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S RNA IR L N 84K M4t v, SRR A, 2 HrE 3L
B 0 429028 7 ) RNAprep Pure Plant Kit ff] RNA $EBURF & BT, L3
ARG RA-10 ZSAZ R 12077 BTG SL A SR A E & T, EBRER TR B
f) RNase. f# ] Thermo Nanodrop 2000 ¥%Fg/2 I & E A E RNA AU E .
OD260/0D280. OD260/0D230 HI%fE, MEHE S AE 260nm AL AR IE .
150V, 20min, 1%3IFJEFEEEAL 54T, HPKA I RNA 5884, 455 ani& 1
a BfT7R. cDNA K5 82 e L e EY AT TransScript™ All-in-One
First-Strand cDNA Synthesis SuperMix for PCR 5 & 15 Bl P47 . HR¥E popgenie
Hod B R R R SR CHLP3 2R IR 741, FIFH Primer 5.0 %1t 5l
¥) PtrCHLP3-F1 (J¥%1/{1 SEQ ID NO .2 ffi7~) 1 PtrCHLP3-R1 (J5%141 SEQ ID
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NO 3 ffizn) » LA E—20A A cDNA AR, PCR §#83EHE£K ., 25uL [
1K %: 2xEasyTag“PCR SuperMix 12.5uL, 5% F (10uM) 1pL, 5[4 R (10uM)

1uL, cDNA #itR 2puL, ddH,O 8.5uL; SMNFER: 94°C 1A% 3min,
35cycles(94°C 30s, 62°C 30s, 72°C lmin), 72°CZEMH Smin; 4°C{Rf%. PCR 2
RigE s, F 1% B NERE SRR IR I =P 1+ b B FR, % 1000bp 4k
2k BEAT VIR B (Rl FE AL SR A= A R =) O R e WAt e idE A7 45
1E. A% M PtrCHLP3 2&[X] ORF J¥51. PtrCHLP3 ZE K 1% HER il SEQ ID
NO .1 fii7r, @AEMRFF140 SEQ ID NO .12 Firs .

2 FIFIEEYFE L H AR pCAMBIA2301-PtrCHLP3—RNAI f#4) 2

Wit PtrCHLP3 K 741 1E 7] Jy B s B 51 4 PtrCHLP3-F1(/7 %140 SEQ ID
NO .2 7)1 PtrCHLP3-R1(JF 541 SEQ ID NO .3 fil7R). I A B el 514
PtrCHLP3-F2(J7 %1401 SEQ ID NO .4 Jit7x)#1 PtrCHLP3-R2(J3 41 %1 SEQ ID NO .5
Fi7R). LA SEQ ID NO .1 Fior IR PrCHLP3 AR, {#F PCR — 2 &[]
se GRS e b H 3R A e B RE Y 25u0 MR &R 2xEasyTaq®@PCR
SuperMix 12.5uL, Primer PtrCHLP3-F1 1uL, Primer PtrCHLP3-R1 1uL, cDNA
2uL, ddH20 8.5uL; XAy B e ) 25uL [ MWK % : 2xEasyTaq®PCR
SuperMix 12.5uL, Primer PtrCHLP3-F2 1uL, Primer PtrCHLP3-R2 1uL, cDNA
2uL, ddH20 8.5uL; MNFEST: 94°C A 3min, 35cycles(94°C 30s, 62°C
30s, 72°C 1min), 72°CZEf# Smin; 4°CfRAF. PCR MW &R 5, SRIIER H K
FBOM A H R B

FH Xbal/Sacl X1 57 ki pCAMBIA2301-PC. XUEEYI4A £ 4 (50uL): 10x
QuickCut Buffer S5uL, Sacl2.5uL, Xbal2.5uL, pCambia2301-PS lpg, ddH20
up to 50uL; BREWFTIRS), 37°CIRE 2.5h. [ISZRMEAL I Bk A4
pCAMBIA2301-PC. F|F] ClonExpress II B 41187 &4 PtrCHLP3 #54) Fr B 1E
[ 30 RTM P B FIER 73 Fv B B el e FAR UL 24H 1) PCAMDbiA2301-PS #idk
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ki, 53] pCAMBIA2301-PtrCHLP3-RNAi #ifk, #AAKIEE 2 Fix;
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VK EERE Smin, YR Smin, 37°C/K¥ Smin, VKIE Smin. I 700uL YEB
Bk, 28°CHEPRH 200r/min £ 7% 2.5h. 6000r/min &0 1min, B4 HL 100ul Wik
BEFREERATIR S, AL IR IR AT AE S H 50mg/L Ka 1) YEB [R5 574 |,
28°C, fHIE 5T 48h. HRAL 6 MEATLERVE, 7> AIARYEEUA By 35S A Bisit b
W51 355-F (SEQID NO .6) , #H Ak RTM A B it FiiE51 % RTM-R (SEQ ID
NO .7 347 PCR 5., FFH 1% BB ARHE BN B vk ksl =t ] 1 7 ¢ B
K 3o UE IR R AE T 2R E N 20% 0 HtiHh, WEARRIEE T-80CukF. HREUH
B 7% HEAT 1 7% PCR, F PCR 45 5N BHPE M B v B Fh T & R S8 R A RIAE P (1
RE 7R F28°CHRET 16he FEAIF IR B O, FEITTE, KUTTE A MS
B AEE R, RARAREER. 2066 T 600nm B GIE Bk E N
0.6~0 .8 i, BIATH TR 41k,

B 84K My B wi i bsm i v, FH BT JIBIRRZY Ixlem HUBROIR,  PAERK gL
i, FHITIREERERDLI) (B3 aBD , SRR H 2 E IR WPM
R4 10min Ay BUHM R, NG IELRA B IR I B 48 7, IF FHUEAR
SFANR T EEREE B, K N WPM+100puM/L AS 1, 25°CHEH:
3% 2d. BR G H N WPM+0.2mg/L KT+1.0mg/L 2,4-D+60mg/L Ka+250mg/L
Cef+300mg/L TMT i S @GR, 25 CREREFR, B0 2 Bk H# N5
H1f) WPM+0.2mg/L KT+1.0mg/L 2,4-D+60mg/L Ka+250mg/L Cef+300mg/L TMT
o frE R KRR KK EY T, N WPM+0.02mg/L  TDZ+60mg/L
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FhE| TEIZ ) WPM+60mg/L Ka+250mg/L Cef 11, B SFdk T ALK, Y2
HRKZE lem 5, HFEYTF, A WPM+60mg/L Ka+250mg/L Cef F1i5 52 34T
AR (B3 cBD , 25 CHIE R E /N EELN 10em. B3 d FGHT
SHR(WT). M5 (L1-L9) FHEK R 4R 30 RIGERAE (3 & 3
A 4 RRED)— XD o EFRRKE RIFH 84K FW, JFi THFR= T
VrEi3dfE, BEELE T, EERBRFRMA TR 7, BE RN KR = IR
B, HRZAHEE 84K M EXT I, MR 77 NFE Fo L1~L9 J& T4 [F%%
FMERR, X BET PrCHLP3 3£ A R IE KA —FE.

4 FEBLDAR R R

K 4 1 a B FPAREE RN 2R L R 4L b TR AR i o i Born = A
K PCROIEN MG FERIMR RIATIONE . R4S € ST B e B/ IMERR IS, DJBGH 73 i
Fry A CTAB J7ik R BUE [H 2] DNAGRER ), FH 56 DRURR 57 51 470460000 B 1k A AR
43 AAE CaM V35S FIRTM _E i v —% 4 7 51 4 35S-F(JF %140 SEQ ID NO .6 Fi7)
M RTM-R(FF311 SEQ ID NO .7 Ii7R),  LAAREAGTE AR 9 BA 10 R (B AR
BR), XL DR F AR REATHIZ PCR A2, PCR &5 9(25uL): 1.1xT3 Super
PCR Mix 21uL, 35S-F #1 RTM-R 5144 1uL, DNA #ifz 2uL; PCR #2554 98°C
A ME 2min, 35cycles(98 ‘C10s, 60°C 10s, 72°C 30sec), 72°C%EfH 2min,
4°CLRAT. PCR =4 FHER VA G ] 4 b FTR,  BHMEHIR Bk &R 9 A

(FH L1-L9 Ror) , ¥ry g 2) 500bp K/NI26T, 1B AE R AR I 718

K GUS Jea ik e R R R RIATIONE . SHRAEREAEYIT GUS Jefik
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4K M B, WS, MR H I /N U2 GUS RIAfL . GUS
Pt gz st Rl 4 o o BWATR, BHMEIIHIRIER R 94 (L1-L9) ¥R E,
17 B AE R AR N A . EEL PCR AT GUS XUEE AU A FH A & 1 32 L RNA
HH IR 3% cDNA, SR )5 K% 68 & RT-PCR iH 5. &4k R PrCHLP3 AN %
ETEIL . LL Actin AW Z T —%F 514 PtrActin-F(J7 %1411 SEQ ID NO .10 Fi/R)
A1 PerActin-R(FFA W1 SEQ ID NO .11 Fr7R), Fit—Xf PtrCHLP3-ORF [X )%

S 5|%) CHLP3-F(F¥ %140 SEQ ID NO .8 ffizr)f CHLP3-R(F¥%40 SEQ ID NO .9
JiiR)e M85 € &k 7 £ ( TransScript® Top Green qPCR SuperMix & 7.4 1
&R, %M 94°C 30s, 40cycles(94°C 5sec, 60°C 15s, 72°C 10s). A
FERE S 3K, RIEEIE TR 2SR E) CT 1, TR H R RI R LA
M) PrCHLP3 M AL AEE Rl 4 b d BIFs, S58AT(WT)H
b, 0 ZRik % PrCHLP3 JEK bk RFA B AL, JCHAERRZR L3 A L4
PtrCHLP3 ()3 1A5 5 2 8 Z %] . IESL NI EK PrCHLP3 T4 %% N 84K #5: K]
20 v A5 B4 A (R 4

5 FE Rk /RPN E LK ST

X B FE R PR R R B e BRE AT S 3 0t (L 5) - HEFAETAREE, chlp3
A chlpd Bt il BAR S (B S 1 a Bl). FIR, MHgRESESITERM, #
BERIRE AR i 2R ay RERE b ML SR & 2 B B K T B AR AR (] 5
H11 b ).

o B B DR PR I R R B AR KRR SR s, AR T (W)L, $I SR
B R, EKE. AR (BEE) | 5 7-8 TR (E6) .

N T A PrCHLP3 B A K R B BISEM,  JRATTHE IEH %A
TUEE T WT ML R 35d. KA R, S8R, ik
DRI A7 48 ER) b 509 v FE R A 35 52 380 2 ) (BT 6 v a ). B AR IR TR] PR
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K, WT (ke A 2R R K 2R 1 1 2 v T BRI R AR (8 6 b b A d &)
A, HEFER IR ZERI S B TR A R, IR BIAR R A T
30-75%- 42-84%F1 46-82%(K 6 H ¢ Kl). SEFAERIMLL, HFERIEK K 2150
BHENE 6 F e E).

N T T i PrCHLP3 X A7 2550 5 B2 A 520, FRAT 1R FH R R i A

[ 2K = y-hel XF WT F chlp FEAREE 8 15 18] iy W ik 47 1 G u(&l 6 Hh £k ).
[A] SR =y -HCl Bt M SERBE PRI ER (L0580 o 7R3 AR BURN L B DA 4
r, FRATILER BRI B AEATTHS s BBz LR 4 A BE S0 240 e b (R TR I 22 R (]
6 W g 1 FH k D)o R R I () B RN A T A B B RN TR AR AL,
b, SEPAERIALG, ZEHr R RIR T A L) B3 PR (B 6 P LD, AR, B
BRI 2RI AR Y 2 2 R OB R LA B R . BT R —8, ke
AT 20 M2 1 8 B A BT S, DR RE R PR A S0 40 2 B 2/ T WT (] 6
tom K). XEesE LR, H0H] PrCHLP3 34 AT LUIIHI A A BT 5 9 5K .
2 bRk, PuCHLP3 fEiREHM A K Pl & HEREM .
AR BT R S IR T AR 1 FTR

x 159

FPElZRR B 73

Primers are used to construct

vectors

SEQ ID CCAGCAAGTCTAGTCC
PtrCHLP3-FI F
NO .2 GA
SEQ ID CTTCCCATCATACTCA
R
NO 3 PtrCHLP3-RI GT
SEQ ID PtrCHLP3-F2 CTTCCCATCATACTCA
F

NO 4 GT
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SEQ ID PtrCHLP3-R2 CCAGCAAGTCTAGTCC
R
NO .5 GA

Primers were used for PCR

SEQ ID GACGCACAATCCCACT
358-F F
NO .6 ATCC
SEQ ID TCTATCTGCTGGGTCC
R
NO .7 RTM-R AAATC

Primers were used for RT-PCR

detection

SEQ ID AAACCGCAACCTCCGA
CHLP3-F F

NO .8 GTAG

SEQ ID ACTCACCCACCATGCA
CHLP3-R R

NO .9 CAAA

SEQ ID CCCATTGAGCACGGTA
PtrActin-F F

NO .10 TTGT

SEQ ID TACGACCACTGGCATA
PtrActin-R R

NO .11 CAGG

L LRTIR, ARRWIRHEREREOR, FaE PwrCHLP3 HEHHIE 7 B i)
BARBEG I EE RN AL b, )28 5E 0] 25038 M A AE A 2R Iy BE SRR ALE
PtrCHLP3 B: R Rk R kISR ARG, bR s, 2530 al, M i
AT, N B TRV G & s i ARt 187k

DA b ik SR AN 3R IA T AR WY i JUAR 92t 7 20, Al iR By BRI
0, B IEANGE DR T B s AR B LR O R . R A A, TR

QU BB RN KU, FEA I S AR W BRI RTHE T, 37T DU A8
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