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HhiEEE MICYP734A6 BRI EES
FIESHT

LW, TKRA, B R, XIHEST, sKER, EERAR, ZEIELD
RSB IFERR 27 L] 650224)

Z

TE: [ BRI ] MER CYP73446 HE KA 4% 48 K& B W B IR R AL 78 . [ 53 1 b
SR SRR LR 1 MERR CYP73446 BIZERFEF A B, #id 31 5 RACE AR e A 5114 K Y
SERFH, 4K MICYP73446 (5555 MWO13148 ), Fl FHAEYI (5 B 248 R X MICYP73446 #E47 ¥ 51 Lt
XF . PR . RGBT . N SER S E B PCR 77 12k HUE A3 BT 12 RE DR FEAS [ b T 4 3 2 700 KA
[ 2 2R AL v Y ik a o ) e 205 R A 20 33 - 5 6 T A T 7 b Y 4 AN R 2 28 B TP S R IR I 5 i
[ &R ] WA 1 &5 cDNA 2K N 1584 bp i MLCYP734A46 JEHFF, HLiD 527 ANEIERR, M1
N 60 038.84 Da, S5HL SR 9.44. BT & LR ¥ S P8 Xt B RGE MY, SRR H/ANREF
FE AR IR U f s, R RIRIT. qRT-PCR ZMHr45 B R . MICYP734A6 F R A6 HbI0 4 R BT A
AP EARE, HRRERMRIOEM Fr, FBEER S0 2 NMHSTAR LTI RIRR . M 4 34 41
HAFE PERBER BN ENEE, H5 MICYP73446 WK BEA M, BATRBIM M v G2 T
RN ENERTE [ 18 ] M 4% i se ke T IS 3R N BRI R TG HE R MICYP73446, HED i T
ZEHFS 5 T IR AE T e R N ER AR, IR T IS R NER & i . ANBFE S SRl Ryt —4
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AR, R, B AEE T
MEANHAGE D, BET, AR BT
Y BRs T8 T 70 F, Hrf, A AR i
Iz HiE TSR SR M SE R AR (BL), 38 8
AATHRAE1E BRs®, BRs FEMHPI AN LK AT
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H T BRs ANREUEAT AL ZURI 48 B (B 1) K BE 2 iz
fy, FTLL BRs YA Y)G BURL A3 AR 4ERF BRs
TEREPIR NS B &S S b 2 0, B
A, JLT-5E% 0 BRs 2B & AR R O 48k
FF T SR U1 BRs AU R b AR SC SR R 0 R A
CYP7344s O & A Z P ) h 42 48 Je i 5172,
CYP734A4s A J& T 40 il (5. R P450 B K i, 7
BRs i i # i A 45 G E R, W LIHE{L BL F
BEESER (CS) ) C26 i AR, {f BRs
T, NI T REAE AR NG BRs K21, B4S1/
CYP734A41 25— P58 G ok X BRs RiG A
B 2 B AUAE R 2L, 7ESURIOF ( Arabidopsis
thaliana (L.) Heynh. ) H1id 3Rk AtCYP73441 W] %
BEYIR N BRs & i MR, FE PR B B R AL
R i N 1) = 2 97S 0] i b/ S PSP e
fio Al 4 B B 2k pE AR GE , M ( Solanum
lycopersicum Mill) 1 [ CYP73447. 5 4k
( Gossypium hirsutum L.) T By PAGI. tHE K
( Daucus carota L. ) W) DcBAS1 VIS IKFE ( Oryza
sativa L.) W) CYP7344s, #REEWTSEIESL T A
i BRs K iE AT RENS 22, NS PE BRs A X
BRHLE], 48204 T RGOk A R L
K, CYP734As (%) LR8I & J& H T BRs Bt
PG R, CYP734As HEIR i 52 3 HoAtb 52 i K]
T IE G, BIER, BASI FEH MR Z
s N F BZR1 FIAE K Z N [N+ ARF7 /4 )52 ] 1A
5, ZHHS BASI Ja s h AR motifs 2545,
ARF7 0l #lii] BASIT iR s fie #F BRs A= 91 & ik
Kl DWF4 ik, SR NEYE BRs &s™),

i 4 3% ( Musella lasiocarpa(Franchet) C. Y.
Wu ex H. W. Li. ) &P [E SV T0 A i R A 2
frrpfh MY, J& T EAERL (Musoideae ) i 4
YEJE ( Musella), HA 345 F5 1932 R ALY K
i EZESEMIRRIE , SCIE OB M M = . 5T dl
R B] T ILAH IR B R AR AR, R B T R
L BB IR S MR R [ AR S 2 A
FEEMPERIC T 5 AR A 3B a2, 238 T
IR A RERT 2 A JoME R 0 5E ;A B PE b A3,
5 BRs fRiHHH 1 CYP73446 KM 1932 35K 78
AP AT R E S TR R, RN, HiR 4
TEMIME EEVEIRTTRE S CYP73446 JEH 125 5353k
FE BRs T RAFAHG . Ak — PRI M 43

H CYP734A46 HERI A AR B S RIB R, B9
TEREAS R T MICYP73446 F:IHN K cDNA FE3) 4K,
FEXF IR (T A BEAE R I . 5 RARAE A R Stk
BT 707, TR QRT-PCR 204 T MICYP734A46
FEPRAEAS [F) b3 4 S AN [ 2 T i e 3k
B, ISR RS i T AT, DA
HERIE MICYP734A46 SERFEHI 435 E Kk & i i
TR AR AL RS, XA R T B
BB AR A RS 0ME

1 #EE 7 &*

1.1

FE I REFAE T i MR AR 22 A 5 e 9 U R A
WSS T 2 A A = B b s Rl st . DAME
A TERATZAL (RDOS ) FIEAFZEAL (YNOL)
IR, ZFH Yk A TR ARG IR
2019 4F 5 A, MEH 3 a iy 2 MR P& RfPLIE
£5 30 tR AP B kR E, WA (RDOS: 21.50 +
431 cm, YNOI: 54.74 + 6.06 cm ) Y78 3 FEAEM:
BEER (p<0.01); FREPLERE 3 R H A
MIRIAEIAREAR , o3 BIBUEERR I AL . FEP 5l (fR=E
W ZEAT ) o I IREFZF AR YR 5 ANERO AR
at, BTN R 3 g, RN SL ST RV A A
H, Bl ARAE T —80°C VKA A
1.2 FHi&
121 X RNA#IRE cDNA % —4 &% XKH
CTAB 1EP% $EHUHIIE 4 4 0 5 RNA; R 1.0%
B JIG ¥ i H, K Al NanoDrop2000 f3 i 43 Y6 e BE 4G
] RNA it ; #2208 Fermentas 2 6] 1 52 54 s 185
%5 VRevertAid First Strand cDNA Synthesis Kit 151}
P TRA  cDNA 55 —4E
122 MICYP73446 & B ¢4 % AREAHEFT LAl
101 Hb TR A E R SR AT R (MPRLRIE 5 A 58 A0
[ ), 7R N ERFC G i L oisE 8] 1 AR
J CYP73446 1) i 3% 22 5 5. v BL, >R JH Primer
Premier 5.0 #4112 20 50D 15 19 QA029F2
1 QA029R1 (£ 1), Ll RDO5 Y 5 A 41K 45
IR G HEI RNA J5 5% 56 U cDNA SR i
1T PCR ¥4, PCR ¥ H4{KZ 4. 2 x PCR Buffer for
KOD FX Neo 25.0 uL, dNTP Mix (10 mmol-L™") 1.0
uL, KOD FX Neo (1 U-uL™)1.0 uL, cDNA %f—%%
5.0 uL, ddH,0 15.0 uL, IEM5#4% 1.5 uL, PCR



%534 %, % M4 MICYP73446 3N R SEkE 53k 0HT 39
x1 s5|9F5
Table 1 Primer sequences used in this study
Glk/EZ S 51 P51 ke
Primer name Sequence (5'—3") Function
QA029F2 AGAACAAGAAGGATACAGGGA i
QA029R1 GCTAAGTACAATGACGTGAT Amplification
AJ17F ACGTTCCTGTTGTGGTTTGG Pt E #PCR
AJ17R ACCAATCCCTCACCTTCGAG qRT-PCR
TUBAF TCTCCTTCCTCCATTCCC WZH K qRT-PCR
TUBAR GCATCAACTATCAGCCACC qRT-PCR primer for reference gene

PIGRRT N . 98°C WiAEME 5 min; 98°C A8 10 s,
55C iRk 30 s, 72°C #E{H 2.5 min, 35 7 F;
72C #E{# 10 min,

PCR 4" 34 7= W) 28 1.0% Bn A 58 e v Tk A6 I 5
F, [BICH A, i TaKaRa 23 &) () T4 3% 4%
B G TR, 4°C ik, RAEZ AR
WATHAL, IRASBAYE SR e s i A T AR TR
A BRA R AT .
123 MICYP73446 A W& £ W1z &5 04 N
NCBI ¥ 3} H1 ¢ ORF finder 11 CDD Ifj g £ $& 7¢ [
ARATR 2 AT 51 1 T 0 ) 2 HE RN DR ST S5 R 35
A Expasy M ¥4 ( https://www.expasy.org/ ) H 1]
ProtParam A1 Protscale 7F & #4472 F 14 F A
FiAnEG K ; W DTU.dk W3 (https:/services.
healthtech.dtu.dk/ ) "' #¥ SignalP5.0, NetPhos3.1 Fl
TMHMM2.0 78 £& 3 (44 B0 2 (1 915 5 Ik . B 1R
A7 A5 B 254 5 il BUSCA ( http:/busca.
biocomp.unibo.it/ ) FISOPMA (https://npsa-prabi.ibcp.
fr/NPSA/npsa_sopma.html ) FEZERA-THiEE FH )41
JHLE 5 TR 1 I R 45 A5 AY 5 1 DNAMANS.0
AT A FERRIT S Xt s N MEGA6.0 #4-Y
£B427: (Neighbor-joining ) #47 RGE LT, LA
ARSI R T R B D RGO
1.2.4 MICYP73446 X W&y Hat s b2 T o MR
P LT 435 MICYP734A46 FER 2K P HBe T 1 X)
PTOCERFESIET Y ATLTE F1 ATLTR, 3734779
K BEh 146 bp, LIHLIN 4 3% TUBA NS 3L,
Wit N Z51% TUBAF #1 TUBAR, ¥4 K &
3190 bp (£ 1) 435 LA 4:3% RDOS F1 YNOI
e AE Rl L IR 2 R AR AR ER A 1Y
cDNA WA, X} MICYP734A46 $E47 5 7 ik 4y
Bro 1% %%~ BIO-RAD CFX Connect™ 7% Y & #

PCR £l & %4t , K H Power SYBR® Green PCR
Master Mix (Applied Biosystems® Cat: 4367 659) i
Flé, RRZR N 20 uL, KWFEF R 95.0°C i
A5PE 3 ming 95.0°C 10s, 55.0°C 20s, 72.0°C 20's,
75.0°C 5's, 40 MEH . BAFEME 3IRER,
K 27 IR A TR 43 b, R SPSS B rh
) ANONA #3847 Duncan £2 5 H 0L HEA T 5008
) S0 22 5 AT
125 WwEFABGRRE AN B4 E
RDOS5 F1 YNO1 45 3 #kiW & . fE/7ih . b, Wef
ZERARAR 5 AR SE R N BRRI AT R, A~
WA ZE A 3 g, 28 H AR SCERI AR A BR A F
SR H e R4 AR 835 -5 1% 56 U7 5 ( HPLC-MS/
MS) #47 BL &Elle, M ER 3 K. &
vk B AN BL % (ng-g') = Kl vk B
(ngmL™") x AR E (mL) /JliE AR (g),
KA ARFLRECH 020 mL, i R BN SEPRFR
BT o W SPSS R A4 r A XU AR DGR TR
Be, THE R RAMAEC R B r (RN B EE PAE, X
MICYP734A46 JoM=E % NG & s - T AR S E S #T o

2 SREHH

2.1 HIBEE MICYP734A6 EEMEER £ WS
BE0H

PIHBIR 423% RDOS (1) cDNA AR, N 4
YESIxt B B9 3L 2547 PCR P73, B bk 45 R 2
7N TELET 1.000~2 000 bp [H]A 1 255 T K/
MR, 2, WFE, Baizh Beihrk
/INR1639bp (K1), 454 3'F1 5 RACE i K,
PHE L MO 4 3 CYP73446 MERFYI 2K, M4
J§ MICYP73446 ( GenBank & 5 5 MWO013148 ) .
ZHEH KK 1936 bp, Hirp, SHEISXKEN


https://www.expasy.org/
https://services.healthtech.dtu.dk/
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https://npsa-prabi.ibcp.fr/NPSA/npsa_sopma.html
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MICYP73446

Marker

MICYP734A46 t5 1 MKEN 1 584 bp (588
FERE B EHE , Sk 527 NEIERR, TA7E 1 4
K P450 A F GG, TMHMM 7E£R 1 i &
e 7~29 RIETRIE I EAFA 1 M IRFEES X

2000 bp 3; SignalP5.0 7ELHUN TCA5 S KA, & TR
Hoee 1000 bp WMETE (T BUSCA 7R TN (1300 200 7 T
UM A R AT AE R R, i EH A
obp B 51.04% 1Y oM E . 12.14% 19 E K BE . 5.31%
500 bp 1 -4 & A1 31.50% R TSR Gl (& 3), Bk
P HTEE SR, MICYP734A6 & A T2
oo N CaagHy259N7510737829, HIRE 4T 1M 60 038.84
Da, Z5HL K 9.44, FRIEE LR HEIL DKL (Aspt

100 bp Glu) 24 54, Pk 2 BEPR Tk AL BAL (Arg+Lys) 2 67,
REMRECN 4432, BT ARESEN, HIRE

A 94.00; Protscale 7EZR i Args BN, BRI E

B 1 MICYP734A6 ] PCR #1874

Fig. 1 PCR amplification of MICYP734A6

131 bp, 3'AE4i i X K& Ky 221 bp, GFEKE N
118 bp AY polyA B (& 2), LR

K (GRAVY) A-0.111,
KPR (B 4A); BERR A0 S IS
FRALA B 40 b, o, 2250% 19 4t .
KR 4 4b <l§l4B)o

AGAGATATACAGCTTGGTTGAGACAAGAGGAAGGGAACGACAGCGGAGAAGAATGTCTTCTGTTTTGGTTTGCATTATGTATATATAGGT
GGTAGAGGAAGAAGAATAAGAACAAGAAGGATACAGGGACGATGGGGGATGCAGTGACATGGTTTCTGTCTCTGGTTTCCTCGGGGTTGT

30 M GDAVTWFLSLVSSGL
181 GCATGTTCATGGTGCTGAAGCTTTTGGATTATTTATGGTGGAGGCCAAAGAGACTGGAGCATCACTTCGCGAGTCAAGGCATAAGGGGAC
60 cMFMVLKLLDYLWWRPI KR RLEUHHTEFASAQGTITRG
271 CCCCTTACCGCTTTTTTGTAGGTTGTGTCAAAGAGATGGTTGGCTTGATGTTGGAGGTCTCTTCCACGCCGATGGTGCCTCAAACCTCTC
90 pPPYRFFVGCVKEMYGGLMLEVSSTPMVPQTS
361 ATGACATTCTCCCAAGAGTTCTCTCCTTCTACCACCACTGGAGGAAGATCTATGGTTCTACGTTCCTGTTGTGGTTTGGGCCGACGGCTC
120 HDpDILPRVLSFYHHNWRIKTIYGSTTFTLTLWFGPTA
451 GCATCACCATCGCCGACCCGGACCTGATCCGAGAAATATTCTTGACGCGGGCGGAGTTCTTCGATCGCTACGAATCCCACCCCCTGGTCC
150 R I TIADPDLTIRETITFLTRAETFFDIRYESHPTLV
541 GGCAGCTCGAAGGTGAGGTATTGGTGAACCTTAGAGGACAGAAATGGGCTCAGCACAGAAAGATCCTTTCTCCAACATTTCACATGGAGA
180 RQLEGEVLVNLRGQKWAQHRI KTITLS?PTTFHME
631 ATATCAAATTGCTGATACCGTTGATCGGGAAGACGGTACAGGGAATGGTGGAGAAATTGCCAGCCTCCGGCGAGGTAGAGATCGACGTCT
210 N T KULTLTIP I 6K TVvQGMYVYEKLPASGEVETITD

721 CCGAATGGTTCCAGGAGGTAACCGAGTATGCCATCACGAGGACGGCATTGGGTCGTAGTTACGATGATGGCAAGGACGTCTTCCAATTGC
240 SEWFQEVTEYATITTRTALGRSYDDGI KT DV F QL
811 AGACCAAGCAGATGGTCTTTGCAGCCGAGGCATTTCGCAAGGTTTTCATCCCTGGTTACAGATTCTTCCCCACGAAGAAGAACACGATGT
270 Q TXKQMVFAAEAFRKVFIPGYRTFTFPTIEKTI KNTM
901 CGTGGAGACTAGACAAGGAGATCAGGAGGGGTCTCATCGCGCTGATCCGGCGACGAAAAGAGAGCTCGGATGACGAGAAGCCTGGCGGCC
300 SWRLDIKETITRRGLTITALTIRTZRREKTETSSDDETZKTPGG G
991 GACACGAGAAGGATCTTTTACGGCTGATGATCAACGCAAGCGCGTCATCGCCGGGGGGGATCACCACAGGCGACATGGTGGAGGAGTGCA
330 RHEKDILTLTRILMINAS S P G I T TG D E C
1081 AGACGTTCTTCTTCGCCGGGAAGCAGACCACGTCGAACCTCCTGACGTGGGCGACGGTGCTGCTCGCCATGCACCCGGAGTGGCAGGAGC
360 K TFFFAGKQTTSNLLTWATVLLAMHEPEWAQE
1171 GCGCGCGAGCGGAGGTCCTTCAGGTGTGCGGCTCACGTGACATCCCCACCCGCGACCACCTGGCCGAGCTCAAGACGCTCGGTCTCATTC
390 RARAEVLQVCGSURDTIPTRDHLAETLTE KTTLGTLI
1261 TTAACGAGACGTTGCGGTTGTACCCGCCGGCAGTGGCGACCATACGGCGCGCGAAAGCTGACGTGGAGATCGGAGACTACCGGATTCCAC
420 LNETLRLYPPAVATTIRRAKADVETS®GDYTRTIP
1351 GCGGCACCGACTTGCTCATCCCAATCATCGCCGTCCACCACGATGAGAGACTGTGGGGCCCGGACGTCGACCGGTTCGATCCGGGCCGGT
450 RGGTDLLTITIPTITIAVHHDETRTLWSGPDVDRTFTDPGR
1441 TCGCGGAGGGGGTGAGCCGAGCGGCCCTGCGTCCGACCGCATTCATACCCTTCGGGCTTGGAGGTCGGACGTGCATCGGCCAGAACCTGG
480 FAEGVSRAALRPTAFTIPTFGLGGRTT CTIGAQNL
1531 CGCTGCTCGTGGCCAGGCTCACCCTCGCCATCATCCTCCAACGCTCCTCCTTCCGCCTCTCTCCGGCCTACGTTCACGCGCCGACCGTTC
510 AL LVARLTILAITITTLAQQRSSTFRLSPAYVHAPTV
1621 TGATGCTCTTGTATCCGCAGTACGGTGCACCCATCCTCTTCCGCACCCGCCCCCCATCACAGCCGTCCCCTCAATCTTGCCACAATATCT
540 LMLLYPQYGAPTITLTFRTRPPSQPSPQSCHNI
1711 CGTGATGGGGTCGTACTACTAAAGGTATTATCGCTTCATTGTACTTAGCTTAATGTGTGTCAAACAGGGATTTAGTGGATAATAGAAAAA
570 S *

1801 ACAAGGCTTTTCGACGCCAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAA
1891 AAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAA

B2 Hile%E MICYP734A6 BEEKIZEHBRFF 5| KRS H S BT 5
Fig. 2 ¢DNA sequence and amino acid sequence coded of MICYP734A6
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Fig. 3 Secondary structure prediction of MICYP734A6
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Fig. 4 Hydrophilicity/hydrophobicity analysis and phosphorylation sites analysis of MICYP734A6

22 SEBFIILLRRSGHLSHT

V4 HIR 423 MICYP734A46 4l B8 L0 551 5
HABAE Y AT LU, KB5S Z2 Rk ) A A AL i
2 75% LLE, H, S5/0FEPEVA (Musa acuminata
subsp. malaccensis ) FIFIRIME RS, 53 94.69%,
HKJEREL ( Ananas comosus (L.) Merr. ) FliH £
( Elaeis guineensis Jacq.) , 43 5l A 73.66% F1
73.33%, i Fl DNAMANS.O % 4% MICYP734A6
IR T A 5 HUEE H A i (0 TURP R a1 T B
BT, WoRSUFMEYIIFELE | -SSR A0 6
F P45S0 ARG (#5),

R T 43 BT CYP734A6 1 A [F) ML 0 [H] 11 5% 2% 5%
#, W JH MEGA6.0 # {4, R H Neighbor-joining
T BB T 4 3% MICYP734A6 5 HA 14 Fa
[ I T Rt , RREEREIR, Hm
4 3E MICYP734A6 5 /NS 07 4 7 B AN i A% 1 [R) 5
HABME K AR, 5% (Panicum halli Vasey. ).
HF (Setaria italica (L.) Beauv. ) %5 Fi—F A ) 15t
fEXFREGE (F6),

2.3 MICYP734A6 EERRIEEX D

iz FH S22 6 5E B PCR A MICYP734A46 K&
DR A [ 1 T 4 SRR [ 2 SR A7 FP AR AR X 26
s, 45 (B 7) R MICYP734A46 JEHTE 2 Fh

T b I 4 I T AT L2 A 0k HRRX Rk &
ZRE (p<0.05), BITFZEAIHLIE 4% RDOS 1Y
167 flth MICYP73446 B9 X Rk B m, N
15.722, HUOEMAR . B FIREEZE R, HARAYHER
St f, AN 0.907; mifFZEA YNOL Hr, #i4R
WA Rk e, M 2589, HIKOEHL AL fE
FEih . ZE, BRARAARN R, Ch 0.444, 2 Fif
A b I 43 2 [F) — ZH SUERAE 1 LU A BT 4 SR s
RDOS 7E45 18U A AR 2Rk 1 B % T YNOI,
RDOS5 A6 Fl . MRS . &1k . WRZFZF s R iy
FAXFER RS IPE YNOL 9 14.13, 5.08, 4.47., 1.28.,
2.04 1%,
24 HEZENEBESENERS MICYP734A6 EH
FKiEE/KFHEXED T

H T MICYP73446 315K V- 5038 % N BE
B AH DG PR B H T A AR R SIS R R Y
KR, EH K HPLC-MS/MS 43 JIiE T 2 2%
U 458 S DA SUERAI ) BL & &, Rl 5 2R
(E8) Wrn: MMM 5 AHZIHA B Re Al
i BL, {EANFRIHLH BL Fim2s 7 B3 . 76 YNOI
AR BL SR, 8 0.032ngg, HIK
JEMRAR . AT A MAER S, 22 0.014,
0.009, 0.006, 0.003 ng-g'; £ RDOS5 "', 41
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MICYP734A6 R v 72
XP_009409325.1 v 72
0OAY77576.1 L 90
XP_010925254.1 D M 76
XP_020196421.1 P 69

CVIX
qglrgppyrf gev emv lm

Consensus AL 2 Pas0 Lt CytochromeP450 domin___ " P T ¢ M

MICYP734A6 / ) 161
XP_009409325.1 161
OAY77576.1 179
XP_010925254.1 165
XP_020196421.1 159
Consensus sh Iprvl fyhhw

MICYP734A6 QsWIEN TKLBI[3T RNV [ DVSEWFQBV TENA IASYINDGKIVH / AFRKV] 246
XP_009409325.1 "HMENIBSH IPIB i BV { (VA V] 246
0AY77576.1 WIDNLKLBI|3YT I SIHS}Y] (A ( 268
XP_010925254.1 QSVIDNLELBMIEI b SAMS. . PS Q PATTRY SKEWVE ‘RKV 253
XP_020196421.1 WENLKMBLISET / VTE / IBDGKAV! V] 249
Consensus ’ g tv k e wfq vte aitrta g, sy dgk vf lqt §

MICYP734A6 SW ) . 310
XP_009409325.1 INLDKE ) ISSA. . .. D] G MINASHS . 310
0AY77576.1 d \HEI DKE /R[B IDSDSASAG| GY MINA S KGK DRSAAAINY 346
XP_010925254.1 : ISSE. . .. 5 S 338
XP 020196421.1 318
Consensus

MICYP734A6 {CKTHYFAGKQTTSNLLTWRT V] WQER? / P DK TIBG ETLRLYPPAVAT ( 400
XP_009409325.1 ( ] E (! ( ETLRL\'PP* { 400
0AY77576.1 AFAGKQT T | : S / \ ( 436
XP_010925254.1 428
XP_020196421.1 408
Consensus

MICYP734A6 490
XP_009409325.1 490
0OAY77576.1 526
XP_010925254.1 518
XP_020196421.1 G / GLGH GONL, / ISIRK] 498
Consensus gy ipr t lipi hhd rlwg d fprfag aa tafipfglg r ¢ gagnla a 1t aiilq rl py
MICYP734A6 527
XP_009409325.1 526
0AY77576.1 563
XP_010925254.1 558
XP_020196421.1 531

['VLML YGAP
Consensus \fhaptvlmll paygap f1
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Fig. 5 The alignment of amino acid sequences of CYP734A6 in M. lasiocarpa and other plants
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Fig. 6 Phylogenetic analysis of MICYP734A6 of M. lasiocarpa and itshomologous
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Cloning and Expression Analysis of MICYP734A6 in Musella lasiocarpa

AN Jing, WAN You-ming, MA Hong, LIU Xiong-fang, ZHANG Xiu-jiao, CAO Yu-rong, LI Zheng-hong

(Research Institute of Resource Insects, Chinese Academy of Forestry, Kunming 650224, Yunnan, China)

Abstract: [Objective] To provide data in molecular-level for revealing the regulatory role of MICYP734A46 in the
growth and development of Musella lasiocarpa. [Method] The 3’ and 5’ RACE technology was used to clone the
full length cDNA of MICYP734A6 gene. The software of bioinformatics was used to analyze the nucleotides and pro-
tein sequence. Real-time PCR method was used to analyze the gene expression level in different types and tissues of
Musella lasiocarpa. HPLC-MS/MS was used to detect the brassinolide content in different tissues. [Result] The full
length cDNA of MICYP734A46 is 1 584 bp, encoding 527 amino acids. The relative molecular mass of coding protein
is 60 038.84 Da and the isoelectric point is 6.61. Sequence comparison and phylogenetic tree analysis showed that the
amino acid sequence of MICYP734A6 had the closest evolutionary relationship with the CYP734A46 protein of Musa
acuminata subsp. malaccensis. Real-time PCR analysis showed that MICYP734A46 could be detected in all tissues.
The two tissues with the highest expression level were rachis and root tip, and the lowest expression level was in leaf.
No significant correlation was found between the brassinolide content and the expression pattern of MICYP734A6,
and excessive brassinosteroids in RD05 was a possible cause of dwarfed phenotype. [Conelusion] The study indic-
ated that MICYP734A46 may participate in the metabolism of brassinosteroids, and balance the bioactive brassinoster-
oids content in Musella lasiocarpa. These results provide further theoretical support for the role of CYP734As in plant
growth and development in the future.

Keywords: Musella lasiocarpa; CYP734A6; brassinosteroid; cloning; expression analysis
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