L S (RS R R £ AR b I DR R U PN B R A R R R (PP RS

50
s/
10 /
/
/ 2530
/
30 &
’ / Guyll
// ‘

J/

/
20

24h 96h

+7 HMREHSRMES DEaEN

Fre.4-7 Spectfic upregulation proteins induced by 2539 and Guvl |
o RRARERES A E L AR A
2.3.0 mMEMEARIIEFEMERELEB RS

(AT W TR S e BT F b SR g AT G e
BER T e ) T T T2 O s T AT T A AT ATPARS TR LS
CEHINOAT 8 A WAV Gk 28 &S Y TmeE AT 21 Ay, AT e 32 4,
(T HECE T 24 B TR 2 A Bl n S O E. Wb U E

POz 126 4y, 10 el 21 A, N RIET S .

2.4 1Ht

1. X)) 6.4% Dextran T-500/ PLEG-3350 75411 ALK AR Zo0F R ohi AT Falifl,



BTV U T N LR TR I OsAG Q18 LBy b s

fEEIRCRE Y A BT 43.35%, VT 2 A e A IS T Rk T 2 AL 8 T VLR
LT P AR AP AC AL RIS A1, LA AN M A5 R TP 50 5 L L A S T T S A,
NS U EC TS VRPN [0) 1123 SR (8 N 57 % 71l I DR 7 N/ T s <1 ) O e R
A ML AR, T DAERAT ol DIHEDN, (51 A 0 35 10y A e RE 1 21 4l pedin
80%ITI WA

2. X PTAT AR PR R ER AT 0 M, A BB LR T D AR W IR A 22
AN AR IR S B AR & NI AT AT S S JUR TR 26 AN AL
Ny U AR R 1 AR 2 L T s A IR SO A 1 SR X
B m 4 I LA AL LA e M, (AT BLUCKHIX 26 AP I{E 4L
B A AT A

SN 9 R A SE DRI Iy (R AR i A AR B 2 2 ) A7 (e 0 R )% R IR

o Guy T FIEA A2 R A G R NIRRT 2539, AT — SR 72 3 B st 1 s ik
Fror 8T ) BEAT I 28 A AT 26 AN HTF T BEJE DU XS a (R, I/ PTT o
SRR

2.5 ING

Pm Total-
upregulated upregulated
Pm- Total-
downre downreg
oulated ulated

4-8 FIREQMSEREREXRAR

Fig.4-8 Membrane proteins and total protein data relationships
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Fig. 4-9 Data relationships between the four treaments of plasma membrane proteins
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E=F 0sAGOI8 TREHIEKIVISHI %

FT=F 0sAGOI18 Z mEHIKBFTHIF

B E: CERNERENFLRERAMMPEIERR 0sAGO18 A/KFEM M BMAEE KPP
BWEMEM. MRSV BYUKTEE, e microRNA168 XKREHEEE AGO1 KITH. X T
%X OsAGO18 ZEXRBE P IEH/EFMBFR, BALEEUA N 357745 636bp HItE R B, Wit
TEHEH AGO18639, RAMERN FEFAE 300pg R, HHAT AGOI8 H% FEHLIF
$l&. BENTEER TR AGOI8 EHIRE PR UREENRIEE.

xaiA: HEERNRE: ZRESE

tde,

Y

i}

7K miRNA XHEYMEK K EEFEENREEM. Bl 5 AGO EEMEE
., #—EERANEEY, BIY5E mRNA, MMHEIZEFEFRE. B3 AGOIS
BHTHEEE T, AGO18 FHHAH siRNA &&47 4 (PAZ) F1 RISC F KBS ThEs
B (PiWi), fE/KFEHL RSV 2, EIERHKZ PAZ, AGO18 #id 4 & miRNA168,
PARH 1 miRNA168 %t AGO1 HIZMd, A& HURAI/ER

7ESCIe R A AR R AT BB R R I, SRR agol8 MFREE Guyll HIHiIEAHE
B R HAARE (NPB) BEES (B 5-1). T EGFHFR AGO18 fEKBHFEMN
WRFHTAMENEEBING, RIFEHAEH AGO18sgy, EHUM N HiFFE 636bp
WA B, FIFEERNRE, RELXLHEYERESHRERR, UIKESHLFEHE
T AGO18 TEKFEF RIS, MBI ESNE mEIA.
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BRI T 0 RIL AR T 1 OsAGOTS B B IR R )

5-1 FRE Guyll f2RKEE 72h RFER(EFEH)
Fig.5-1 M.oryzae Guyl1 infecting Nipponbare after 72h

i BRRIERENEMREE 42 BERERRKIE A AR
3.1 SEIG#RL. IRF RN EE
3.1.1 RKIEFA#

IRFG N TASIRG a3 Lo B R B ER O AR TCHH . TR IM109. 4B GV3101.

WU R
3.1.2 X8R

PENTR Dircctional TOPO. pEarleyGate 202(N-FLAG)#EIE 2 [ Invitrogen 271l il
HIVEA UIRG . Primer star GXL. T4 DNA #4208 BUEIPEZRE W UIRE ECOR 1 A1l Bam H
[ W80 <K I'T Takara 23 =]

G317 Quick Antibody-Rabbit8 W I I {1 b g T3 Jp f g5 AR 8w o
3.1.3 EEUEE

RS LR N < P (O DR B SN 11 NN VR B 1< IR WY 1 IR & I A QR (HN

S AL
W U



FTZE 0sAGO18 L WEFIANVISHI&

3.2 iRIEAHE
3.2.1 7kEEM F RNA 2B

(1) B2 ARKREN A 2g, MAEERRR, BB RKESR 15mL TRIZOL

8 SomL B.LOES, BEHWS, REGSRY 1min

(2) 12000rcf, 10min, 4'CE L,

(3) NORE EEEBEFHN SOomL BOEF, A 4mL 847, REGBR &
I min.

(4) 12000rcf, 10min, 4CEL.

(5) /NOBE EFEEBZEHE SomL BOE ., WA 7.5mL R, BE ¥
5 JG-20°CiIE RITIE

(6) IRHBUHE O, 13000rcf, 25min, 4°CEL, {EH L. A SmL75%

LEEERIE, ABBRBRITES.

(7) 12000rcf, Smin, 4CELL, F EIE, WA 4mL 5% 2B E&IUE, & R
BLERS.

(8) /NOF LW, BHAE LR, 12000rcf, 2min, 4°CE.L, FBERE LE,

FERBE & P IRT 20-30min (YTIE B A B SEHEIE]D.

(9) HX 350ulL DEPC-H,O ##% RNA, HFH 1B IIERERs, FEE

FHIRNA tHEEERE T K.

(10) 200g, lmin, 4CEL, FEHEELARNAEE TR, B RNAKEYE &
1.5SmL EP &, WEBRERE, -T0CRHF.

3.2.2 Sl IHFIERAE

3.2.2.1 5|4%it

M NCBI _t F# /K H A B LOC_0s07g28850 &K FFIukIT 404, EE AGO18
EAFIEM AR RS, S#T50RT, AFEHR R BEBEGHE EcoR 1 Ml
BamH [ B§YI47 5, LMET 5 pENTR/D-TOPO #4k (& 5-2) Mgz, &itHs|4y
A

25



BEERREERRILKEEQREEM OsAGO18 L WIEN KA FHI%

AGO18 Li##5|4%: CCGGAATTC ATGGCGAGCCGAGGAGG

AGO18 T##51#: CGCGGATCC TCACGGCTGCTGGTGGTAGC

Hh GAATTC M GGATCC K EE VI &

AGO18 5 B2k 639bp:
ATGGCGAGCCGAGGAGGAGGCCAGCACCAGCGCCACCAGCAGCAGCAGCAGC
AGCCCGGCGGGTACGGACGCGGCGGCGGCGGCGGCCGCGGGCGCGGCCGGGA
CGGGGCGCCGTACTCGGGTGGTCGTGGGCGCGGTCAGGACGGATCGTACCCTG
GCGGCCGCGGTGGGGGCTATGGCGGTGGTGGTGGTGGAGGTGGGCCGCCGTAC
TATGGCGGAGGAGGTGGTGGTGGTGGAGGAGGAGGAGGCCAAGGGCGTGGGT
ACTATGATGATGGCGGCGATGGCCGCGGGTACCAGCGGGGCATGGAGGGAGGC
GGAGGCCGTGGAGGTTATCGCGGGGACGGCGATGGTGGCTACGGACGAGGCGG
TGGCGGTTATCACGGGGACGGTGAGCGTGGCTACGGCCGAGGCGGTGGCGGTG
GCGGTGGAGGCGGCGGCGGCTATCGTGGGGATGACGAGGGTCGTAGCAGCTAC
GGCCGAGCCCGTGGCGGTGGCGGTGGCGGTGGCGGCTATCATGGGGACGGCGA
GGCTGGATACGGCCGTGGACGCGGCGGCAGGGACTACGATGGCGGCCGCGGCG
GCGGAGGAAGAAGAGGAGGACGCGGCGGCGGTGGTTCGAGCTACCACCAGCA
GCCGTGA




SOOSAGOIN s DR AL

Asc |

bENTR"/D-TOPO®

2580 bp

32 pENTRD-TOPO

Frg.5-2 Structural scheme of the pENTR D-TOPO

3.2.2.2 RT-PCR

(1) LML DNA I O

5 X gDNA Eraser Buffer 2ul
g¢DNA Eraser lul
Total RNA 7JuL

25°C 30min & PCR {0 e e
(2) RT v
et POR  FIMEHREDA [, UL F IR BRI 15



BREERREERRIKBEOREEN OsAGO18 L W EHAMAI S HI&

BB 10ul MR 10uL
5 X PrimeScript Buffer 2 4ul,
PrimeScript RT Enzyme Mix | 1uL
RT Primer Mix ** IulL
RNase Free dH,O 4ul

N 37°C ¥ 15min, 85°C, Ssec, 4CIRTF.
(3) PCR RNH B W B,
Primer Star-GXL PCR K W A& R I IR

ddH,0 12uL
5 X PS GXL buffer 4ul
dNTP Mixture ( % 2.5mM ) 1.6ulL
LEEIY (20uM) lul
TEHEIY (20uM) luL
cDNA #iR 0.2uL
Primer Star-GXL fi§ 0.2uL

RN

O98°CFiAE 4, 2min;

®98°CA= M 10sec
55°CiB:k 15sec
72°CHEM Imin/kb (3% 35 MEH)
@72 CFST N 10min;
@10°C¥A#H 10min.
3.2.2.3 PCR F=#j4ti{t

(1) K2 PCR = # 1.5%I7BEREIL -
(2) {§/ AxyPrep DNA & [5G0 & B E B 7 B -
OELMTTUITEE B B DNA FISIERERR, AXMRRBEKRERT #
PRI HERERER GREHER LsnL BOEER), ZEEBEN— DK
1&FR (41 100mg=100uL).
@A 3 MERARFR Y Buffer DE-A, BE&RNSET 715Chn#k, HERES (8
2-3min), HZEE AR
@A 0.5 4 Buffer DE-A {42 Buffer DE-B, B-&¥4.
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B =H 0sAGOI18 £ REHIFHIFSH &

ORER G, %2 DNA HI&EP, 12000rcf, B0 Imin, FIEH.

O¥#HI&EE R 2mL BO%, I 500ul Buffer W1, 12000rcf B5-» 30sec, 3
JEW .

©®@%H & & EE 2mL B8, A 700ul Buffer W2, 12000rcf B0 30sec,
Ve . VAFIBER VAR W2 B3t —, 12000rcf &0 1min.

@K HIEEET 2mL BLOES, 12000rcf L Imin,

@FHI&EE TN 1L.5mL BLOET, EHZBEFRMA 30ul ddH,0, =
B E lmin. 12000rcf, B0 lmin HEfi DNA.

3.2.2.4 E§))

¥ B B B AN BRI S | WP Sk BB VI AL AT EcoR I A1 BamH T XX

&)
(1) EYIMER
E pENTR-MCS::0sAGO18 Zul
10 x Q cut buffer Tul
Q.cut EcoR [ 0.5ul
Q.cut BamH | 0.5ul
ddH,0 6ul

30°C R 1h. EBYIF=4

3.2.2.5 EE

ik 5 BRI P B V) B4R K A T4 DNA S 1TIE#E

10ul EZHEE RN T :

(1) EB®RFRE
Hi B (EcoR 1 1 BamH [ E§) 4ul
pENTR :: PUC19-MCS (EcoR I fl BamH I ) 4uL
10 X T4 DNA Ligase buffer 1ulL
T4 DNA Ligase 1ulL

(2) RMN&H
BT PCR &, 16 CEREIKR

29



BEEREREEFTEKBEANEEN OsAGO18 £ WEFIAMWI L HI &

3.2.2.6 KT ERZSMARAIEE

(1) BRFHIREITE IM109 B HMBE 7RG LB T BRIk, BET37C
HEIR IR A o O R

(2) PRERBAEIEEE T 2mL THW K LB #37EF, 37°C, 200rpm, #13E 6h.
(3) KA REBEBA 100mL TLHiHE 5% LB ¥ ZE+, A 2mL 2M MgSOy,
37°C, 200rpm, F B 12h, Z 0D600=0.25-0.3.

(4) By BEFHER D2 TAK 50mL BO0%, UK 10min, 5000rpm, 4°C
B0 10min.

(5) F.LiE, ATAHK 15mL 0.1mM CaCl, EEH 4.

(6) FUK¥E 10min, 5000rpm, 4°C &L 10min.

(7) F.E¥E, A SmL0.1mM CaCI2 7EK F R R EREE1E.

(8) AHEBFAMEBRTHAMK EP &9, 100ul &8, F-70CHEF:F.

e BRI RN ERE, Bikisik.

3.2.2.7 &k

(1) B—3-70CRENFZEMME Frk L HEZ8RML, A 10uL %
7=¥), VKE 30min.

(2) HEP BEET 2°CKEHRT, #90s; REZHFBAKE, KE 2min

(3) [ EP B A ImL LB ¥k, BEHWSEHE EP HET 37C. 200mpm
5% 1h,

(4) Y EP % 1000rcf B§.L lmin, 3 700 k3.

(5) AREKBASEEE, REI 100ul ERFE RN (50ug/mL Kan)
LB Pk EHATIRIR, BT 37CEmEFR.
& BEMRESRNTEERE, Biigi.

3.2.2.8 THIEPAMETERE

FF PCR Ay B Ll Mgt e 5 iRl P sl Hrp 8 TEsI A
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BE=F 0sAGOI8 ZLREH BRIV HI%

MI13F:
(1) Tag-PCR RMNAERFZERUT:

ddH,0 19.25uL
10 X PCR buffer (Mg*") 2.5uL
dNTP Mixture (10mM) 2uL
Bet/ L) 0.5ul
TV 0.5uL
Taq 0.25uL

PECREE AR R AR P
(2) RNPE

@©94 C T 2min;
@94°CAME  30sec

5TCiBK  30sec

72°CER  Imin/kb
@72°CF 4 FEAH 10min;
@10°C¥ 4] 10min.

3.2.2.9 ELHFRRIBYIZENFNN 558 0E

f§F AxyPrep JFUHL DNA /NERF SR EH L

(1) ¥HEXFAME 7% % 3mL Kan $it: (50ug/mL) K LB &85+, 200rpm,

37 CIEEETR.

(2) WRER 3mL S AHEFEIHEW, 12000rcf, B.L Imin, FR L.

(3) AN 250ul Buffer S1 &iZE ik, &FHN, FNEHPNER.

(4) BnA 250uL Buffer S2, RFMIFF b BT 8% 4-6 KB SH IR KT

SEE, BEERRESRNER, WP EAERY Smin.

(5) fn 350uL Buffer S3, A7 b TR RE 6-8 X, 12000rcf, &
£ 10min.

(6) H iR AHEZE (BT 2mL BOE GRAFAERED 4, 12000rcf,

(7) ## &S B RELAE, bo 500ul Buffer W1, 12000rcf, L 1min, # ¥
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FREE B ARG ZRREKBEANEZEN OsAGO18 £ HEHUAHAI S HI &

(8) K& EEELE, N 700ul Buffer W2, 12000rcf, 2.0 1min, ¥ J&
W UARIFERI 5L A 700ul Buffer W2 BE8—IK. FIEHK.

(9) K#HI%EER 2mL BLOEP, 12000rcf, B0 Imin.

(10) KHIZEBERFH 1.5mL BB, EHEEBRDRIMA 60uL 65C TR
#H ddH,0, ZEJRFHFE 1min, 12000rcf, B Imin, K DNA RFFT  -20°C.

(11D B Sul TR 584k L5 B EE A TNF.

3.22.10 EiRFikH &k
FIA LR [P B i A Bk 2| pEarlyGate 201 #i4k (B 5-3):
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Bell {1:1537) Asel (99) Kprl (408)
b7

A -

BapHi (11080)
£z0471l {755)

e N
~ .\

—— {
. 3
\\/

EzcRV {10€55)--

__———BstBl (1768)

———Stu! (1865

Narl {(9394)

coNI (8918)——
Lo ‘ pEarleyGate 202(N-FLAG)
114775 8ot

Rh=l (3609)—
Hnsl (8 03 spEl (3708)

BsiWl (B493)——. |

Ncol (3513

-9
N\ e AUFl (4472
S —Avrll (4472)
\\ &"P)L (4514
\_\ 5 . ~~S5pe (4330
. '_/ e Y e
B I/ \ % N \*-’-L.rl (48314)
/ N, T
; /i S
I / S BstEll (5106)
Pmel (S47C) Pva!l (5392) Hindll (526D) Ss5cB3E7I (5256) Eam 11951 (5231)

323 pharlevGate 2020N-1LAG)H
i

. 5-2 Structural scheme of the plarlevGate 202(N-1F1AG)

CLo LR JOv_ 7 i 1y

RESVIRE NP
dd0
10 X NEB Bufter 3.1 Sul.
Nru | Tul.
PENTRMCS::0sAGO 18 CHUT 3= = {14 Wi g dulL

30ul.

B 37°C I 1.

{5

Bt L) 421)1) PCR clean up WA £ 1

(2) LR Jxhv
-pTl[ lul

LR clonase 'M/11 lul
E pENTR.MCS::0sAGO 18 (fiF )4 4ul

¥y
‘v



RBREEREZRRIKBEAREEN OsAGO18 £ S FkyI S HI%

28 CIE = [ .
3.2.3 ERBRAAIEERF RIE

3.2.3.1 R#FHE GV3101 BZ MR &

(1) BRFFRRITE GV3103 FHMBEZERSE RG itk ( Rifampicin/
Gentamicin 50ug/mL) LB ik FXiIZk, BIE T 28°CHIEREFRFE I 24h,
(2) BEEFR LR BB E 4mL B RK FitE A LB Wikt s, BT 28°C,
200rpm J#% 12h.
(3) WRE 1mL FIEEEF AW ZE 100mL ) RK JitER) LB #iik i+, & T
28°C, 200rpm ¥ %% OD600=0.5-1.0.
(4) WHEBFEZTAN S0mL FO0EH, 4000rcf, Smin, 4CEL, F L,
#HE S PIRT 60secs
(5) HTAK 25mL 10% H M E&E &, 4000rcf, Smin, 4CE.L, F kiF.
(6) HITRF R 12.5 mL 10%H M E &, 4000rcf, Smin, 4°'CELF LK.
(7) AT H 6.5mL 10%H MER 4, 4000rcf, Smin, 4CE.L, F_EE,
(8) HIAK 2mL 10% M ESE A, FRH 10%H MBS 100mL, 7 %
BT 1AM 1.SmL EP &, 100ul %, T-70CHR 7.

3.23.2 KT EFEL

e LR [P JG M BORLEE NARFFEE

(1) NIKFE B RATE R ZSHME, BAKE 30min, I 6ul kL, ¥K

| 30min.

(2) R RFFEBATA ) B P EE, 2500V, Ssec, SLEIAIA 700ul
PUMEMfA LB $ 95k, B2 ARSI ET .

(3) MERARARARIR Y B3 1.5mL EP &, 200rpm, 28°C¥HF% 1.5h.

(4) ERHHEH, 5000rpm B-L» Smin.

(5) Wil 400ul B3, FKBHRKEFESYS, R 200ul %3 RGK

(Rifampicin/ Gentamicin/Kan 50ug/mL) Hith ) LB FAR LT8R, BT
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28°C 155 24h.
F: BNRESENTHERIE, Biibisit.

3.2.3.3 HHERNRIE

(1) PR _FRIREE T ImL RGK HitEiiE LB Wik s SR & h T I8,
200rpm, 28°CHEFE 12h. RIS 76 S#itk

(2) TREL 200ul B BE SomL RGK HitE LB WAL R,
200rpm, 28°CHEFF 24h.

(3) HEWMA SOmL FLE S, 5000rcf, 4°CEL» 15min.

(4) F L&, HA R ddH,0 2mL ERE A, HRMA 20mL Tt 7 ddH20
EEHS, 5000rcf, 4°CELr 15min.

(5) F L&, EE—BENS, HEEFEE.

(6) #F L&, A 2mL Fi¥d 50mM MgCP (B% 0.1mM ZB: T FF) EBH K,
GREE AT B IZE R E/S OD600=1.0

(7 FHATHEES ., H 0oD600=1.0 FIEK TS, 3 BKRHEEH .

(8) HEREEK I KE, WEHFATT R0,
E: ESR RS —2 CK BMEXT .

3.2.3.4 WESTERN BLOT 7 B BFE B A FRIE

(1) BRI
OHA 1.5mL EP B 5 MEEM F/ANE A, A 7AER Imm B/DBRBRA
HFAH Smin, ¥ EP EEHETTETRIER, FH/MFHITEM K.
@A 200uL 2XSDS Loading Buffer %%, B &#H4.
®10000rcf, 4°CE.Lr 30min, EX L 30uL fR7FTF-20C
(2) SDS-PAGE
HY 30uL # %5 CK #1T SDS-PAGE. Ll SMBIREN 12%, IRGIRE A
5%, BHRETEFE ooV HIE, RME (HEaME) TERMKRREN, & ikdik.
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S BRIER

ddH,0 1.7mL
30% Acrylamide mix 2.0mL
1.5M Tris(PH 8.8) 1.3mL
10% SDS 0.05 mL
10% APS 0.05 mL
TEMED 0.002 mL
RERRBL S

ddeO 1.4mL
30% Acrylamide mix 0.33mL
1.0M Tris(PH 6.8) 0.25mL
10% SDS 0.02 mL
10% APS 0.02 mL
TEMED 0.002 mL

(3) BEHH%EZE PVDF £ L, F Anti-FLAG #1745

3.2.3.5 HRIER/BSL (Co-IP) FIEE

(1) BUBEN f 4g, MARRDWEFHIELS, FHRMA 20mL 1P
Extraction Buffer (20mM Tris-HC1,300mM NaCl,5mM MgC,0.5% NP-40,5mM

DTT,0.1mM PMSF,PH 7.5)
(2) 4°C7F4r¥RS] 30min.

(3) 10000rcf, 4°CES-.Lr 15min, EXEJE, 1T 100-uM H/NIEM, EIEERSDIMA

100uL Anti-FLAG Beeds (WJ3E-F AB-Mart

(4) 4°C, 360°F3%: 12h.

=
N

(5) 200rcf, 4°CE L 30sec, WEE beeds.
(6) 7£ beeds F A 1mL IP Washing Buffer (Tris-HCI20mM,NaCl
300mM,MgCl, 5mM, Triton X-100 0. 5%,DTT 5mM,PMSF 0.1mM) 4°C, 360° #j

¥ 10min.

(7) 200rcf, 4°CE > 30sec, W beeds, EE 6. 7 F 4-5 BEFRTFAEN &

t, EREAERTH.

(8) 200rcf, 4°CE.L Ilmin, RERITH L KWL, A 1mL IP Elution



ST OsAGO TN LR DB

Builer. 4% 10 NS 1570, 2000ref, 4°C @00 3min. Q082 13,
Q) UALy R LR, W
(10) {i-beeds T HIA ImL Storge Buffer, [ Ri>) 157, 200rcf, 4°C &L
1

30sec, FF 3. 1IN TmL Storge Buffer, fFEf 4751 4 C Uk,

3.2.4 e lEhuiRandl &

3241 ARIKENER

LM (e 0Tk deil an A b N D R D i e i 0.2M PH2LL T2 fivifd, 4
IR Y S P B AR R AR R T TR A O PSS PN S R v M BUR BN A e VBT S 1T A L NS U iR E)

L
/\

H

KD I DREIETY . 30300 20min, FEalids, e i ERE R AGHRE S . -80 C iy

3242 B BEHUAH&
AT L 1S e G Tl A AT SRR A Tug/ul,
I soul 'y AR Quick Antibody-Rabbit8 W il 75, #R)5H4 4 3-1 Ty b s,

RS- RERBERBAE

1hlm I Tmmune mblm pol\doml mubod\ ngpn‘mon plan

Gy Hu/ we SR Y ) A b S
' o Sowe soul. ST

. 21 SOug S0ul. TS

IR RS LIy 3 30ug BEIYEN

3.3 SEIGEER
MR E BRIk &R

1 day 2 days 3 days

)
P
\O
LI

1 2 3 1 Z

a-Flag

& 5-4 MRERR R

Fig.5-4 Transient expression in tobacco

5~



R ULAUTE N B OsAGONS L e

SE: DL 20 3RTGEFEE ODwo 4 1,000, 2.000. 3.000
T VI NG L N SN R 1 14 g VA T T /A T LV | TN B O (LT RV AR O VI =

ODesgo=1.000 M1 RIS 710 S TN )y kT aer 1he % .

332 R4 ER

Input FT Elution

cbb

5-5 OsAGO639 ik 4 R
Fig.5-5 Purification of OsAGO 18639

i input: REEWER. FT: @b/ LE. clution: @EER
I AT Flag A5 2519 SRR A SR IR I L 1 (W 3 TURA P4l Ak, Al pH2.1 17T
AR A TE NS T A e A A S UL W S e b A e B N ke,

REIX A 7w i) 300pg s TET N DI Sk .

Lo A2 L AGOLR (12 RSV A S N b & L ilaiabt i £5 4y
miRNA 168 FHAILmiRNAT68 A ACFH U 1 T AGO L RO Aangids 340 (1 41 11
A S8 T S U AT SR ago 18 FERREROE Guy UL G A0 BRI A,
agol8 LI g KA o

2. % LOC_0s07g28850 4= K #IHE 1 o0 e A0, PN i JFUR 11 636bp 1)y EEILA S
R el RHOZ I BUE D v B b A TR M 4, 40K OsAGO18430 115 0 %
2y HUIR TN e PR B IN A A N R T-BOAE Dy, % Tt B A s Ao

Sy RUNESSURER A S TIOE IE PE B A AN BN S E S U\ A A (AR 7o
30N T AEEE RS AT A0 Ui 300 el ) 4 AR AS ) e ) FIAS i) 3 30 1 1)

S0 B SR A S AL e A 2 e LU I R DG, LI ] 3 K
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3.5 I

IEEL LOC_0s07g28850 K FrFitAT /A K, M N SmITIRHT 636bp 1 BRiE#HE
Z| pENTR/D-TOPO # 44 My E 4 Jfi, FI A LR KK B K BAS#: 2 pEarleyGate
202(N-FLAG)#i s b, FIERLF B9 TR EE AR FF B P AT AR B I R I8 18 21 300ug B Y
EH, A% QuickAntibody-Rabbit8 W T X} & F AT o ZR B L WEHUE. #id %
AT AP HURARE A T E QKT LS, RUEUREAERETRES
i E)F S [A) L BRI I F B .
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Accession

Function in Rice (Uniprot)

MSUID

Gene product name

Q7X8H4

A2WSHO

B8BBPS

BY9FDDS

BOFXPS

A2YMNI

A2X2T9

B7F891

BSAQR3

QS3PA7

Q75LD9

B8BBP9

B8ASs6

A2ZIB7

A2Y963

Kinase, Receptor, Serine/threonine-protein
Kinase, Transferase, ATP-binding,

Nucleotide-binding

Transport, ATP-binding, Nucleotide-binding

ATP-binding, Nucleotide-binding

Response to fungus

Kinase, Serine/threonine-protein kinase,
Transferase, ATP-binding,
Nucleotide-binding

Photosynthesis, Chlorophyll, Chromophore,
Magnesium, Metal-binding

Heme, Iron, Metal-binding

ATP binding, Protein serine/threonine
kinase activity, Calcium ion binding,
Polysaccharide binding

Electron carrier activity, Iron-sulfur cluster
binding, NADH dehydrogenase
(ubiquinone) activity, ATP synthesis

coupled electron transport

Transmembrane transport

Cell growth, Cell Morphogenesis, cysteine
biosynthetic process, Gluconeogenesis,
Glycolytic process, Golgi vesicle transport,
Responise to desiccation, Response to salt
stress

ATP binding, Protein serine/threonine
kinase activity

GTP-binding, Nucleotide-binding

actin filament organization, Exocytosis,
Protein transport, Vesicle docking
Structural molecule activity, Intracellular

protein transport, Vesicle-mediated transport

LOC_0s07g43560.1

LOC_0s01g42380.1

LOC_0s08g10300.1

LOC_0s04g58710.1

LOC_0s07g35370.1

LOC_0s07g37550.1

LOC_0s02g14440.1

LOC_Os04g30240.1

LOC_0s03g50540.1

LOC_Osl1g24450.1

LOC_Os03g62620.2

LOC_0s08g10310.1

LOC_0s03¢05280.1

LOC_Os12g13590.1

LOC_Os02g11830.2

TKL_IRAK DUF26-Ic.24 - DUF26 kinases
have homology to DUF26 containing loci,
expressed

pleiotropic drug resistance protein, putative,
expressed

SHRS5-receptor-like kinase, putative,
expressed

AMP-binding domain containing protein,
expressed

TKL_IRAK_DUF26-Ic.15 - DUF26 kinases
have homology to DUF26 containing loci,
expressed

chlorophyll A-B binding protein, putative,
expressed

peroxidase precursor, putative, expressed

OsWAKG60 - OsWAK receptor-like protein

kinase, expressed

2Fe-28 iron-sulfur cluster binding domain

containing protein, expressed

mitochondrial carrier protein, putative,

expressed

late embryogenesis abundant protein,

putative, expressed

SHR5-receptor-like kinase, putative,
expressed

ras-related protein, putative, expressed
exocyst complex component 5, putative,

expressed

coatomer subunit beta, putative, expressed
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Accession Function in Rice (Uniprot) MSU ID Gene product name
Kinase, Serine/threonine-protein kinase, TKL_IRAK DUF26-Ic.25 - DUF26 kinases
AIYNY6 Transferase, ATP-binding, LOC_Os07g43570.1 have homology to DUF26 containing loci,
Nucleotide-binding expressed
inactive receptor kinase At2g26730
BS8AQD9 ATP binding, Protein kinase activity LOC_0s03g50450.1
precursor, putative, expressed
defense response to fungus, Jasmonic acid
ATP synthase F1, delta subunit family
Q6Z8K7 mediated signaling pathway, Response to LOC_0s02g51470.1
protein, putative, expressed
chitin
Response to chitin, Defense response to 3-beta hydroxysteroid
Q2QSR7 fungus, Jasmonic acid mediated signaling LOC_Os12g23180 dehydrogenase/isomerase family protein,
pathway putative, expressed
ATP binding, Protein serine/threonine receptor-like protein kinase 5 precursor,
BIFL76 LOC_Os05g44770.1 .
kinase activity putative, expressed
Kinase, Receptor, Serine/threonine-protein leucine-rich repeat family protein, putative,
Q75KZ6 LOC_0Os05g40770.1
kinase, Transferase expressed
Kinase, Serine/threonine-protein kinase,
Q5QMM2 LOC_0Os01g60280.1 ATP binding protein, putative, expressed
Transferase
ATP binding, Protein serine/threonine SHR 5-receptor-like kinase, putative,
BSBBP8 LOC_Os08g10300.1
kinase activity expressed
Response to chitin, Defense response to
A2X345 fungus, Jasmonic acid mediated signaling LOC_0s02g15750.1 expressed protein
pathway,
Kinase, Transferase, Glycolysis,
Q5W676 LOC_0s05g44760.1
ATP-binding, Nucleotide-binding
cysteine-rich receptor-like protein kinase,
Q8S3P3 Kinase, Receptor, Transferase LOC_0s04g56430.1

putative, expressed
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