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Establishment of cDNA-AFLP Analysis System for Cucumber

SUN Yong-dong', LI Zhen-xia', ZHANG Xing-guo’, CHEN Bi-hua', LI Xin-zheng'

(1. College of Landscape, Henan Institute of Science and Technology , Xinxiang

453003, China;

2. College of Horticulture and Landscape , Southwest University , Chongging 400715, China)

Abstract : After systematical studies on the factors affecting cDNA-AFLP analysis system of cucumber, an optimized

system was established which showed a distinct electrophoretogram of ¢cDNA-AFLP. The resulls indicated that the restric-

tion enzyme combination was Tag I and Vsp I, the dosage of dscDNA was 300 ng,the ligation products using as template

of pre-amplification were diluted to one time,and the pre-amplification products using as template of select-amplification

were diluted to 30 times.,
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cDNA-AFLP(cDNA amplified fragment length poly-
morphism) $1 R & Bachem IR AFLP F R al % B
MAT RNAHA B A, BEAREREE
BRI EREZE  AARERLEREFAGE
BEMAA.CRARRERHFEFMENER TR
INERREERNERFR™ . DNA-AFLP
A BB, W EE Y BEME R Y
AEEESHXERN S ETE&ER T ENA.
ELERINET S R AN F Sl F A
#wO SR P BRI E A IMENEE. &
REHAREE RS, PEEDL KPLE, ANE
3R A 0 AR & 5 | R L B e R
AR (AFLP T &5 )T . MR ER. WA
FHEEEASE, RGN TEAS RS,
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REBERTEAERERINSRER, BHE 6,
12,24,36,48, 2 h AT REF BB S G E A ERE
RS L

1.2 A&

1.2.1 L RNABREUF DNA BE . HLEE4A
T #7 UNIQ-10 # 2 TRIZOL . RNA Hi#2 %57 & 2 5l
BRI ERS AR RS BNAL K PoiyaAT-

tract™ mRNA Isolation System [l ( Promega, USA) #f £k
Baifk Poly A* RNA, R F MMLV 5 —#% «DNA &
A% 1% 77l & ( Sangon, Shanghai) & B B & cDNA (sscD-
NA), KRG E DNA BB [ B B 5 <DNA
T8 (dscDNA) . dseDNA FISE R A B
EER. A 0 BN IBM(pHS5.2)M 2.5
EERL KA ZEE, - 20CHESE, B TEHE ddB,0
B, IR R R E 500 ngdul.

1.2.2 dseDNA BEVIFHE B 27 BIE 100,300
1 500 ng B dseDNA, B Taq 150 Vsp 1 FIRIFR B M
MEBBT. 0.2 oL WELETAFMARER
£ 19 dseDNA,10 x Y /Tango™ Buffer 4 pL, Tag 1(10
U/pl) 1 pL, #b ddB,0 £ 40 oL, TR S .65 THRE
2he REHELERIB, MATHHZ: 10 Y/
Tango™ Buffer 1 pL, Vsp 1{10 U/pL) 1 pL, ddH,0 8
plo 37TCARE 2 h,70CHI# 10 min 53R KR, BE %
BEIAER BECAEHBYTE. QM dcONA
PR A M) LR R I L T 445« Tag T ALEEHESL
(1) (50 pmol/L)L L, Vsp T REEEEI (] 1)(50
pumol/L) 1 11,10 x T,DNA Ligase Buffer 6 uL, T,DNA
Ligase{3 U/pL) 1 pL,ddL0 | oL, BRIRESE E.LO 3
~55,16CHERE?2 h,

1.2.3 WP F¥zmaR2 MERIET. F
EHAXTEEREIYHOTTY H. AEHAEE
2 S M AT AT (T Rk
HYEIIMFEFIINE 1), HiEETYWES 1 /AR
10 fERFS , S BIER 5 pL RN Y 48 R B AR,
A Tag TR 5140 (10 pmol/T)1 pl., Vip T
HE[47(10 pmol/L)1 pL,10 x PCR Buffer( + MgCly)
2.5 pL, ANTP MiX (10 mmol/L) 0.5 pL., Pfiu DNA Poly-
merase(5 U/pL) 0.2 pL,ddH,0 14.8 pL,?E':{‘;J , B3
~5 s, #E T ik PCR £ #3179 14 :94CELE 3 min;
94°CAH 30 5,56 CiB K 30 5, 72°CHEM | min, FE 15
AEFF s T2CHEH 7 min, FEH THY KA B #E
BEEYEERBEE

1.2.4 WEEPE HHEFHEREN™H 10,30 M
S0EMEBE, fE M E Y B BN, T B R
P, RRLE AN 25 ol, HIEHEE DNA S oL,

Tag TEBMY T4 (10 pmol/L)1 puL, Vp 1 HE#E
18 51 (10 pemol/L) 1 pL, 10 x PCR Buffer 2.5
1L, MgCly (25 mmol/L) 1.5 pL, dNTP MiX(10 mmol/L)
0.5 pL. Tag DNA Polymerase{5 U/uL) 0.13 pL,ddH,0
13.37 pL, K48 T3 R R R 3 17 PCR §7 1 :94°C 3
#E 30 5,65CB & 30 o 0. 7C/HIMER), 2CHE
{1 min, 3 13 P EF4CTEN 20 5,56 CR X 30
$,72°CHEAH 1 min, 29 MEH;72CHEP 7 min, T HE
G VEIESA RGN R, e RSy R
KR ERREE.
R1 SMBEELES
Tah.@ Primer and adaptor sequences

f\iﬁ;zﬂflﬂ primers F 71 Sequences
Tug | BURE$E 5 -GACGATGAGTCCTGAC-3
3 TACTCAGGACTGGC-5
Vep TEHESR 5 -CTCGTAGACTGCUTACC-¥
3-CTGACGCATGGAT-5
Taqg 1T %314  5-GACGATGAGTCCTGCACCGAC-3
Vsp | BT #8514 5-CTCGTAGACTGCGTACCTAAT-3
Tag | REF #3145 GACGATGAGTCCTGACCGACNN-¥
Vep 1T HTH 5 CTCGTAGACTGCGTACCTAATNN-3
1.2.5 M RYHERIOBEFHYHETY

6.5 53.5 pLEHE (8% ZBFHRBE, 10
mmoL/L. EDTA{pH 8.0},0.25% S B 15 &k~ R E&)
84T, 94CAHE S min, STEIVKIE . 6 BN BN
FEEEERIE ¥ 80 W BIH KA ZHE soC, w6
wLIKIBEHEARWR LR B E 0 WRIkE—H
FEREETH250F1E. BRER, TEXHER
WET T, H Mg iR
2 BE5AM
2.1 /& RNA 1 mRNA R E

Al UNIQ-10 # 3, TRIZOL & RNA fHiE A M &R
BERITNERG 2 MRS E RNA, 2% 5
S FFRETHE 2 TR S RNA B9 0Dy, Olyy
{E&RTE 1.6~ 1.7 Z 8], BL 2 pL RNA 17 EARPE ST

Bk, BEERET.28 S RNA ZXF 18 S BNA, H
HAEM(E 1), FHARNA NG T RENES.

FH Promega 2> # i) PolyATtract ® mRNA Isolation Sys-
tem [ EALLAY mRNA, 225850 7 FL B LI 2, 82
BT AEA T 2 AR mRNA B ODyy/ 0Dy, {8
HTE 2.2-2.5 2[5, #500 mRNA BE SV BIBE B
ARFHMYEFE, B2 L mRNA HTEIERE
e gk, AL Sk B (A 2) 7 EAE B, RNA B 300 bp
F2 kb WHERRESM, % mRNA [LE R, &
FREFEER. TP RBENFTE. SHN
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dscDNA 22 3~ BB LR 7T & AFLP HEARE R,

M. Lambda DNA/ EcoR T+ Hind Il Marker; 1 3287 i A7 50 B8 &
2. FERIGHERER(E 2 /D
M. Tambda DNA/ EcoR 1+ Hind HI Marker;1. Young fruit before
pollination; 2. Young fruit after pollination
B 1 & RNA M EMS
Fig.1 Total RNA electrophoretogram

B2 mRNA BRREIE
Fig.2 mRNA electrophoretogram

2.2 dscDNA B A8

dscDNA 58 42 B U] 2 2 A 045 LU AR 1 A AR &
PRIE, T A B C e — T EEE R dseDNA
MR, dcDNA B X, FHFEBVLEL,
A EREERK. FHRLET 100,300,500
ng dscDNA BT U1 5, i R X, 500 ng 89 dseD-
NA, B LK 5 453 $ f EF 0, il 2 R T i
PRy L% 5 100 ng Y dseDNA, A7 19 57 ¥ 801K
300 ng #Y dscDNA, BEE S IR E A3 RADEEH
Wi . PIIEBE 50 . 85 4] P& 4 1L 300 ng dseDNA
HH,
2.3 EEFORBEHAEY EREMAY M

YRR s B O R AR, A R
W EAAE R, By i — R R &EF—1
BEERER Y RS E B KENY
PRI ARG P IR S S — A . AR
it 5 W FA 1 RN ) L SR T R S TR B R A
FTHASRER EETYHRE | HI5rMy 4
PR VR, B (B 3) R Y
BRI R B R LT BT BEAR .

M 1

[*]
w
.
L

M. Lanihda INA/ EcoR T+ Hind I Mackor; 1,2 85 5 094 ARG ;
3.4 EEWHARSER S P H 1.3 0B 1 RREEFY.
2.4. BB 10 B EESY
M. Gene Ruler 50 bp DNA Ladder:1,2. Young fruit ufter pollination;
3.4. Young fruit before pollination; 5. CK;1,3.4 o ligation products;
2.4.10 x ligation produsts
3 AEEESFMRENTTERR
Fiz.3 Pre-amplification pattern from differential
concentration of ligation products

24 MyHCURBREANERETENENE

EMGEREEY M RWE ML, K P g
FEUIRE R RO IS A R B R KL T A RON
R EHEEER, HEFEIN, REET, FEE
BMELLHER . Wi, A RE ST R EER
BT 110,30 #0150 B4t A5, R AR 30 55
B A I R R AT (1 4)

M 1 2 3 4 5 6 7

M. Lambda DNA/ EcoR [ + Hind HI Muarker;1,3,5. 18 85 a9 20 %
HEGR 32,4, 6. B0 AT AT 40 A AT 57, BIHERT R 1,20 00 RERE R A
3,430 AR5, 6. 50 (R R0
M. Lambda DNA/ EcoR T+ Hind I Marker;1,3.5. Young fruit after
pollination; 2,4 ,6. Young fruit before pollinations 7. CKs
1,2. 10 x dilution:3,4.30 % dilotion;5.6.50 x dilution
B4 ARAWTEFYREBREANEEGTBEE
Fig.4 Select-amplification pattern from differential
dilute times of pre-amplification products

2.5 MOoEEETEEYRAREREUIER
ST BT cDNA-AVLP B iR R EBEAS
R AL, B r T B LI cDNA-AFLP S iR & . 3
R ER A AR Y AT T R R, 4
REATHETEW T RESREREEL - T8
FHHEE SIS, H AL T 100 ~ 300 bp Zfd]
(B 5, WEIRL R4 Fe 57 49 35 L cDNA-AFLP %)
FARFE W LIS HI T 8 LAY cDNA-AFLP 73 #7 .
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14
300 l-[._;.:'
100 bp—= iR
Bs HadEdigrunfisss
Fig.5 Silver staining results ef several
select-amplification products
3 itk

cDNA-AFLP #2F £ H & 72, {1407 — 2 M H 20 7K
2rim B 5 R, T B KA cDNA-AFLP 47373 &
R 31 R LA LRI, BT 55, 5 RNA il mRNA B9
S R SE A R cDNA-AFLP i 52 0 00 o B
mRNA R HEZ WM B DNA SRR
FrE B S SRR, T AFLP S8 B9 AT dseDNA 1
A S T M A BB B8 L ST B L i o R K B
o B, AR A B e B L AR
P41 DNA 53809 RNA LI 00 0 Mop s i, vk,
RiteRAT RS WEEdhREE. THT
AFTP X Hr R R M R D BEH Z 0, 215 EcoR
I, Hind T, Pst 1, Bgl 1E, Xbal 1, Mse 1, Tag I 40 Vap I
F. BEFRE MR, EE RS A
TRBERE. A THEEY A BRI NS, —
MAEA 2 AREENE, — 6 bp 8, —5 4 bp
Wo Tag 1 R0 Vep E{ S 77 cDNA HHAZT 2
7w B EFT (DNA-AFLP ZH T F IR A&, B
15340 T HOI7E GenBank H BT 402 ZE L 2%
FHE A< cDNA B3], Boh 19,7 % (79/402) 8 5 71)
A Vp LRI Tag | 88404 55 ,56.7% (228,/400) E/-77 2
T Tag THL8 W Tag THD Vep T B0 415 7T BESS
BN 76.4% (307/402) (1) eDNA FEAI 4T H 297,
HIE, RIFF LR Tag 148 Vip TEF A SR E5HA

TH. B, PCR U MR WY ik Sy,
TEMARYEESRAESRAR. BTV RANER
B fHERR AN e EFE, MAtRE T
PEI R, R WY SRR wEm
BB A — B8 1 5 DNA A4 8815 AFLP 354
FHMER. BAREFENTY et
P ARHEB R AR AR ER, WARREE
IR EJK cDNA-AFLP (A 5 XF 5 4r B VRS S T4
BEFT TR BRI AR TR S W AT B B
FEBEREA - FEAFFEEIIAHONER
B, U A i R B AT LU R F 3 JRAY cDNA-AFLP 43
#ro
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