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Abstract: Osmanthus fragrans is an important traditional fragrant flower in China. Floral color and scent as the important
ornamental characters are influenced by flowering process. Reports on the components of floral color and scent and

related synthetic genes have been reported. However, studies on the synthesis and molecular basis of floral color and
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scent during flowering process are rarely reported. The study established a cDNA-AFLP system suitable for multiple sam-

ples and analyzed genes differential expression at different flowering stages. Finally, 283 TDFs with specific expression in

petals and differential expression during flowering were successfully cloned and sequenced. Public databases blast showed

that 120 TDFs had no homologous sequences, 12 TDFs had homologous sequences but their functions were unknown,

and 150 TDFs had known biological functions, including the secondary metabolism, primary metabolism and

development process, ect. qRT-PCR results of 6 TDFs with known functions comparing with cDNA-AFLP displayed that

4 TDFs with higher transcriptional level had consistent expression level. These results would be helpful to understand the

gene expression of petals during flowering processes, and provide useful information for exploiting the mechanism of the

floral color and scent formation of O. fragrans from molecular level.
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H:AE ( Osmanthus fragrans) &3 E + K1E 54
W2z — NE N B F ALY 8 12 i H T b Ak
SRAb B I TR I B R AR 2 R AR TR ()
FORAAIX) £, 2008 # HE R, 2012) | ARGE T
FEACAEA B A B IR G 2 R S T I
H4E (Xin et al., 2013 ;Cai et al., 2014) , £ {4185
FE R G R RIS W (5%,
2010;F},2014 ; Han et al., 2014) ., S54EF L
B R OC 19 35 [N A 38 W 32 4, W0 CCDs | TPSs
% (Huang et al., 2009 ; Baldermann et al., 2010;
HEFREE,2016) , FEIRIEAE & FIAE (O ) A A &
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W) 1K) A S %A [F] ( Dudareva et al., 2013
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Wi R W& ( Zeng et al., 2015; B FEFZE 2016 ; 4B /b
4,2017) . HiAG, A X RPEACSEHENS
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1 TR AE H Rl G 3 R4 038, T 26 3 A 0
SR TE S 2, A L BRI T F A6 1 R v A
O IE W5 F SR AT 58 19 iF — 2D ¥R A, cDNA-
AFLP £ RJ& H Bachem et al. (1996) ¥4 18 H Bk
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et al. (2015) F| ] cDNA-AFLP 43 %] Fb 48 1 < 4R A
PEREHIA B AE ) 0] e AE A © B AR R PR R AR
PR IR 22 5, 70 AR A4S 50 F1 102 4> 22 S Kk
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B, FH cDNA-AFLP X it A 44 200 g R 16 & A= it
PR R BE R 22 S Rk 04T T 204, 0B T 5 IR R
RH A KNI A0 B e A R 22 e 4R X R W
cDNA-AFLP BERF 2R R I 64T LL o

AW B mRNA 3125 R il 4 4 U0 i 0 2k
PEMEY S 51 W 4 & 1k, dESr T EEAE T 24
AH) cDNA-AFLP {4 2 ; 3 M AT iz Ak & 7 22 0 B
‘Mg iR LA R 6 AN [F] T AR I TR] AR 1Y e
SR, R AR A AL v R S 3R Gk HoA B 22 e ok
5 1) % AT A B B ((transcript-derived fragments
TDFs) . M2 4 T A6 72 b 52 ) A 48 875 T8 1
AIFHSCHE IR, Ol i — 20 48 7 BE AR (7 B LAY 70 1
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1 #R57 %
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ABIFTE FIT PR A Sy A8 v Al R 2 A el
I P 't R 34 50 L TG T 0 R A A e A o Ao
‘Wit 4 (Osmanthus fragrans * Liuye jingui’ ) ,
HAW L BN Z2 Zou et al. (2014) R 43, 46
B 5 B I S8 10 ) EL A IRORE IR ] 4 8T 1 P 7s : (1)
PRI, AE R AR I, AL 52 K A A AEAIR (time =
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0 d); (2)WIAEW, AEZ B TP, ALK (time=2 AR KW T4, B8 2 d BURE — Kk, B w48 9
d) 5 (3) AW B2 e T, AR AR K, H (time=2 d) 209 F L4 1000 FF 4 5,00 BEfT
T OB (time=4 d F1 6 d); (4) BEAERW 4L PIRICHE AN, AR ORI 58— 8 1 7F 1000
M OB S, BB — E R (time=8 7247, XTHREA B FR 5 7 BB T 9 A %,
d), 2T 5 HREGAEME T 44F 10 H O REL, PR E-80 CIKFIRAF %,

1 2 3 4 5 C

T LAY (lime=0 d) ; 2. WIAEN (time=2 d) 5 3. BB (time=4 d) ; 4. BEAEW] (lime=6 d) ; 5. AR (time=8 d) ; CK. &},
Note: 1. Tight bud stage (time=0 d) ; 2. Initial flowering stage (time=2 d); 3. Full flowering stage (time=4 d);
4. Full flowering stage (time=6 d) ; 5. Late full flowering stage (time=8 d); CK. Young leaves.
Bl 1 FEAEAE IR Ko gl 1 B RS B R s ]

Fig. 1 Developmental state of flowers and young leaves and the sampling time of Osmanthus fragrans

& 1 cDNA-AFLP fy#LFn5| #1557 51
Table 1  Adaptor and primer sequences for cDNA-AFLP

T 3k K s 7 > ek K s W 75
Code Adaptor and primer sequences Code Adaptor and primer sequences
EcoR I-adl 5'CTCGTAGACTGCGTACC3’ Mse 1-ad1l 5'"GACGATGAGTCCTGAG3’
EcoR I-ad2 5'PAATTGGTACGCAGTCTAC3' Mse 1-ad2 5'"PTACTCAGGACTCAT3’
Ase I-adl 5'CTCGTAGACTGCGTACC3’ Taq l-adl 5'"GACGATGAGTCCTGAG3'
Ase 1-ad2 5'"PTAGGTACGCAGTCTAC3’ Taq 1-ad2 5'PCGCTCAGGACTCAT3’
EcoR00 5'GACTGCGATCCAATTC3' Mse00 5'"GATGAGTCCTGAGTAA3’

Ase00 5'"GTAGACTGCGATCCTAAT3’ Taq00 5'"GATGAGTCCTGAGCGA3’
El11 5'GACTGCGATCCAATTCAC3’ MI11 5'GATGAGTCCTGAGTAAAC3’
E12 5'GACTGCGATCCAATTCAG3’ M12 5'GATGAGTCCTGAGTAAAG3’
E13 5'GACTGCGATCCAATTCAT3’ M13 5'GATGAGTCCTGAGTAAAT3'
E14 5'GACTGCGATCCAATTCAA3’ M14 5'GATGAGTCCTGAGTAAAA3’
E21 5'"GACTGCGATCCAATTCCC3' M21 5'"GATGAGTCCTGAGTAACC3’
E22 5'GACTGCGATCCAATTCCG3' M22 5'"GATGAGTCCTGAGTAACG3'
E23 5'GACTGCGATCCAATTCCT3’ M23 5'"GATGAGTCCTGAGTAACT3'
E24 5'GACTGCGATCCAATTCCA3' M24 5'"GATGAGTCCTGAGTAACA3’
E31 5'GACTGCGATCCAATTCGC3' M31 5'GATGAGTCCTGAGTAAGC3’
E32 5'GACTGCGATCCAATTCGG3’ M32 5'GATGAGTCCTGAGTAAGG3’
E33 5'GACTGCGATCCAATTCGT3' M33 5'GATGAGTCCTGAGTAAGT3'
E34 5'"GACTGCGATCCAATTCGA3’ M34 5'"GATGAGTCCTGAGTAAGA3’
E41 5'GACTGCGATCCAATTCTC3" M41 5'GATGAGTCCTGAGTAATC3’
E42 5'GACTGCGATCCAATTCTG3' M42 5'GATGAGTCCTGAGTAATG3'
E43 5'GACTGCGATCCAATTCTT3’ M43 5'GATGAGTCCTGAGTAATT3’

E44 5'"GACTGCGATCCAATTCTA3' M44 5'"GATGAGTCCTGAGTAATA3’
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1.2 77i&

1.2.1 RNA #2 5% cDNA & & HUE &AL 5t
FRE i R R AT WE S, 2 %5 Trizol 15 & J5 ¥
( CoWin Biotech Co., Ltd, Beijing. China) $&HUFE i
& RNA, RNA 5458 H& P4 FR EE 2350 F T 1.09% 358
Jg A BEE 52 H, 1K AT NanoDrop 2000 ( Thermo 23 #] ) £
TG BT TR, SR Oligotex™ -dT30<
Super>mRNA 4 ff i #| & ( Takara 2\ ®) ¥ 17
mRNA 738 . ZJ5, 2% RevertAid™ Premium First
Strand ¢DNA Synthesis Kit( Fermentas 23 ) ) 15 B 45
B AUEE cDNA

1.2.2 W4k cDNA #985yy A% 9200 6 FH 5 2 FR )
WY G, 53 51 R FastDigest® EcoR 1 F1 FastDi-
gest® Mse 1 éﬂﬁ\FastDigestC@ Tag 1 F FastDigest®
Ase VLA LATHETEAF I A . EcoR I/ Mse 1 414
B 5 % #2237 °C 30 min, 65 °C 5 min, 80 C 5
min K ;Ase 1/ Taq 1 G 1 N FEIF R 37 C 30
min, 65 °C 30 min, SR 5 A DAl I5

1.2.3 ¢DNA-AFLP % #  AFLP 43 # 4 | & %
Bachem et al. (1996) . Fl|fH T4 DNA % [ ( Fer-
mentas 23 1) ) X B U1 J5 (4 cDNA 43 5 47 4% 2k 3%
B2, SR )5 43 5 K EcoRO0/Mse00 F1 Ase00/T00 5]
Yk T PCR Wiy 3 HU S pL YWy 3= H 1%
R P VKA, X5 A Y B 7 R A T
S50xMi e, Z S5 A 16 25 EcoR 1 5IWIH1 16 % Mse
L 5IWIEH L 256 X512 & AT ISR 3 . 5l
Yo 1, SEREPEY$4 SN B AR 20 wL, 1%
1 WL, EcoR T Fl Mse 1 £ E 5 519 (10
pmol + L") £ 1 uL, 10 wL 2 x DreamTaq PCR
Master Mix ( Fermentas 2\ ) ) 3 3738 52 b 2514 .95 C
3 min;95 °C ZEHE 30 5,65 C (BEAIEFR LI 0.7
C)BK 305,72 C FEM 1 min, 12 DEFF;95 C
51 30 5,56 °C Bk 30 5,72 CHEAH 1 min,25 4
3R ;72 C RIEMH S min, P HEF=HL 6% 25 1ER
A K T g 5 P Dk 0 S A 300 25 S 3R s 1 Bt

1.2.4 %5} TDFs Wik Ao 550 540 FEE A
TR AR i H B Bl R ok A T i
PCR & SRkt b & IR 2 8, Se HIBZE K
BV, Z 5 R WA HE 22 4% I 7K 43 W BT 1
PR S8 I 14 B A4 R RN AR A E AT R

B9 387 Wy I e 2 AL 3% 2 2 pEASY-T1 3¢ F 2k
(e A n) , PRIE B e Bk A m e, H
ol A5 B 1 5 7E NCBI 095 % ( htips : //blast.
nchi.nlm.nih. gov/Blast. cgi ) 1Y BLAST T. H i 47
[RIVEPE e X, Al H Blast2Go 445 45 Amigo [ i
( http://amigol. geneontology. org/cgi-bin/amigo/
blast.cgi) #E17 R K A K ( Gene Ontology, GO) TJHE
TEREFI M2

1.2.5 RACE 77 i Sl 2 4 1 B 335 RAGC A
R 5 BTt 5| W v e 22 S B 37 3, 51 W) WL 3R
2, 3'RACE-cDNA B & 2% Smart RACE ( Clon-
tech) FRAE VLA, #5975 7= 1y [l e 2l Ab F i 3% =

pEASY-T1 safEik (XA H) 485 Pk B
i oS/NEI RS o

xR 2 ERRZEEFEA 3 RACE F1 Real-time gPCR 3|4
Table 2 Primers for 3’ RACE and real-time qPCR
of the differential expressed gene fragments

51

Primer codes

Elk7 12!

Primer sequences

For 3’'RACE

M13E32-24-3-1
M13E32-24-3-2

M21E14-1-3-1
M21E14-1-3-2

M13E23-11-3-1
M13E23-11-3-2

M22E31-11-3-1
M22E31-11-3-2

M41E14-13-3-1
M41E14-13-3-2

M34E22-31-3-1
M34E22-31-3-2

For real-time PCR

M13E32-24-f0
M13E32-24-10

M21E14-1-10
M21E14-1-10
M13E23-11-f0
M13E23-11-10

M22E31-11-f0
M22E31-11-10

M41E14-13-f0
M41E14-13-10

M34E22-31-f0
M34E22-31-10

5" GCATGCGAAGACTGCAAGGTAGCTGGC 3'
5" CGACATTCAGAAAGAAACCCGAGTGCTC 3’
5!

CAGCAAAACTGGTGGAGCCGCCAAAGCA 3’
5" TCCATGTACGAGCGAGAAGGGGTCAAGC 3’
5" GCAGGTGGATGTTGTTATATCGACGGTG 3’
5" GGTGGGGCAACTTCAGTTAGCCGATCA 3’

5" AGGATGGCACCACCACTGCTGGAAATTC 3’
5" CCAAGTGAGTGATGGTGCTGGAGCTGTG 3’
5" CGGAGTCGTCCCAGGTTGTCGGAATTA 3’
5" CCGGCGCTGGCTTTCTTGCCCTCATG 3’

5" CGACCACCTGTTTCCCCACTTAGCATGC 3’
5" ACGGGAAAGAGTTGTCGTTTGCGGTGGC 3’

5" CAGAAAGAAACCCGAGTGCTCGTAA 3’
5" CACATCCTCCTCCCTGAACCAAATG 3’

5" CCCATATCTATACACGCCTTTTCCAA 3’
5" AACCTTCCCCCGTCATTCATCATTA 3’
5" TACTTTGCTGGCTACTTTCTTCCGAC 3’
5" AGGAGGCTTGATGTAAAGGATCTTGT 3’
5" ATTTTAGAGAGAGATGGAGAAGGCA 3’
5" GCTGAACATATAGACGCGGAGATT 3’
5" CACCACTTCACGGCTGCGTTT 3’

5" ACAACCTGGGACGACTCCGATTIT 3’

5" GAATTCACTAGCTCGTGCTGCCAG 3’

5" TCCATAATCAAAAGTTGTTCCTCCG 3’
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1.2.6 £ 5% K 89 Real-time qPCR 247  #RIEER
FrBeW 373 7 81 5% 11 Real-time qPCR 51497, 514
UL 2, ¢cDNA )& W2 % RevertAid™ Premium
First Strand ¢cDNA Synthesis Kit( Fermentas 23 F] ) 1t
W5, A B S — 5% cDNA 5 20 £%)5 FH T Real-
time qPCR 7347, iz ABI 23 ] ) 7500 Fast 94
E1 PCR X, VAR R AR Y 2% SYBR® Premix
Ex Taq'" ( Takara 28 ®]) #:/E i B, DL E:AE 19
B-actind&[KIE g N 2, it Jy oy ik DR S K- B
1, R 2758 e it i PR 4 A 3R

2 HER5H50

2.1 B S A cDNA-AFLP & Z & T
KRB AE AT - RNA HEAT 5 42 FIHR B2 46

al b1 a2 b2 M

W, 25 5 IR B 200 mg #BHEEL RNA, iff$ RNA
WRE T R | 2l B A | e R R AT | KR T o
B 2:A) . o0 B AR RI B o i mRNA
B3 AR TE 800~2 000 bp =2 [H] , 2 ¥R ECHR , mRNA
B SRR A, R 20 B ) mRNA i — 25 A 1 XL
5 cDNA ZYRHCIR, FH7 81 7E 500~ 1 000 bp (&l
2:B) . LI IKAE cDNA AR 14 B-actin i
PR, A5 31 5 T R /N — B, 45 Tl W E ) S
(K 2.0), KA M RE cDNA RS, 5 A
—2 ¢cDNA-AFLP 23 HrEisk

FHPI 2 BRI N VB2 A Ase 1/ Tag 1 Fl EcoR
1/ Mse T X} AEIREFN L0 (1) A% cDNA 43 51 325 47 AL
VI, 2 Ase 1/Taq 1 WY cDNA £77E B W (1) 5%
WA T IX, FEAE 300 bp 224 (3. A); T
ZiEcoR1/ Mse LWLl V) J5 JC B W 1) S5 7 4 P X, 7

250 bp

ck a b M ck a b

T AL MR R b RNA S2H; B, cDNA LK C. B-actin BEPA ¥ PCR G,
1. 200 mg; 2. 50 mg; a. £ ; b. 2hi; ck. 25X, M. DNA 2> TR bR,
Note: A. Total RNA from petals and leaves; B. Electrophoresis detection of ¢cDNA; C. B-actin PCR detection.
1. 200 mg; 2. 50 mg; a. Petals; b. Young leaves; ck. Blank controls; M. DNA molecular marker.

K 2

FEAE B RNA J2 cDNA HLjk &l

Fig. 2 Electrophoresis profiles of total RNA and ¢cDNA from Osmanthus fragrans

100~1 000 bp R (& 3:B) o XF P41 ™
Yrimzsk Z J5 , WU Sk 3 227 4y S EAT 25 A
30 MEA W TG 3G SR, HL Ik 25 SRR, S dse I/
Tag 1 BUEGYI ) T4~ 3 7= 9y 24 i 7E 100 ~ 250
bp,5 MEAREN 27 FE =Yk 2 R K (A

3.A) ;12 EcoR 1/Mse 1 UGV i T 48 7 ¥y 1
100~ 1 000 bp Z [H]F#15) 5345, 5 DEA LG 22 5 %)
PR RE B2 R A KR (B 3:B)

FIIH EcoR 1/ Mse 1 BUBGLI 0" 34 74 , k47
256 X FEVEY WG A A IR T (K 3) .
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H: Al Ase I/Tag 1 IG5 55 B. EcoR I/Mse 1 B945 5 . M. DNA 43 TibbRifE; 1. £ cDNA BB P24, 2. 4 cDNA 19
XUEET Y ; 3. AEME cDNA By 374,25 AMEFF; 4. 410 cDNA By 374,25 IMEFF; 5. FEHE cDNA
Y G H,30 DEFR; 6. it cDNA By 571,30 MG 7,8, 25 PO IREG Y17 1
Note: A. Result of Ase 1/Tag 1; B. Result of EcoR 1/Mse 1. M. DNA molecular marker; 1. Double enzyme digestion products of petal cDNA;
2. Double enzyme digestion products of young leaves ¢cDNA; 3. Preamplification products of petal cDNA, 25 cycles; 4. Preamplification
products of young leaves ¢cDNA, 25 cycles; 5. Preamplification products of petal cDNA, 30 cycles; 6. Preamplification products
of young leaves ¢cDNA, 30 cycles; 7,8. Preamplification products of blank controls.

Kl 3 cDNA HYBEU] K Fid 3 45

Fig. 3 Results of enzyme digestion and preamplification of cDNA

& 3 DNA-AFLPEFH 185 WA S REFH
Table 3 Quality evaluation of the selected amplification primer combinations in cDNA-AFLP

T
Grades Codes
A(96) MI11E11,M11E12,M11E13,M11E34 ,M12E12,M12E13,M12E14 ,M12E21 ,M12E22,M12E23,M12E24 ,M12E32 ,M14E14,

M14E23,M14E24 ,M21E11,M21E12,M21E13,M21E14, M21E21,M21E22, M21E23, M21E24, M21E31, M21E41 , M21E43,
M22E11,M22E12, M22E13 ,M22E14 , M22E21 , M22E23  M22E24 , M22E31, M22E33 , M22E34 , M22E43 , M23E12, M23E21 ,
M23E22,M24E13, M24E14  M24E22  M24E23 , M24E24  M24E31,M24E32 , M24E33, M24E34  M24E41 , M24E43  M31E13,
M31E23,M31E31,M31E32,M31E43 ,M32E11,M32E13, M32E14, M32E21, M32E22, M32E23, M32E31, M32E32, M32E34,
M32E41,M32E42 , M33E12 ,M33E13,M33E14, M33E22, M33E23, M33E24, M33E31, M33E33, M34E11, M34E12, M34E14,
M34E21,M34E32,M41E13 ,M41E14 , M41E21 , M41E22 , M41E24 , M42E12, M42E13, M42E 14, M42E21 , M41E33, M43E12,
M43E13,M43E14 , M43E21 , M43E22, M44E31

B(121) M11E14,M11E21,M11E23 ,M11E24 ,M12E11,M12E31,M12E33,M12E34, M12E43 , M13E13, M13E21, M13E22, M13E23,
MI3E24,M13E31,MI3E33,MI3E34, M13E11,MI3E12, MI3E14,MI3E32, MI3E41 , M13E43, M13E44, M14E12, M14E21 ,
MI14E22,M14E32 ,M14E33 ,M14E34 , M14E42 ,M14E43 M14E44  M21E32, M21E33, M21E34, M21E44 , M22E22, M22E32,
M22E44,M23E11,M23E14, M23E23 , M23E24, M23E31, M23E32, M23E33, M23E34, M23E42, M23E43 , M23E44 , M24E21 ,
M24E42 ,M24E44 ,M31E11 ,M31E12,M31E14, M31E22  M31E24 , M31E34, M31E41 , M31E42, M31E44 , M32E12, M32E24,
M32E33,M32E43, M32E44 , M33E21, M33E32, M33E34, M33E42, M33E43, M33E44, M34E13, M34E22 , M34E23 , M34E24,
M34E31,M34E42 , M34E43  M34E44 M41E11,M41E12, M41E23, M41E31, M41E32, M41E33, M41E34, M41E41 , M41E42,
M41E43,M41E44 , M42E11 ,M42E22 , M42E23 , M42E32  M41E34 , M42E44 , MA3E23 , M43E24 , M43E32, M43E33, M43E34,
M43E41, M43E42, M43E43 , MA3E44 , M44E 11, M44E12, M44E13, M44E22 , MA4E23 , M44E24 , MA4E32 , MA4E33 , M44E4] ,
M44E42 , M44E34  M44E43  M44E44

C(39) M11E22,M11E31,M11E32,M11E33,M11E41,M11E42, M11E43, M11E44, MI12E41, M12E42, M12E44 , M13E42, M14E11,
MI4E13, MI4E31,M14E41 ,M21E42 , M22E41, M22E42, M23E13,M23E41, M24E11,M24E12, M31E21, M31E33, M33E11,
M33E41,M34E33, M34E34 , M34E41 ,M42E24 ,M42E31,M42E41 , M42E42 , M42E43 \ M43E11,M43E31, M44E 14, M44E21

M3 AT LUE b 96 X519y 3 th p A0 B A AR B E R I RESE R, 5108 B 4 D A 39
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H2E12 M22EL3  N22EN W22 M2E22 N2EZ W22 N22E31

e AL HBAFT 1WA Gk B 1S W 0 RN I TR R BE R P UK 13 5 B 4B S il L C. fEFh R Rk EARIER &
A 22 5 AR D. AER T RR SRR R RIAE & B T i 22 S 6 5 B AR rPRe sk HUR R K 7 I B0 22 S A
L A0 d) 5 2. FIAEI(2 d,10:00 am) 5 3. FIAEWI(2 d,5:00 pm) 5 4. BEAEWI(4 d) 5 5. BEAEWI(6 d) 5 6. BAEARII(8 d) 5 7. Lt
Note: A. Polyacrylamide gel mapping of the selective amplification products in parts of the primer combinations. B. Gene continuously expressed
in petals and leaves. C. Gene sepecially expressed in petals with different levels as floral development. D. Gene sepecially expressed in petals
with no difference. E. Gene sepecially expressed in petals with different levels as floral development. 1. Tight bud stage (0 d); 2. Initial
flowering stage (2 d, 10:00 am) ; 3. Initial flowering stage (2 d, 5:00 pm) ; 4. Full flowering stage (4 d);
5. Full flowering stage (6 d) ; 6. Late full flowering stage (8 d); 7. Young leaves.
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Fig. 4 Results of the selective amplification in parts of the primer combinations and the different types of gene expression
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Note: 1. Total sequences; 2. No hits; 3. Unclassified; 4. Primary
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to stimulus; 7. Transport; 8. Oxidation-reduction process; 9. Cellular
component biogenesis; 10. Developmental process; 11. Signal
transduction; 12. Regulation of biological process;

13. Other functions.
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Fig. 5 Function classification of the differential
expressed transcript derived fragments
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H. A, MI3E23-11; B. M13E32-24; C. M21E14-1; D. M22E31-11; E. M34E22-31; F. M41E14-13, 1. &8 (0 d) ;
2. WIAEMI (2 d,10:00 am) ; 3. FIFEWI(2 d,5:00 pm) ; 4. LW (4 d) 5 SBEALWI(6 d) 5 6. BEAEARMI(8 d); 7. 4t
Note: A. M13E23-11; B. M13E32-24; C. M21E14-1; D. M22E31-11; E. M34E22-31; F. M41E14-13. 1. Tight bud stage (0 d);
2. Initial flowering stage (2 d, 10;00 am) ; 3. Initial flowering stage (2 d, 5:00 pm) ; 4. Full flowering stage (4 d) ;
5. Full flowering stage (6 d) ; 6. Late full flowering stage (8 d); 7. Young leaves.
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Fig. 6 Expression patterns of the differential expressed transcript derived fragments in
¢DNA-AFLP and real-time qRT-PCR analysis
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