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B E OB A-O- FRERE (CCoAOMT) £ABREAM A RTEF M — N XBEAR. XH
RT-PCR K RACE H¥EMGITH 5B T CCoAOMT KIEK—NEH, €44 BoCCoAOMTI (GenBank Vi fif
54 EF028662). BoCCoAOMTI (] cDNA 41 873 bp, & —1> 780 bp K IAGHE, Zii%— 1> 259 aa ) H,
ST EZN 29kD. FFHIS T 65 R Y, BoCCoA OMTI KIGRIDEKEE & CCoA OMT KEIRFTH BIRFF31 T
#, GRARHEYIKIEE CCoAOMT KRB EREM—BE, KF]90.0%. RAEVELH S HTRET, BoC-
CoAOMT1 5/KFEH CCoAOMT a4 KRBT,
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Abstract Caffeoyl-CoA O-methyltransferase (CCoAOMT) is a key enzyme in the biosynthesis of lignin. A gene
of CCoA OMT family was cloned by RT-PCR and RACE from Bambusa oldhamii and named as BoCCoAOMTI
(GenBank accession number: EF028662). BoCCoA OMT], with the cDNA length of 873 bp, contained an open
reading frame of 780 bp which encoded a polypeptide of 259 amino acids with predicted molecular mass of 29 kD.
The results of sequence analysis showed that the deduced polypeptide contained all the conserved sequences of
CCoA OMT family and it was highly homologous to CCoAOMT proteins from rice with 90.0% identity. Phyloge-
netic tree analysis also indiated that BoOCCoAOMT 1 was more related to the CCoOAOMT in rice.
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RIFZEZED B PR FAHEEN—FEEY
Ko THEND R, BEHSAMTER 15%~36%
(Baucher etal., 1998), ‘&4 F| FIHRATIHLARE
FERRTIA RO MG 1, (BAEELK Tk, h
B 25 A B 35 T SR H A — S, 2% Ao B GT R B 3 AR T R
KI5 g, R, AR T BSRBERA S 11
REESE, BEARESBRRMEDH AR
MR AT R BATES0, £4 07 20 KRFNEY
hREBEE T A 2N EARRE NG OCHE KB
cDNA, fi#§ CAD.C4H.CCR.COMT.CCoAOMT.
PAL.4CL % £ M2 %] (Heath et al., 1998; Zhang and

Chiang, 1997; Wei et al., 2001). H # CCoAOMT 44
PAREZAYERIEER R EEWFILERE,
TR RARAFE M ORI (Kuhnl et al., 1989;
Pakusch et al., 1989), Ja R UL S5 T G F S AL
EREW A (Ye et al., 1994; Guo et al., 2001). &L
IHEBRAHEE A A, & S- T FREAR LR
EAHEBIARTERRAOESRK 3 AME L, TERE
BLELAEE A CCoAOMT R F5H £FH A.B-C.
D.E.F.G 3 8 MRFFFIuH, Hdr A, B C ot
AP R EEETILA, T D.E,F,G Ml H i 2
CCoAOMT EHE K iRFF B M B 55| (BREHE,
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2004, BHFIEIR, 49(14): 1390-1394). CCoA OMT A
RThReS MEAREBY RN ERE X, CHELER
TEE LA ) X CCoAOMT EH ) , Klason K
RESBBYAFARBEN TR, H G/S HElRE
(Guo et al., 2001; Zhong et al., 1998; 2000; Meyermans
et al.,, 2000). .
H A7, CCoAOMT BB R X 5 % A X F -4

X HEY) R AN T RRE D . T NEST
XK, RRERFHILREENFMEANF, LEE
ERERATTFZ —, UG AR R R E S &
WHERMOF RN FNAERN TREFERARELAR
FAERBAFEENIERE . Bk, AT E KRN
FTP TR T CCoAOMT FERFHHAT T M

1#REFE
1.1 @R E 5%

2005 4E 11 A M#T YL 8 M B[] 4% 17 (Bambusa
oldhami) ¥ HEH , K2 60 cm, IFHEEEHE N 20 cm
RS, BHRAFIEERL: BA-73 KRY
T, EEFTEN G R OEEFT 25 CRFE, SR
REIEFRINE) % 16 /8 ho 2006 4F 3 [ EX4hi K0
%, ZREEFET -80CKATHEE, #ELEHK
RNA. K8 (Esherichia coli) DH5a AR SEE6 = 1
o

1.2 &

Trizol &7 B Invitrogen A &), WHFAF&
J1 8 Promega AF], FIYEMH LEETAEYTE
AR %S B BR AT 52, PCR KA B E Takara 2
&, RACE & &M § Clontech 2 &, FISGAT &
B LEHEEEAEMRBEERAT.

1.3 RNA H#EUH cDNA 9 5L

HEFT M FZE, A Trizol V£ R AUE
RNA (Gao et al., 2006). A5 PLE RNA AHEAR , 5%
X B H. cDNA.

1.4 PCR 3| #ihigit R R A A 75

BIBKEE (Oryza sativa, AAT68024.AAT68023
Fi AAT68022)H CCoAOMT ER KR <F 751, F| H
CODEHOP (COnsensus-DEgenerate Hybrid Oligonu-
cleotide Primers) & /F &1 /#3514, IEMSIY:
5-CGGCTAGTCCCTGCTGGCNACNGCNYT-3', &
3 |4: 5~CCCTCACCAGCTGCATCARNYKYTCR

TG-3', PCR RNifAZ H :cDNA (0.04 pg/pl) 1 pL, IE
5] 45(10 wmol/L) 1 wL, X 7 51 43(10 pmol/L) 1 pL,
dNTP (% 2.5 mmol/L)4 pL,2xBuffer 12.5 pL, Taq 8§
(5 U/pL) 0.25 uL, S 468K 25 pL. R 4&f4:94°C
1 min, 55°C 1 min,72°C 1 min, 3% 35 MEH, 72°CIE
{# 10 min. % PCR F=#)i%#% 3| pGEM-T Easy #1%
b, K B B E DR E PH R, BE DR S W .
WFHILEAEBERE R AT K.

4R 0 PP 5 R R F Bt RACE 514,
H 5 4 RACE 5/ %4 GSP1: 5-GGAGGGAG-
TAGCCGGTGTAGACGCC-3',3' ¥% RACE 5| ¥ &
GSP2: 5'-CACAAGATCGACTTCCGCGAGGGCCC
-3'. GSP1/2 5 UPM B X} ) PCR X &5 -
94°C 30 sec,72°C 3 min, 5 ME;94°C 30 sec, 70°C
30 sec,72°C 3 min, 5 MEZF; 94°C 30 sec,68°C 30 sec,
72°C 3 min,25 ME¥ . PCR 7= ¥ Bl W J5 % 8 3
pGEM-T Easy /& FJF. B3] 3 F1 5 351 RACE
B, BARHSIIREBN A BT, £EE
B, MREEEKEKFS.

L5 REBRFIIENERZHUENHBE

EL BoCCoAOMTI WIE EBRIFH A R WXt %, 18
it BLAST 2% M\ GenBank T #kik i 6 /4N4> Bk I8
T K (0. sativa, AY644636). £ K (Zea mays,
AJ242981) ¥ (Nicotiana tabacum, AF022775) %
(Populus tomentosa, AF240466). B % (Eucalyptus
globulus, AF168780). Z #%(Picea abies, AM262870)]
CCoAOMT ZH, X 6 NEHE BoCCoAOMTI 1]
HHEMFY)E T DNASTAR 31T % F 3| tbxt .

2ERSSH

2.1 BERETERFISH

DUREEF A B4YT cDNA AR, Bt
5l W AT RN, RGBT — NI 400 bp I B, 5
TR ER B —8, BIRES T Sk EE#
T, WIFES5 81t BLAST #2F7F GenBank
BATRIEE, HRRHHEE T CCoAOMT RFXFF
5, {82 3' Fl 5" AR AN 5E %, AT RACE B,

REX— R BKFHI& T 3' F 5 3% RACE 5|
), BEAT PCR R, 53 BB 3 A1 5 3610 1 MR B
#B7E 500bp ZEA (B 1) K 3' F1 5" 3 RACE F=H18ll 7
J& 518 /5 0y R B R R T KR SIS ATHHE,
BEI—/NEH TRMILX K cDNA F5, it 24 BoC-
CoA OMTI,GenBank H HIyEM-S 4 EF028662. & 2 &
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Cloning and Characterization of CCoA OMT Gene from Bambusa oldhamii

Fl 4 BoCCoAOMT! 5 H AR YK CCoAOMT & ERE F 5 LL Xt 43 4T
¥ AVBLC R HE Y T L 46 58 I o 3R FF 7F R 2 IR 55T 16, DE-F.G.H 4 CCoAOMT H 3 IR Z IF 5, B FHIRIKN: £
HK(Z. mays, AJ242981) /KFN(O. sativa, AY644636) 38 (P. tomentosa, AF240466). WiHZ(E. globulus, AF168780). MHEL(N. tabacum,

AF022775) "AZ(P. abies, AM262870)

Figure 4 Comparison of BoOCCoAOMT 1 with other CCoOAOMT in amino acid sequence
Note: A, B and C are popular conserved sequence elements in plant methyltransferase, The sequences in figure are: maize (Z. mays,

AJ242981), rice (0. sativa, AY644636), poplar (P. tomentosa, AF240466), tasmania bluegum (E. globulus, AF168780), tobacco (N.

tabacum, AF022775), europe spruce (P. abies, AM262870)

RGBT (B 5), BoCCoAOMTI 5
IKFEHIFFHIER — /D4y 3, IR 57K R b ] 2
REB & XA mr, o K, S KA
WRKEZFIRG KRN E, X GEES Y
YA

AY644636
_rb—[: EF028662
AJ242081
————— AF168780
F e AF022775

AF240466
AM262870

134 12 10 8 6 4 2 0
Nucleotide substitutions (x100)

Bl 5 BoCCoA OMTI Hif iR 115 HUE MUYl CCod OMT WK HE
FH B HT
T EFRIUKIR A EK(Z mays, AJ242981) K F(O. sativa,
AY644636). 17 4 (P. tomentosa, AF240466). 15 ¥ (£. globulus,
AF168780). M (N. tabacum, AF022775). =42 (P. dbies,
AM262870)
Figure 5 Phylogenetic tree of the inferred amino acid sequences
of BoCCoA OMT1 with other plants
Note: The sequences in figure are: maize (Z. mays, AJ242981).
rice (0. sativa, AY644636), poplar (P. tomentosa, AF240466), tas-
mania bluegum (E. globulus, AF168780), tobacco (N. tabacum,
AF022775), europe spruce (P. abies, AM262870)

3itit

MIE R Z5 4 K BoCCoA OMTI 110 4 5 BE % AN
ELE THY) PR BB %8 7 741 AB FI C 3
MRSFIFF T, WS CCoA OMT R F W Frts
HHEZEFY], B D.EF.G flH5 MEFFEF T
%, BB BoCCoAOMTI BFT CCoAOMT KIER T AT
HIAR S TEFFAE IO, T LI e 0 1t 2 [ f P 36 45
s RIZE BRI A B2 5, #EI BoCCoA OMT] J2
CCoA OMT BRI R BEI - AN B 01, 7] RETE A5 B AR
TR EEEN . HHAAIh R T 32 Aok
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