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FErh O 531 & RO R SAH I 55 EE Al 70 S 38 < 1B 70 R AN IR S B R T E AR A R 41
ML ViEH T2 AR cDNA-AFLP 1A%, FEath b feif i R RIL 2 R, RS
283 MNEAC I 7 HL 22 7 Rk R A7 42 Fr B (transcript-derived fragments, TDFs). i,
120 4> TDFs fE&df = H LR 5: 12 NF RS, EDIEEARE: 150 > 2rEY)
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FEEAC O LR o T LR T 5% .
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cDNA-AFLP analysis of differentially expressed genes

during flowering in Osmanthus fragrans
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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 scent during flowering process are
rarely reported. The study established a cDNA-AFLP system suitable for multiple samples 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
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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 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.

Key words: Osmanthus fragrans, cDNA-AFLP, transcript-derived fragments, floral color, floral
scent

FEfE. (Osmanthus fragrans) ek E K+ KIEGA e —, TEAEERFLEDB 2
LT R ARERA . BN T KT SO AR B g hE A A Crg LA A X 5%, 2008; #RIR,
2012) . FUANARIE [AETEAEA oy F B, BR2R. BER. MR AIIESRSE (Xin etal, 2013;
Caietal, 2014) , fE( o F 2R RIHE N RAEEI R GY) (520 55, 2010; %}, 2014:
Han etal, 2014) . 5168 AL O QBB IR W k47 4, 1 CCDs. TPSs %% (Huang
etal, 2009; Baldermann etal, 2010; 443555, 20160 o {2 qE &AL & R 2
HAEAL, T HAEANFER BB e, fEFMEEy & o AR (Dudareva et al,
2013; Tanaka et al, 2008) . fEFEfEH, fEA& SAEOHIYIIT & A TE 2 1 T & 38 hn
A2 J5 XOZW T % (Zeng etal, 2015; #3455, 2016; 4Pimanss, 2017) . HEl, A
RIFACH R FEAL (5 (10 & Ot 72 KA 5% 77 HE Rl R T 7 450 #11R D

SR, B TEEAE H AT R R R A0, TR AR sk At Rt 622, RIIRR S| 1 IF4E
BERR Th AR (B T B o TR T SR — PR N . cDNA-AFLP # A j2 1 Bachem et al

(1996) ¥4 18 A B B £ 544 (amplified fragment length polymorphism, AFLP)+ AN -+
MRNA ik Z 50— mRNA FRAUEIE R AR . ZER I AR ARAL. EH WA
FEE. Z2RMFEE . et e "D AEMERE AT 2N RGN H, BRTERRE. X
025 B AEEE I BRI SR R 22 R R AW 7T b i Dhis H (2564105, 2008; 28115, 2011;
Huang etal, 2012) . 5K[@ (2009) 1 Hanetal (2015) #f cDNA-AFLP 43 5 bbs 1 4R E
P RESHANREAC A R S0 AR A PHEE AR SR R R IA 22 5, 9 il 3845 50 AT 102 4> 2 ¢
FIEMHEEH B (transcript-derived fragments, TDFs) . WRfHEF (2007) LA AR & i1
IR AR L, I cDNA-AFLP S Fifi B 44 240 i i i i A= ik 72 o i 2k R 22 S RIS AT
T, 3B T 5K E G R AMYE R IR A 2 R 5k, XK Y] cDNA-AFLP fel4 £
ANFE it [R]E EAT EL L3 T

BT, AW TREE mRNA 235, BRIV N DTGB 3G 51 Y 4H & 1 ik, T
THEAET Z A cDNA-AFLP 1R 5 FERIHZAR R B2 40 A <M ke iy DU 6 A
[F) JFAE IS R AE I e SR 20, DA SRAGAE I o s 5 08 HL & AR 1 22 e Rk IR B s i AR v B
(transcript-derived fragments, TDFs). MM $24 AL HERE H s2 M EEAE (B T B AU AH G E 1R, N
bEi i 2 VAN e ¥ AN AR A0 A foa e R Bk i S

1 MRSk

1.1 AR

A S5 BT PR DRE g S mh A R 2 el i [FR] P Y6 R 38 &) HL G H 3 1 g REREL AR B A
s P I 44 (O. fragrans ‘Liuye jingui’) , FHACHER BB #1225 Zou et al (2014) [1I%I4),
TEME R B I AN B ) HARBCRE I TR ] 1 s (L) i fESER BT, TEil 2 KM



R (time=0 d) ;  (2) WA FEIFHFG Bk (time=2 d) 5  (3) REIEM:

TEREARI, HERFERA, ALXMER L (time=4 d F16 d) ;5 (4 BIERM: 1El
HIAE OB S, H P EFEERTE (time=8 d) . 4T 5 HRE T 44 10 A%
KIG, BB, SR 2 d BUE—X, BRYHEM (time=2 d) 44071 B 10:00 R4
5:00 pm AT KEURESL, HARTURER 5 — 8 7 10:00 7547 ST EURER L RR 8 Ji5 7 B
BT WA IEGR, RIRER 2-80 CCUKFERAF & H -

O\
5 L
v IR
d

e 1 B (ime=0d) ; 2. WIEW] (time=2d) ; 3. LW (time=4d) ; 4. BEIEW (time=6d) ;
5. BAERY] (time=8d) ; CK. %hit.
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.
1 RETEAE I K 4l i R B RS S ORI ]
Fig. 1 Developmental state of flowers and young leaves and the sampling time of Osmanthus fragrans

1.2 J7ik
1.2.1 RNA 2B cDNA & R

I S AR s R i VR R BE AT B8, 2258 Trizol 1551 & /7 7% (CoWin Biotech Co., Ltd,
Beijing. China) $ZHUFE A RNA. RNA (158 BEPERIIR B4 BRI 10955 i b 8 s L ik A
NanoDrop 2000 (Thermo 7 &) f & 43 Y6 6 i+ #EAT KMl . K Oligotex™-dT30<Super>
mRNA 21k & (Takara A 5)) #4T mRNA 735 . 2 J5, 2% RevertAid™ Premium First
Strand cDNA Synthesis Kit (Fermentas 2 #]) 68 154 B XE cDNA.
1.2.2 Wk cDNA (IR

A Sz6 e F W 2L IR I PE S DD 4L A, 4058 FastDigest® EcoR | #1 FastDigest® Mse |
Y14 FastDigest® Taq | £l FastDigest® Ase | 414, LAk E I 414 . EcoR I/Mse | 414
[ S NFEFFN: 37 °C 30 min, 65 °C 5 min, 80 °C S min Kifi; Ase l/Taq | A& IR NAEF
437°C 30 min, 65°C 30 min, #&J5 F & ihe Kig.
1.2.3 cDNA-AFLP 43

AFLP 735522 Bachem et al (1996). #|f T4 DNA &4 (Fermentas A#]) Xf
BED) 5 ) cDNA 73 ) BEAT Rk iS%, SR)5 73 7 F ] EcoR00/Mse00 A1 Ase00/T00 5| 4itAT
PCR Ty 3%, HU5 pL BRI G =M 1 Y e st A vk Il o G0 i 0Ly 38 P2 it A7
50>#% %, 2 J5FIH 16 2k EcoRIG|I YA 16 2% Msel 5| 440 il 256 X 51 M0H & AT B 18 .
FIMINAR 1o IEFEIEY G S N ARF N 20 uL, ALF 1 pL B, EcoRIF MseliE #1441 5
¥ (10 ypmol » L) % 1 pL, 10 pL 2xDreamTaq PCR Master Mix (Fermentas A#) ; 41
K44 95 °C 3 min; 95 °C 481 30's, 65°C CREAMEFF#IK 0.7 °C) I8k 30's, 72°C %E
i 1 min, 12 MEH; 95°C 28 30s, 56 °C Bk 30's, 72 °CZEMH 1 min, 25 MEH; 72 °C
ZSEH 5 min. G PHILE 6 Yo 1 R A A IO Mg B I LUK o AR B 22 Rk i B
1.2.4 %5 TDFs [l safEMIFE 17 Hr

FHEERI T R f el ) B B BelEl ok, ONT-## PCR & rh, Sk D&,
W 2 8. AR KIGUR, 5 AR 2 R K 5 335 BN 1 S B
PR RAGFAR AT R 1 Y R i IR R pEASY-TL wiE#ik (2XE&EA

3



mD o, RS Pk B M v BE Gk A R E . K e BEAS BN P B AE NCBI # s E
(https://blast.ncbi.nlm.nih.gov/Blast.cgi)¥) BLAST T E 3 TRIJEMELLXT, F£F|IH Blast2Go
BAt454 Amigo WG Chttp://amigol.geneontology.org/cgi-bin/amigo/blast.cgi) 4T 3k PRl A i
(Gene Ontology, GO) I REEBEAN 732K .
# 1 cDNA-AFLP [¥ 3k A5 Y7 51
Table 1 Adaptor and primer sequences for cONA-AFLP

G5 S NIk sl %5 S EIk sl

Code Adaptor and primer sequences Code Adaptor and primer sequences
EcoR l-adl  5'CTCGTAGACTGCGTACC3' Mse l-adl  5'GACGATGAGTCCTGAG3'
EcoR l-ad2  5'PAATTGGTACGCAGTCTAC3' Mse I-ad2  5'PTACTCAGGACTCAT3

Ase l-adl 5'CTCGTAGACTGCGTACC3' Tag l-adl  5'GACGATGAGTCCTGAG3'
Ase I-ad2 5PTAGGTACGCAGTCTAC3' Tag l-ad2  5PCGCTCAGGACTCAT3
EcoR00 5'GACTGCGATCCAATTC3' Mse00 5'GATGAGTCCTGAGTAASZ'
Ase00 5'GTAGACTGCGATCCTAAT3 Taq00 5GATGAGTCCTGAGCGA3
Ell 5'GACTGCGATCCAATTCAC3' M11 5'GATGAGTCCTGAGTAAAC3'
E12 5'GACTGCGATCCAATTCAG3 M12 5'GATGAGTCCTGAGTAAAGS3
E13 5'GACTGCGATCCAATTCATS3 M13 5'GATGAGTCCTGAGTAAAT3I
El4 5'GACTGCGATCCAATTCAA3 M14 5'GATGAGTCCTGAGTAAAASZ
E21 5'GACTGCGATCCAATTCCC3 M21 5GATGAGTCCTGAGTAACC3
E22 5'GACTGCGATCCAATTCCG3' M22 5'GATGAGTCCTGAGTAACG3'
E23 5'GACTGCGATCCAATTCCT3 M23 5'GATGAGTCCTGAGTAACT3'
E24 5'GACTGCGATCCAATTCCA3' M24 5'GATGAGTCCTGAGTAACA3'
E31 5'GACTGCGATCCAATTCGCS' M31 5'GATGAGTCCTGAGTAAGCS'
E32 5'GACTGCGATCCAATTCGG3 M32 5'GATGAGTCCTGAGTAAGG3'
E33 5'GACTGCGATCCAATTCGTS3' M33 5'GATGAGTCCTGAGTAAGT3'
E34 5'GACTGCGATCCAATTCGAS3 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'GATGAGTCCTGAGTAATAZ'

1.2.5 RACE J7 V% he [ 22 5 v BL 3

WA A 7 AT 51 v b 22 57 B 303, 51 L3 2. 3’RACE-cDNA & S
% Smart RACE (Clontech) #AEULEH. K4 34 =Myl W alifh J- 154 2 pEASY-TL T &k

(EREAFD , RGP 7R A R .

1.2.6 %5 F Bt Real-time qPCR 43+ #7

PRI 2 5 BL R 33 51 it Real-time qPCR 514, 51#10L% 2. cDNA K& KS%
RevertAid™ Premium First Strand cDNA Synthesis Kit (Fermentas 2 &) #if+5, & —
% cDNA i %t 20 15 )5 F T Real-time gPCR 43 #fr. iz f ABI A ] f#) 7500 Fast 2<% & & PCR
3, [ NiAR R FNFE S5 SYBR® Premix Ex Taq™ (Takara /A &) #/E UL . PUEEAE R B-actin
B NNS, M R IER B KFBON 1, AT 27 ket i 3 R AR X R A B

* 2 ZERRIEEFN 3’ RACE 1 Real-time gPCR 514
Table 2 Primers for 3° RACE and real-time qPCR of the differential expressed gene fragments

519 5 el

Primer codes Primer sequences

For 3’RACE

M13E32-24-3-1 5'GCATGCGAAGACTGCAAGGTAGCTGGC3'

M13E32-24-3-2 5'CGACATTCAGAAAGAAACCCGAGTGCTC3



M21E14-1-3-1 5'CAGCAAAACTGGTGGAGCCGCCAAAGCAZ
M21E14-1-3-2 STCCATGTACGAGCGAGAAGGGGTCAAGCS
M13E23-11-3-1 5GCAGGTGGATGTTGTTATATCGACGGTG3'
M13E23-11-3-2 5'GGTGGGGCAACTTCAGTTAGCCGATCASZ'
M22E31-11-3-1 5'’AGGATGGCACCACCACTGCTGGAAATTC3
M22E31-11-3-2 5CCAAGTGAGTGATGGTGCTGGAGCTGTGS3!
M41E14-13-3-1 5CGGAGTCGTCCCAGGTTGTCGGAATTAZ
M41E14-13-3-2 5'CCGGCGCTGGCTTTCTTGCCCTCATGS3!
M34E22-31-3-1 5'CGACCACCTGTTTCCCCACTTAGCATGCS!
M34E22-31-3-2 5ACGGGAAAGAGTTGTCGTTTGCGGTGGC3

For Real-time PCR

M13E32-24-f0 5'CAGAAAGAAACCCGAGTGCTCGTAA3Z
M13E32-24-r0 5'CACATCCTCCTCCCTGAACCAAATGS!
M21E14-1-f0 S5S'CCCATATCTATACACGCCTTTTCCAAZ
M21E14-1-r0 5AACCTTCCCCCGTCATTCATCATTAZ'
M13E23-11-f0 5TACTTTGCTGGCTACTTTCTTCCGAC3'
M13E23-11-r0 5AGGAGGCTTGATGTAAAGGATCTTGT3'
M22E31-11-f0 S'ATTTTAGAGAGAGATGGAGAAGGCAZ
M22E31-11-r0 5GCTGAACATATAGACGCGGAGATT3
M41E14-13-f0 5CACCACTTCACGGCTGCGTTT3
M41E14-13-r0 5ACAACCTGGGACGACTCCGATTT3
M34E22-31-f0 5S'GAATTCACTAGCTCGTGCTGCCAG3'
M34E22-31-r0 STCCATAATCAAAAGTTGTTCCTCCG3'

2 &R 50

2.1 HEAEL A cDNA-AFLP & R &

XTEEEU A AEIRANN - RNA AT i E AR AT, 455 87R, B 200 mg #PEHEEL RNA,
Jif3 RNA WRFETE &, AifERcm . seBE My, mykall i 285 (B 2: A o rE
e AN o ) mRNA 91 7046 7E 800~2 000 bp £ 47, EIRECIR, mRNA M5 EHTF. F)
F 3 B5H mRNA #t—54 B X0E cDNA 2 5RECK, a4+ 7E 500~1 000 bp (Kl 2: B) .
PAE A RUEE cDNA HBAR 338 B-actin JE[K, 19215 THAR/N—30. Z il n 5 2

(El2: C , RUEHIMAEE cDNA i &8 m, fFaiE—2 cDNA-AFLP 7T 2K,

FH 5 AR sl A VBB ZH 4 Ase 1/Taq | A1 EcoR 1/Mse | 5% 163 A g i XU cDNA 43531 i3k
1T . 28 Ase IITaq | XUEFDIT) cDNA f77E B R4 S X, FEAE 300 bp A4 (i
K 3: A); T4 EcoR I/Mse | XUV 5 7 IH B 46 27 X, 7E 100~1 000 bp 3R & AR (i
Bl 3: B) o XWAREYI =Yk 5, BUESER =5 AT 25 ANF 30 AMEFR T
Py, KA REH, & Ase I/Tag | XUEFUI 4 48 7=4) & BAEHFF 100~250 bp, 54
TR B 22 5 S B E 22 Sk (i 3: A) ;T4 EcoR 1/Mse | XU U Fidy 14 7=
YI1E 100~1 000 bp Z (B35 5) 5341, 5 MEIAE) 22 7 X060 = Wik FE R SE M AR (] 3:
B) .

FIF EcoR I/Mse | SUEGY) T 8724, HEAT 256 YIRS 3G 5| WAL A R0 44,
SRR 3. NRAPETLEH, H 96 X545 w5 H 2 BisWimT ¥ s, R
A s 121 X 51908 3 Sk B E RS REE T, B0 B s S 39 WA BE e
WEH DR, FA C P IR A RINATRII PR B RIS 51 M T IR 8255
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VE: A TEPERIH F b RNA SEL; B, cDNA [FIHIVKE I C. -actin : A (17 PCR il .
1.50mg; 2.200mg; a. fEHF; b. 40t ck. WEXTHE; M. DNA 7 FiEbrifk.
Note: A. Total RNA from petals and leaves; B. The electrophoresis detection of cDNA; C. B-actin PCR detection
1. 50 mg; 2. 50 mg; a. Petals; b. Young leaves; ck. Blank controls; M: DNA molecular marker.
Kl 2 FEFEE RNA K cDNA Hi ik &
Fig. 2 Electrophoresis profiles of total RNA and cDNA from Osmanthus fragrans

B L

VE: A Asel/Taq | (145 %; B.EcoR I/Mse | [{)4h
M. DNA JrF&EhrdE; 1. fEF cDNA IIXUEEYI ™40 2. % cDNA IIXUEEYI = 4); 3. 163 cDNA Tty 1
TP, 25 MEFR; 4. 40 cDNA Ty 8474, 25 AMEHh: 5. 769l cDNA Ty 3474, 30 MEH: 6. %)
i cDNA Ty 8474, 30 AMEH: 7, 8. & XTIy B~
Note: A. Result of Ase I/Taq I. B. Result of ECoR I/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, 30cycles; 6.
Preamplification products of young leaves cDNA, 30 cycles; 7,8. Preamplification products of blank controls.

3 cDNA [HEgY) e Fiid s 45 R

Fig. 3 Results of enzyme digestion and preamplification of cDNA



# 3 cDNA-AFLP &£ 84 51 W20 & B & vP
Table 3 Quality evaluation of the selected amplification primer combinations in cONA-AFLP

&7 RS
Grades Codes

A (96 M11E11,
M12E24,
M21E22,
M22E21,
M24E13,
M24E43,
M32E22,
M33E22,
M41E13,
M43E12,
B (121) MI11E14,
M13E21,
M13E32,
M14E42,
M23E11,
M23E44,
M31E41,
M33E34,
M34E43,
M41E42,
M43E24,
M44E13,
M44E44
C (39 M11E22,
M12E44,
M23E41,
M42E24,

M11E12,
M12E32,
M21E23,
M22E23,
M24E14,
MB31E13,
M32E23,
M33E23,
M41E14,
M43E13,
M11E21,
M13E22,
M13E41,
M14E43,
M23E14,
M24E21,
M31E42,
M33E42,
M34E44,
M41E43,
M43E32,
M44E22,

M11E31,
M13E42,
M24E11,
M42E31,

M11E13, M11E34,
M14E14, M14E23,
M21E24, M21E31,
M22E24, M22E31,
M24E22, M24E23,
M31E23, M31E31,
M32E31, M32E32,
M33E24, M33E31,
M41E21, M41E22,
M43E14, M43E21,
M11E23, M11E24,
M13E23, M13E24,
M13E43, M13E44,
M14E44, M21E32,
M23E23, M23E24,
M24E42, M24E44,
M31E44, M32E12,
M33E43, M33E44,
M41E11, M41E12,
M41E44, M42E11,
M43E33, M43E34,
M44E23, M44E24,

M11E32, M11E33,
M14E11, M14E13,
M24E12, M31E21,
M42E41, M42E42,

M12E12,
M14E24,
M21E41,
M22E33,
M24E24,
M31E32,
M32E34,
M33E33,
M41E24,
M43E22,
M12E11,
M13E31,
M14E12,
M21E33,
M23E31,
M31E11,
M32E24,
M34E13,
M41E23,
M42E22,
M43E41,
M44E32,

M11E41,

M14E31,

MB31E33,
M42E43,

M12E13,
M21E11,
M21E43,
M22E34,
M24E31,
M31E43,
M32E41,
M34E11,
M42E12,

M44E31
M12E31,
M13E33,
M14E21,
M21E34,
M23E32,
M31E12,
M32E33,
M34E22,
M41E31,
M42E23,
M43E42,
M44E33,

M11E42,
M14E41,
M33E11,

M43E11l, MA43E31, MA44E14,

M12E14,
M21E12,
M22E11,
M22E43,
M24E32,
M32E11,
M32E42,
M34E12,
M42E13,

M12E33,
M13E34,
M14E22,
M21E44,
M23E33,
M31E14,
M32E43,
M34E23,
M41E32,
M42E32,
M43E43,
M44E41,

M11E43,
M21E42,
M33E41,

M12E21,
M21E13,
M22E12,
M23E12,
M24E33,
M32E13,
M33E12,
M34E14,
M42E14,

M12E34,
M13E11,
M14E32,
M22E22,
M23E34,
M31E22,
M32E44,
M34E24,
M41E33,
M41E34,
M43E44,
M44E42,

M11E44,
M22E41,
M34E33,

M12E22,
M21E14,
M22E13,
M23E21,
M24E34,
M32E14,
M33E13,
M34E21,
M42E21,

M12E43,
M13E12,
M14E33,
M22E32,
M23E42,
M31E24,
M33E21,
M34E31,
M41E34,
M42E44,
M44E11,
M44E34,

M12E41,
M22E42,
M34E34,

M44E21

M12E23,
M21E21,
M22E14,
M23E22,
M24E41,
M32E21,
M33E14,
M34E32,
M41E33,

M13E13,
M13E14,
M14E34,
M22E44,
M23E43,
M31E34,
M33E32,
M34E42,
M41E41,
M43E23,
M44E12,
M44E43,

M12E42,
M23E13,
MB34E41,

2.2 ZRFIX TDFs KRB R IhRe 4T
EAE R B 1L FE cDNA-AFLP 23 #reh, PAUH RS (GOkiE 7) , 3520 51 Wi B9 1 724

(58 TR R I B Uk 45 Bt ] 4. A #4 TDFs (2 ik sl KB v 3 K2k 55—k
NPEIR S Gt R EERIA RIS R (B 4: B) 5 SR ARIE, (HAFKE NI
e R ZE SRR (E 4: D) 5 =Nl R TR BEARE & N I %
SHEEE (B 4: C, E) o MBI =251 TDFs #EAT VIR [RINCFE, $L75%) 283 4% % 5 TDFs,
MR IR 3G 5 AT iy % 5

X3R5 (1) 283 447 5IF A Blast2GO 1 Amigo M3k, 454 NCBI ¥¥i e BLAST 45 i
17 GO ThEEFR:, 5 5. RIA 120 47 51H LR, 5 7T EFIH 42%; £ 13
T B EAT AN RIS R, (HOX Le RIS R C DI RE RS, 5 ST A 5%; RAfT 150 47
FIAF L FEFE R, A AN ThBE TR RE o AR HH A I [R5 35 DA 7 AL 0k 2 b FA) Th BB VERE
HAWZEThEE RIS N 10 25 W10 (41 %%, 14%) . MR (20 4%, 7%) . i&fi
(19 %%, 7%)  IRGARY (17 % 6%) . difudipi s &K 4E (15 %, 5%) « KEEHE (11
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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 am);
3.Initial flowering stage (2 d, 5 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

300 r

250 r

200

150

Fr oI
Number of sequences

100

50 r

1 2 3 4 5 6

7 8
eGPk
Different functions
VE: 1 MRS 20 RIOGBIRVETES: 3. RECXTEIDIREIEN; 4. HIAAQH: 5. RAERM
6. MIRIEIRL: 7. &% 8. AR 9 HMMEAMRS KA 10. RE T
11. F516%; 12 AEAYERE; 130 HiLThkE.

Note: 1. Total sequences; 2. No hits; 3. Unclassified; 4. Primary metabolism process; 5. Secondary metabolism
process; 6. Response 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.
Kl 5 Zmakik BRI ThRe sy 6

Fig. 5 Function classification of the differential expressed transcript derived fragments
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M34E22-31 f1 M41E14-13, #47 Real-time qPCR #:ill, 411 6. Real-time qPCR il 45 5 %
B, Hrh M13E32-24. M21E14-1. M22E31-11 Fl M34E22-31 {1 iE# 45 & cDNA-AFLP
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6: A) B TS\ KREBIEAN S cDNA-AFLP [IRIATEEZES, HALR B R
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Fig. 6 Expression patterns of the differential expressed transcript derived fragments in
cDNA-AFLP and Real-time gRT-PCR analysis

3 Wi

BIR 1)1 PAY D7) P 6 % AN PRI R TA P = B AE R CDNA-AFLP 73 AT 25 3 B o X AN R
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BEOIROR, 45 R, 4 Taql/AselZL & HFV) 5 ) cDNA KTy 1724 % 4 Hh F 300 bp £ 44,

ifi HLA A AR 5]5 42 EcoRIMsel 4L & BF V)5 (] cDNA K Ty 14 7= 4#17F 100~1 000 bp #4274)
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TDFs A b 6%. NIRGAREIS RS B AT AY BT AT ZAREE AR & Ee e K, 18 14%. R

80%IH K B IR WA RN PEEZ A EY LR I, EE SEORIERR £
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