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Abstract: The finger map of longan (Dimdcarpus longan Lour. ‘ Honghezi’) cotyledon embryo RNA was
established by cDNA-AFLP, which extracted from thirty-five-day (early) and fifty-day (late) cotyledon embryos

after anthesis, respectively. There were 41 differential fragments cloned and sequence analysed, in which 21

differential expression fragments had high homology with some known genes, the function mainly involved in the

abaxial polarity of lateral organ, glycolysis, energy metabolism, ion transport, cell wall elongation, cell cycle

regulation, RNA transcription, RNA translation and regulation, protein phosphorylation regulation and protein

degradation, signal transduction and so on. While the others had low or no homology with known genes.
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polymorphism)# AR J& Bachem 2" fE AFLP # R
FER B R R B — B mRNA 45 20 3858 AR, 7e ki
BBk PRI RIK 25 S BT Ry B PR e e P A 8 )
TP AR P T B R A
B TE A IR cDNA-AFLP M Hr K & , PkAh
mRNA 225 SR BRRIE R B ARG , ik —2
S3 B SERE IR IR T R A AR OGHE

1 BB B
1.1 gk e

‘YL ¥ T R (Dimdcarpus longan Lour.
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WAL )T 35 d TR RNA BRI -1 H B
% A4 B Hi 47 B A 7] 3S Total RNA Miniprep
Super Kit BB 52k i1 7845 ; TH4E /5 50 d iF il
RS RNA 502 I8 -SDS 1% .

WAL 50 d [Tl IR B RNA & EUS -
SDS W e VR URIRNR 2.0 g, MMAERM
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75 mmol/L NaCl, 1% SDS,2% B-#i 5 Z. W), Wi e iR
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Ilifb J i U cDNA(# 100 ng) 1 pL,Ase I
(20 U) 1 pL,Buffer (10 x)2 wL, ddH,0 16 pL, B
B120 wL,37°C FAESY) 3 h; 76 B3R Asel RWAER TR
J Buffer (10 x) 1 pL, BSA (100 wg mL") 0.3 uL,
Tag1 (20 U) 1 pL, ddH,0 7.7 pL, MAER 30 pL,
65°C T Y] 3 ho

Bt 25 wg T1: 5-GACGATGAGTCCTGAC-3'Hl
22 ug T2:3-TACTCAGGACTGGC-5', Jii7K 100 wL;
B 2.6 pg Al: 5'-CTCGTAGACTGCGTACC-3 ' Fl
2.0 pg A2:3'-CTGACGCATG GAT-5',Jli7K 100 wL,
IR ZE 65°C, H R H R =, 435§l )i 50 pmol/L
Tag 1#:3LA15 pmol/L Ase T #23k,

730 pL EFYIARIIA Tag 1 #:3%(50 pmol/L)
1 pL,4se T $#3%(5 pmol/L) 1 pL, T, Buffer (10 x)
5 wL,T, Ligase 1 pL,ddH,0 12 pL, S A&EL 50 uL,
16 CRIRK o EH Y B 20 VRN A MR

Y WA R R RE™H) 20 pL, T3 : 5™
GACGATGAGTCCTGACCGA-3’ (100 ng pL') 1 pL,
A3: 5“CTCGTAGACTGOGTACCTAAT-3' (100 ng pL")
1 pL, 10 X PCR Buffer 5 pL, dNTP (2.5 mmol/pL)
4 pL,ExTaqg (5U) 0.25 pL, il ddH,0 250 pL, PCR
FUWZR : 94°C 30 5,55°C 30 5,72°C 1 min,25 M
o YRR 20 5% 1 ng pL'  FI TR 3,

BERRVEY AR B MR B 2 wL, Tag 1
Vel 195 9 5'-GACGATGAGTCCTGACCGAN-
N-3' (50 ng pL') 1 uL, Ase T H#pEY W54 5'-
GACTGCGTACCTAATNN-3' (50 ng pL') 1 pL, 10 x
PCR Buffer 2 pL, dNTP (2.5 mmol/pL) 1.6 pL,
ExTag (5 U) 0.1 pL,jil ddH,0 20 pL. PCR X
24 :94°C 30 s, 65°C 30 s(BE MG 0.7°C),
72°C 1 min, 12 MEEF;94°C 30 s, 56°C 30 5,72°C
1 min, 24 MG, BBt 1™ Y H F 5 Al
TN S P e B B L TR A
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KOO s B PR 3 I 1 AR G2 ph AR B
£,95°CAEYE 5 min f557 B UKW o %5 6% 38 A Sk
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5 wL VKA PEIRA W AL, 70 W H PRI Tk IR
TS AP R IR, K2 1.5 he 43 B, 2
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i OD,,/OD 5 fEIITE 1.8~2.0 2Z 0]  BLELE K RNA
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28S FI 18S [ BUTH M, 924 2: 1, UL RNA £
B RCAE, SR L e s AT, WL R cDNA %R,
LUK RNA HAPBHEST cDNA A8, 43311 15,18,
21.24 127 4~ PCR {3 ¥ 3 W 4 cDNA, M
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1E 500~2 000 bp, &G T F—H5H.

Fig. 1 Total RNA of longan zygotic embryo
1. #4ES5 35 d 35 days after anthesis;
2. ##i7EJ5 50 d 50 days after anthesis.

500 bp

2 ARREPEFRBOGIEE cDNA A BRI

Fig. 2 Effects of cycle times on amplification product of ds cDNA

M: TaKaRa DL 2000 Marker; 1~ 5: fE30 8043 3% 27,

24.21.18 #1 15, The cycle times are 27, 24, 21, 18 and 15,
respectively.

2.2 PREVIEBYD B LR Y ANE R Y 1

M 3 TTUE H, B S B 3 W AE 100~
1 000 bp Z [H), WU, Ly WG T8, —
Serk A b, LW AU cDNA 28 1 U ind 3k A
Y WSO, W TR ARy . B4 RIS
S3 0N R Ge BT 1 7 B IR B A 3R Y M Jee
B LYk, W] AR 4B I 35 d A1 50 d iF iR
Vel WA T O vy B, A A, X R R R B
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FeA—H,

2000 bp

1000bp

K3 wiyshikE
Fig. 3 PCR products of pre-amplification
M: TaKaRa DL 2000 Marker; 1: #f #£ J5 35 d 35days after
anthesis; 2: {#{4E)5 50 d 50 days after anthesis.

El4 Worimsety o ikeE
Fig. 4 PCR products of selective amplification
M: TaKaRa DL 2000 marker; 1~ 8 XK 514, Ze3 465
35 d B, A RIEAE)G 50 d JIB, 1~8 present different primers, which
left is embryo of 35 days after anthesis, and right is embryo of 50 days

after anthesis.



56 4

JESREZE . F | cDNA-AFLP ${ARJMF IR T LR F ik 2 57 565
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Bl 5 sty MR W IRBEREE R b Ik A

Fig. 5 Polyacrylamide gel ekectrophoresis map of sclective amplification products
TA4 ~TAI9 ARG Y, 2o A e 35 d R, A3 013465 50 d iR, 1~8 present different primers, which kft is embryo of

35 days after anthesis, and right is embryo of 50 days after anthesis.

23 ZRFTHH BLAST & 41
XF 41 25 R Bk AT s BERIT 81 40T
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FERIESRE 55 5 258 T oh 20 MR BLS B AR
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At 3 BRI g — 8 43 (18 6), 5 18 P IF (Arabidopsis
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TCCTTCTGCATACAACATGGTTTATCAAGGAGGA-
AATCCAAAGGATTAAGGCTAGTAATCCTGAAATC-
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ATTGGGCACATTTTCCTCACATTCATTTTGGGCT-

GAAGCTGGATGGAAACAAGCAAGGAAAATTGGA-
TCACCAGGCATTTGCAG (186 bp)

K6 LEIWMBHRTI
Fig. 6 The nuckotide sequence of LEJ
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