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WE: AR R 30d I (Arabidopsis thaliana) Col-LUC ) 3 A#t#4t, 42€ 6947 T 8047 F AR T B (EMS)E X, EM2K 4
o i ik — R 52 RIEAR A IE L R TR, 4% Arill (reduced LUC luminescence 1), 35 T B 2 5L 649 7 A A A B 4o & B sk
WL AARLLZ S, ZREAREERE T 7 @AINEARHAL. AREE. T HEDMETHRGERA ., S4F iR A
FEREBTmpA L AR R RE, @it {4 LS ARIBARLLIE & T A% F25 F €4KT3K9 L 4. BE49PCR (chop-PCR)
2 E R TAAT 35S B H F A H4ADNA g 3 AMa S AT FRA 69 %, A4 FEPCR (RT-PCR)% R £ 7
FIlT Y —ERNA/NF 49DNA F AL (RADM)i& 12 69 W R ¥e R R 6 2 X S0 R T, & EPTiA, KB4 R R P ARLLIL

SARTHAL T I DNAE ¥ L 1bitA2
FKHEIR: ML il B4 5%, DNAE F 34k

(F e 55 AL A T, R I8 A% A5 1 U 42 25k A
RiE, (ENMERE - Wit # B Ui
FE R 08 55 7 1 35 R 455 B E 1 AE H (Amedeo %
2000). fEm YT, BFRVIEBREIRE AT LUy
8 53 K P FE KT BR (transcriptional gene silencing,
TGS) A% 5% Ji5 7K P FE K T BR (posttranscriptional
gene silencing, PTGS) (Gong%52002). #iff 57 & 3,
S BRI VTR AIDNA H A+ % VIR R,
— LGy R BT DR B Y i R DR AT RE 5] R % R
J& 8 K HEDNA F AL I 3 SOk 3 DR e s DBk
(Mette552000). DNA FHL AT H 72 4 i g FH
1k, ] L4 ACGH 34k (CG methylation, "CG).
CHG /! #:4k(CHG methylation, "CHG)AICHH H! J&
. (CHH methylation, "CHH) =F &%, #LFd 5%
(Arabidopsis thaliana) ™" CG e H FF 3L 74 F% i At-
METI14E4F, "CHG FJ 1 B 72 liF AtCM T3 4E £,
"CHHIGVEM B 4ERE, W25 IR AEDNA K il id
2 BFE A (Chand52005) . AMTTFEXT M ERNA
BB FO R B ORI T RNAA 3 FIDNA F 2L
(RNA-directed DNA methylation, RADM) i £ (Was-
senegger®:1994),

R RA IE I DNA B AR S, AR it A7
7E—/"DNA Z F ki@ 42 A Bl 22 i DNA 1 &
k., DNAZ: AL AT U 73 i 30 25 H 24k (passive
demethylation) 1 3= 51 2 H 34k (active demethylation)
M2 (Law Al Jacobsen 2010). #%5h 2 H FeAk 2 f5
DNA R B 5 5% g 7% PR 52 5 50 % JE IE 8 R I8 3 5L
DNA FUE ALK B g A%, & 3 E R A /EDNA
Sl Hl(Kapoord52005); 123/ % &4k 2 IDNA

25 F AT 1R 0 5- R S P e e T — R A A4k
SN 22 BRAZAE 1 1 R Ak, B A (L DN A
WA B AR F AR S 10 T (A gius®2006) . FI
RD29A-LUC (luciferase)fi 7 3& K R 4t 1 S i ik 2
5 DNA L F AL KRB ros 1, 7RI
ROSI%5—ADNAWFEILALEY, HA 2 H LRI
E(Gong%52002). ROSI{F NDNA 5% H 34k
AR EEEARE T, e rE R m kA L
FIDNARE, H ] FH FWE 3 A i 7 14 8 ok 5- H 6 g
WENE, PR A RR B O, FHE T DNAB EHL
K A PR RS A 1 i s e A% HF R T 7 B e AT B
SEIIDNA 25 H 34 i 2 (Kapoor&:2005) . i 4F 3K
NATTXTDNA FHEE AL 72 AR SRR 10 1 6 A TR,
SR XTDNA 23 H B AL A AT AN 3 1)
AHEFKs 2 % 35S: LUCHR 15 3 K 55 N\ Hl g I
rdr6-119878 K (Col -0 £ 715 5t)H, % HiCol-LUC
WAL TR RSt rdr6 AN 1P LUA ZPH LEPTGS
IEFEXTHR 35 FE R R IE R . Col-LUCSE A R
F T F L1 2 £, 16 (ethyl methane sulfonate, EMS)
AR, DL R 26 50 5 b A R i 1% ¢ e B AR 11
RAFK, T4 DN IE B T4 5 DNA 2 FE AL
HEXBHE T, tROS1. IDM1. IDM2%5(Qian%%
2012), iF BIIX AN % R 4007 LA T 5 DNA &
H LA SR R AR A . ROSTE NDNAZ: F 4L
AR A 3 R, B TR SOKCP R I KCE BN
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A Z YA, IFHAARBThEERERSE
— 2 TAE, RIHIRATE gk SR HIX A R Gt 17 18t
fEifik, 5 EHN 2 5DNA Z H b F2 1
EERK T o ATk B — B9 B
KA (reduced LUC luminescence 1), 5% Fl
FH AL 20 B i IR0 T8 T 241 B i PR B PR B e SR AR,
rILTH R 43 DR 4H [X I DN A A0 A% B B 2 7
f, I H—2ERADM N Y5 SE 5L DA ik B 30 35 T P
KL T 45 AR W] 7 AtRLLIA fUfR AT fE fFEDNA
IR R R T EERER

MRS 7EE

1 SL¥ettsy

% N2x35S: LUCHR 5 FE R 1) i A R Col-LUC
(rdr6- 1134575 52), 97 1% H AR SR 6 RARAAK I
idmI-4fros1-7 (idml1-4Fros1-7¥) R FH AR &0k
tH R A2 48), Col-LUCH BF 4= M Ler-03d i sy A [l
A F I = M B Ler-LUC, PA K Col-015 5t 1
RANRrdr6-11 (Fo2 x358:LUCH; FE A
2 EMSIFE SM2UER AR ATFIE

¥ Col-LUCH T #EATEMS S, SRIGM L1,
RIGIEMI B ZZ, 2 f#SCGRM2FR 1o R0 RERF L
Col-LUCHIros1-7VA Je M2 Fi - [ if i AEMS 55 77
b, 2 AR B S R Ot R (lucif-
erase)JiE P %¢ Yt & (luciferin), AL S min 5 7E
Tanon 52004 H 31k 5 &'t BUZ 73 22 48 Bl
30 s¥AHE G HIH Winview 2 AH ST A48 0 B A,
s i BW/Pseudocolorfq R R (458 e & fr o 158 —
el a1 1 X 3888 J5 ri i Scale Intensity K 17
B I 986X EEEE, 24 %) B Col-LUC % 65 1M
ros1-75¢ JCELIE I fige, LAk 92 BBk ik H 22 5t B
BB BAR, bR TR B 38— A
RN G RS DL R $2 U F DNA %
rdr6-1160 S RASE B . &0t BRI, |fl1&
LR T — BRI GBI RAGAR, FHdw 2 Al .
3 FMENIE S E L pE

Brlll 5 35 Ler-LUC., idml-4. rosl-7Fi
rdr6-11 V9P RASAR AT I8 5L, FHEIRIFHIF 1AM -1
5 ReA B — i P AEMSHE 752 2 E A TR
It Wk 5 Ler-LUCHR A3 B IF2AF0 1, #Fh
TMSE IR 5 gl i 22 t, PRk et

B TR 0. MRS 2 2451 51 W 7E 1% B B[R] g
R R B ZR B, 4y 98 A5 5 IR BT 7E R X ] o
4 RELRFRNE

V4 G2 111 AN Col-LUC [R] B 75 i 3 rp 4 32,
KA MM EE T, SEEREEARE
ZE IR
5 DNAREALSHT

W4 ros-74H R ZHDNA F EA0 I 2 45 5, $k

PCR (chop-PCR) 5|1 I TRl 1 3k He a7 s H
Ko R 75 b 4k = B R AL B (cetyl trime-
thylammonium bromide, CTAB)Z: 2 Htrill. Col-LUC
Flros1-73: R ZHDNA, 4351 F B 3240 SBUR T Haelll |
HpallUF Hhali3E{ T84k, HL2 pLFE 5 B T PCR.
6 RADMER{L SR R RPCR T

I3 9EL0.1 g Col-LUC. rosI-7FrllIFI4TH, 1F
TR 78 0 BB I K by K 8% 2447 1 mL TRIzol
I GRNARG B LE T, IWIER 15 s, EIFHES
min. JIA200 pLE {57870 2], 7 ES min, 4°C'F
12 000xg = g #0015 min. 8 FIERERT]—
BRI CRNARG 208 1, iS00 w52 74 % /5 5t
BIVR ], FEiRAUE 10 min, 4°CF12 000xgZ 0210
min, 7 FiE I AERRER — £ liE(diethy pyrocarbonate,
DEPC) /KL #il () 75% L BE L% A B PTIE, 4°CF
7 500xg L5 min, ¢ _EIFJEBEMCTEE, IIA30 pL
DEPC/KAfHERNA . cDNAZSE 5 & pidi % W4 45
A ) R s R) &l B R AT, BT R B SKPCR
(reverse transcription-PCR, RT-PCR)5|¥) 3% 1, #X
S RO DU AH 9% 25 PR A 1 o

SMELES

1 rllIRR RN

G5 14 1] PR AIG 2  f 1de TRAS A K111 1) Fob ¥
WEMEMSHE; 773 I, A K2 iR sh i ook, &5
RBW I 208 PARZOCIRES (BI1-A) . XFrll 1)
BRI AT 9 MR IGAIE T 1X — 45 R (K1-B).
rdr6-119875 4 55, %5 58 45 B 7R, 71115 Col-LUC
TEIX ML A RA, B EATPCRZ )1 A R
Wi Tag B VI AL(EN-C) o LLESE RE AR TT &
BRI A5 1 AR, B KT R B FR
JE FE T DAL 1
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Table 1 List of PCR primers

519 Fe 3l Mg
ACTIN-S 5-TTCCTCATGCCATCCTCCGTCTT-3' ACTIN RT-PCR
ACTIN-AS 5'-CAGCGATACCTGAGAACATAGT-3' ACTIN RT-PCR
RT-At1g21310-S 5'-CACTACGTGTACAAATCTCCAC-3' Atlg21310 RT-PCR
RT-At1g21310-AS 5'-GTGGAGAGTAGTGGTGTACTG-3' Atlg21310 RT-PCR
RT-At1g76930-S 5-CTACTCACCTCCTCCAGTTG-3' Atlg76930 RT-PCR
RT-At1g76930-AS 5'-CATATGTATCCGTTTCAATTCTC-3' Atlg76930 RT-PCR
RT-LUC-S 5-CATTGCCCAGCTATCTGTC-3' LUCRT-PCR
RT-LUC-AS 5'-AGAGGAAGGTCTTGCGAAG-3' LUCRT-PCR
RT-At2g41260-S 5-TGGACGGTGCAGATACTGTTGC-3' At2g41260 RT-PCR
RT-At2g41260-AS 5'-AACATCCCCACCTACAACCACC-3' At2g41260 RT-PCR
RT-At5g46900-S 5-ATGTCATCTTCTTCACTTTAGTC-3' At5g46900 RT-PCR
RT-At5g46900-AS 5'-ACCAGATGGAACCTTCTTACCA-3' At5g46900 RT-PCR

Chop-35S pro-S
Chop-35S pro-AS
Chop-At2g41260 pro-S
Chop-At2g41260 pro-AS
Chop-At5g46900 pro-S
Chop-At5g46900 pro-AS
Chop-At1g76930 pro-S
Chop-At1g76930 pro-AS
Chop-At1g21310 pro-S
Chop-At1g21310 pro-AS
Chop-At1g26400-S
Chop-At1g26400-AS
Gt-rdr6-11-S

5-TGGCTAGAGCAGCTTGC-3'
5'-AGAGGAAGGTCTTGCGAAG-3'
5-GATTCCCTTAGTAACGGCG-3'
5-CGGTACTTGTTCGCTATCGG-3'
5-CTCACTCAAGCTTCGGTTCC-3'
5-TGTTGGTGAAGGACCGTAC-3'
5'-ACAGTGCCACAGTTGAGCAG-3'
5'-CAGAAAAATACTCGGTGCCAAT-3’
5-ATGGCTAAGTTTGCTTCCATCATC-3'
5'-ACATGGGACGTAACAGATACAC-3'
5"-TGTCTCCTAAGCCACTACTCCCTCA-3'
5-ACTGCCTCGCTAGCGTCGGCAAAC-3'
5'-GGCAATTGGACGATGTCATTCATAT-3’

358)43)Fchop-PCR
358)43)Fchop-PCR
At2g41260J5 5] 1-chop-PCR
At2g41260J5 5] 1-chop-PCR
At5g46900) 3 F-chop-PCR
At5g46900)3 3 F-chop-PCR
At1g76930 53] 1-chop-PCR
At1g769305 5] 1-chop-PCR
Atl1g21310J53)T-chop-PCR
Atl1g21310J53)T-chop-PCR
At1g26400 chop-PCR
At1g26400 chop-PCR
rdr6-1137 5 358 K 2 53 Hr

Gt-rdr6-11-AS

5'-CACCTCACACGTTCCTCTTGCA-3'

rdr6-1107 5 LR Y 43 bt

2 FUTHOSEL M 56 FR B B RE 1L

Hril] 5Ler-LUCK R J5, IR F LEEARZOG T
151, 22 rILZRRVE RS, ril I SRS M ros]-7
Midm1-4238 J5, FUREMRFOE T, R ril 583
Kl 5 ros 1 Mlidm 1 A& 55 60 L K] 48rll 1 flrdr6-11
RAPRIAL G, FUERRS T 51, RIS ‘epiallele
B luciferasedt K 222538 ) (B2) . Kirill 5 Ler-
LUCH:AZ SR A P2 A T HE A EM S 370 |, 8%
2R IE BRSO, GRS . P25
bR R CAE RS B AR GRS B #20R3:1,
J7 36 55 57 90.001, /T 83 K SF=0.05 8
18, RArIE TN R R AR (R2). $hik
F2REAAR A (AR 58 S AL Bl ISR BUEE I ZHDNA, F]
Col-0F1Ler-0 [A] [ 22 25 51 ik AT 3L ] 52 Aoz, 408
AtRLLINT f €A T2 5 Qe i ABACTE FET3KO -1
4 FFRICLCL217-B4M1FICL217-B4M2 2 ] ([&13),
I FEAR FL PR 5 A 43 AR B CL217-BAM L ) H 41

HN3%, SAM ARt CL217-BAM2[H) & 40 %
[ R N3%, 15 AL Ak b or Fhrid B R
I T25%~45%2 (8], B T AtRLLIGT AL 25 4%
tBAABACT £ T3K9 | 15> FFridCL217-B4AM1 5
CL217-BAM22 [A] o FEIXAN 73 Fhric X [A] 4 Y 3
BI2EE R, EATH B ARIE R 5 K Tl i 2 g W,
K3, XX LR R AT YL M 5 KIN, AT2G-
411305 AT2G410709m15 1) £ 11 nT LS e 57 17 41 1
DNAZ: & FE4 A s R 7 g v, e s bRl 118
AT DAY 3 [R R A FE A B DN A B 364k i i 1 32 [A]
DUER, IRl I AN 55 (R ] e FIDNA 25 FE L AL 45
LRI JTERAH G AT2G41060% i ¥ 2 H v LAY
RNAZ &I 5 HEYIB 1 8L, 125 R AT §E A
SRR 05, AT2G41120. AT2G-41080L),
JAT2G410501F 3L R ) Th e AR K, AT2G41140,

AT2G41110. AT2G41100FAT2G41090%w 154 4 7J
LS55 1456 I S ST RSN & g 1 AT2G-
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Fig.1 The reduced LUC luminescence of 7/// mutants and genotyping of 7dr6-1/ mutations
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Fig.2 The LUC luminescence performance of F1 seedlings derived from rllIxrosi-7, rll1xidml1-4, ril1xrdr6-11 and rll]xLer-LUC
Col-LUCHILer-LUC# & 9 6 X B, TMiros 1- 751050 i
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2 rll1 5 Ler-LUCZLAEF2AR 5% 6 43 B3 LL )
Table 2 Segregation ratio of high LUC to low LUC luminescence
in F2 population derived from r///xLer-LUC

411605 AT2G411 504 W5 ) 5 15 45 22 &8 Y ik
B yG PE A FE RSB NG 1, XS N W RES S T Y
Ui 5 AR AR W R

KA BA A RIRREE moes K 3 /IR A B RE
Ler-LUC  #lll  F2 1546 1160 386 0.001 Kb T 746 30 (4 10 TR AR A 5 L Col-LUCHE (K
25 Ytk
. N | |
BACT & F12L6 T7D17 T11A7
T7F6 T7IM7 T3K9
L]
CL216-B2M1 CL216-B6M1 CL217-B4M1 CL217-B6M1
EAR CL216:BAML | oo o | CL217-Bam2

4.4% 4.1%

3.9%

3.5% 3% 3% 3.7%

B3 ARLLIGL £ 1 S e
Fig.3 Map based-cloning of AtRLLI locus

#3 7 FHRiCCL217-B4AM15CL217-BAM22 1] ()
SR AN T RE SN
Table 3 Genes between markers CL217-B4M1 and
CL217-B4M2 and their functional annotations

355 ThREERE
AT2G41160 55 22 SR N IR 1 G
AT2G41150 SRR A G
AT2G41140 5 B G L v RO A O
AT2G41130 L DNASE A 5 AN G S i A ok
AT2G41120 Tise AN
AT2G41110 A B AT P RN A R A AT A G
AT2G41100 5 B 3 R g 8 L R oA
AT2G41090 S B A A A AL R Ok
AT2G41080 Tise AN
AT2G41070 L DNASE & iR S s A ok
AT2G41060 S RNAZE A3 M A7 A8 8 2 i R A o6
AT2G41050 Tise AN

4-A), I H i F AR/, A 5 (K4-B), RIEAE
F(KE4-C), P18 sk b, REHARLLIFRAZ 5
THEAERMIEREKKE .
4 rllTHIDNA R EAK R 7

AR ZHDNA H AL 77 45 SR 3R B, rosl-7%
BRI 4H K = X 3 DNA FE 34k 7K ~F- B B T s, HeH35S)H

BT A KT B B HCol-LUCTH;, MM 3% 7 LUC
T K. NIRRT EECRETS T DNAH
FEAVTF i IR, AL ARLL I 15 9870 2 75 36 i
[K1 4 DNAHA X 355 FE S AL T 17, FRAT ISl 12 PRI 2 1)
AR BLHEAT T chop-PCRAGIN(Qian%%52014; He%%:
2009b), FHZEI MR 45 EIR, ril] Sros]-71F
354N E I FE R ATIG21310. ATIG76930.
AT2G41260V) ]2 AT5SG46900J3 5 X 3R [FIDNA Ff 3
KT8 2 2 T, [FIRF AT G264003E R 1 H Ak,
B 2 T, 1M Col-LUC 1) H JE 46 7K~ N AR A (]
5). XL K, Hrosl-72:40l, ARLLISL 5 RAZ
ST R ARy X IMDNAH AT =,
ARLLI SR AT RES 5 | DNAZ HIE ISR
5 rilIF LUCEE SRADM AR BE F HY Zoi 4680
TEros 19378, — ULk i 1~ FTRADM P Y5 #E
FL R 1) 2204 B I DN A H Ak T vy 1 H S R 2
(FIREAR o ARSI A1 P IR S BE PR (1) Rk 2 5 L%
K7, FATR FHRT-PCRALIN T 3585 8 T 3R 3 1
LUCH: R F1 5 444 RADMiE F& N Y L AT G-
21310, ATIG76930. AT2G41260VL % AT5G46900
RIEE. ERBEVWLUCKHNRIEE RIEE T
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Fig.4 The developmental defects of 7//1
A: rll15Col-LUCKE & 1 EL AR B: #1115 Col-LUCH: (1 HL L C: rll1 5 Col-LUCHH SR EL A

Col-LUC  rosl-7 rill

35SE 3 F, Haelll

Atlg21310/83)F, Hpall
Atlg76930)3 3F, Hpall
At2g41260J5 3)F, Hpall
At5g46900J8 3T, Hpall

At1g26400, Hpall

5 rill DNA H AL 7K F ¥ chop-PCRAG
Fig.5 Detection of DNA methylation levels of #//1 by
chop-PCR method

Col-LUCHIros1-7 9% B k1 )«

FE(P6), 1R TT BErILIGIEARE th T35S 31 2
REFRAR AT 51210, A35S)E 37 AR A0K S 1
THE(ES). Beabh, AHE 7 A B4 % € TRADME
e S 2 D 1) J 31 X R A TR (181S),
MHFRE R FE(E6). £8 ERNE, 5ROSI
AL, AtRLL R W] REAF H] AERADMf] — L5 A Y 4
FEDN, JE IR X SE IR S B 7 DN A 3R 4K
PR 7 X LE R PR ) 2R TA

3]
OB 045 BRI, 67555 0 DNA Y2

&g

LUC
At1g21310
At1g76930
At2g41260
At5g46900

ACTIN

RNA

K6 LUCKRADMNYFEEEE A /ECOl-LUC. rosl-7F1
LAEYIESEN o/l
Fig.6 Detection of expression levels of LUC and several
endogenous targets of RADM pathway in Col-LUC,
ros1-7 and ril1

AR — Pl LR Mk AL hrid, B BN
2 R8(ZhangF1Zhu 2012). RADMiT FE4E A HE )
PR P2 AE DNA H S AL I B B 42 L4 ) 32 Hh it
5o XA FEMRNAE S EFPol IV~ A HAERNA
(single-strand RNA, ssSRNA)J 45 (LawFl1Jacobsen
2010), RNAZK & EFRDR2 S BssRNA 4 i Sy WU
RNA (double-strand RNA, dsRNA) (Zhang%52007),
P45 dsRNAEAZ HE L R B DCL3 VI %1424 nt/h+
#ERNA (small interfering RNA, siRNA) (Gao%§
2010; Matzke$2007). RNAER & fifFPol VI[N 355
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HA)HA S ZERNA (HeZ5:2009a; WierzbickiZ:2008),
X e ) 1 S ZERN A M siR N AGH 3o Bl 56 4P 6 —
A EAGO4EAGO6 | (Li%2008), #EDMS3,
DRDI1. RDMI1. IDN2MIKTFI%4{EH FRKS S
TEE, FEHHHEDNA H B AL BEDRM27E H AR X 35
724 DNA H 34k (Wierzbicki®$2009) .,

DNA % B B T B e s TR, Bos 2%
H3iE . ROSIZE—/N G DNA 2 LAV B, 18
ok O A 5 2 G Wl MR R HE 2 W R T R
(Zhang%52007). AHF 7t F AL R A 40 e 7 1) 1
12 x358: LUCH: B PH [ Col-LUCHHE fi i 4 R, ik
LIy i 1) — PR 9O G PRAR I TRARAAR 1L, IR N T
DNAZE FIEAAHLHIEE L T HES K. DUKR
ik KA K] 5 Ler-LUCZR S F2 (RIC R T HEAR
TE R B v FEM R, B2 H br X380 e 7225 G
OARTIKO b [ b, Jyidk— A v e i fige e R AR & [
BT T AN, ZRBHRAERARENEE
BB, MR, REARR, AR/, RARLLI
LU T K B A EEAER . ERERR 2]
Yiros1-7987 5K TE 35S )5 2T F 3L [RI 41 DNA I [ 75
T 8 AL A5 IR AL K Y B BT, R Bl h
—LERADM$E EE [K] [ 2 08 & B 2 T B G 29 2 R (1)
JE B R IR T i), AR 1 8 5 SEFRAT T HE D
AtRLLIN S THRER AT BE S ROSIAHAL, RS 5
THLFF SFDNA L H AL 2 . JE R0, AT
H4 T SE R P2 AR N ACRLL AT 5533547 58 kG 4 1)
SE 7, I A 5 R 2 I 7 7 B 281 5 RAZFE A,
G AT E M B R ThRE DL S ROSTIA HLOR R o
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Mapping and functional analysis of a candidate gene involved in DNA demethylation

process in Arabidopsis thaliana

LUO Jun-Peng, WANG Min, LA Hong-Gui’
College of life science, Nanjing Agricultural University, Nanjing 210095, China

Abstract: In this study, a low luminescence mutant named 7//1 (reduced LUC luminescence 1) was obtained by
screening a M2 population derived from an ethyl methane sulfonate (EMS) mutagenized transgenic Arabidop-
sis thaliana Col-LUC line. The wild-type gene locus defined by the mutation was therefore designed as AtRLLI
locus. The rll1 mutant exhibited obvious developmental defects, such as dwarfism, shorter siliques and smaller
leaves when compared to Col-LUC. Genetic analysis revealed that the »/// was a single recessive mutation on
nuclear and the candidate gene locus was subsequently mapped on BAC clone T3K9 on chromosome 2 by
means of map-based cloning strategy. Methylation-sensitive restriction enzyme PCR (chop-PCR) analysis
demonstrates that the DNA methylation levels of 35S promoter and a few genomic loci were obviously in-
creased in the 7/// mutant. Reverse transcription-PCR (RT-PCR) results show that the expression level of sever-
al endogenous targets of RNA-directed DNA methylation (RADM) pathway were decreased to varying extents
in r//1. Taken together, these results suggest that the AtRLLI locus is presumably involved in DNA demethyla-
tion process in A4. thaliana.
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