£ 000 http://www.cqvip.com|

- % ¥ % Guihaia 26 (5).459 — 463 2006 #£ 9 A

3 Cot-1 DNA B R L 0
7 ELZ, LB, WP al, KiEE!

(LRIKE AEEYEHAERESLRE, Wb R 430072; 2. ERICE ¥ £AM 2R, TK 402168)

¥ E: AW PEECo-1l DNA EH SR EK A, AP EEREEYS DNA #4581 Cor-1 DNA K
EEAMT2ER Cor-1 DNA AW ERICEER P EERAERHTEMARE. BREERAB/RER
HREC MEVENGERNY ZARAEEHRAK I HERBFENRAEARMLRH. FtSF T FISH M
GISHEBAHMER. £F Cor-] DNA R BEMN AR HRHRR AR MET PEEKE.

XK@ PEE; Cor-l DNA; THEMFAC; BEHARGREMEE; K

hESEE. Q943.2 XERERIAEG: A XEHHS: 1000-3142(2006)05-0459-05

Study on Cpt-1 DNA of Nelumbo nucifera L.
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Abstract: In order to study the distribution of Coz-1 DNA in Nelumbo nuci fera ,Cot-1 DNA was extracted from
its genomic DNA, labeled with biotin-11-dUTP and in situ hybridized. So did the genomic DNA. The hybrid-
ized locations were detected with streptavidin Cy3. Specific fluorescence in situ hybridization (FISH) signals
were detected on all individual chromosome pairs. The differences of the signals between Coz-1 DNA FISH
and GISH were discussed. The karyotype has been constructed, on the basis of both Cot-1 DNA FISH ban-
ding patterns and chromosome morphology.

Key words: Nelumbo nucifera L. ; Cot-1 DNA; fluorescence in situ hybridization (FISH); genomic in situ hy-
bridization (GISH) ; karyotype

¥ (Nelumbo nucifera) R—F 528 EY, &

NTARAERDEKFAEY BT AMNKYPHEFTE
S EaMWE AR (RFEH,1987), EEE—F

F—F.EXTRARMNEMRETROEMEE
HWPEEMARENEEE. SEPER—HES
CRSALEY . RN AEZ—. EAF
BRHEFFANE, AMMERBEIEEES NI
EAFEMME, FEZ L, EREAKBUERCZR

B 8. 2006-05-11 G B#: 2006-06-20

EENGRAEY, 2 SWATAL, HAX TENHH
MENTRERBZIENR. WENHREELS
ERRBFEET SN AR L, KRG ER
PR G, Ko EEERENZR ST L
(ETERSE,1985), LkBHE M, MHT HHEERE

ZEE&TE: ERMLM KT H (2002BA546C); WA A A H WK B AT B (2002AA205A); ROUWRIE R XEATE
(20022005132) [Supported by National Key Technologies Research and Development Program of China (2002BA546C) ; Key Tech-
nologies Research and Development Program of Hunan Province(2002AA205A) ; Key Technologies Research and Development Pro-

gram of Wuhan City (20022005132)7]

EE®A. I Q978 , L, ERWAMA LA NEHY S FARBEESHYHEERTE.
* 18 W 4E # (Author for correspondence, E-mail ; huzhongli@ whu. edu. cn)


http://www.cqvip.com

460 T Wl OE Y

£ 000 http://www.cqvip.com|

26 &

L ENESEMRER S FEYEDR ARSI HIE
BIBFFE ok, 3 A BUR T — B R PR, ik Sk iy 2%
BT EARSIHTMENS FHRARBEERR
(Diao % ,2005) , F| f 4> F 4ric X E ST BRI EE,
REEPELREPHNEERBBEROERS,

EHEYERATEERRBLAMNELFS,
BlankBEFAPEREFF) & 3B 50% (McCouch
4,1991) , T rgE s N &5 B) 95% (Flavell %,1974),
FEEABRAMYHMREFEEERFFITERAMRK
BAR, FEEXABENYHERHLUNFER TR
EF%. Cot-] DNA{U{XEHBEHEMPFE DNAE
BRI AEFHARMEINFT]. Yan % A(1998)
BRI BACS KK BN ISH in situ hy-
bridization) {8 f C,z-1 DNA $#PHERIEHE LEH,
HEMNFEARETREEREIERTRE. KHE
PFEZHEAR(FISH) B2 FHMRBEFERRH—F
FE/EAR. ETUERSITYEERL RH#FTY
FhiE{LBORFSE . H 87 BAC-FISH.YAC-FISH 7454
P ARERE, MY Cr-1 DNA B F i
£, HTEERFIEEYHERRPH ZEA, B
WAL EH AT EMN Cr-1 DNA, FEEA PR
ik E AT T R R REMEE R EER AR
FH S RE ST, FAEIT Cor 1 DNA 1E X 5F
RAHH—F BT,
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1.1 R H 8

PEEHRNKFEEE R ORME, HABIRR
TS adtratifE, Mot T2 E 4 DNA #REL.
1.2 XBH*
1.2.1 #4 % DNA #9#K  BFH M, & DNA
IR A CTAB 8: (Doyle %,1988),
1.2.2 £ X B4 DNA #54187 & C,z-1 DNA # &
BaifbEMEREA DNA AEBAEKITH ZE 100bp
% 1000 bp BK B, IRIE DNA g 12 /A K Cot=1
=mol/LX Ts, i+ E % Cot-1 DNA 2 & it
[0, R A S1 AR ER B A 5 v b U IR 14 SR B2 1 A B IR
ENFF, B BAER Ct-1 DNA, AR %S
I, Zwick %(1997),
L23 Evmiehirheidls 28 Dille%
(1990 M E:IFEEfE B k. A KIEAMRE, 7
KK - RZEHEBR P T 25CAE 2.5 h, YIEL 1

mm EH R Z,0. 075 mol/L KCIl Hj kB 43 30
min, FEE : KEEER (3 : DEE, NE KT HEUER
R2VHRKBRAEREE 1 1IREG 28C T HM#
3~4 h, FEKEMEE 30 min KTl F,-207C
EER.

1.2, 4 E4tdnie AAEYERICEZERAM Corl
DNA, R A 2% 8 F ¥ (nick translation) ,15°C
TRNBL 2.5 h, 05 pLl & 0. 5SM EDTAY K 1k R
M. BfEZ B Promega 2 " AR AFEIRIC
A&

1.2.5 # X R4E5 %K E 258 Hans F (199D K
HEEE MBS, BiEK - R EF8MFF 65CHE 30
min, RNA #(0. 1 mg/mL)37C4H 30 min, f§ 2%
SSC(0. 3 mol/L £ 4k 4#% 0. 03 mol/L # B IR &
ZHBOVE 3X5 min, RIFHEEBEEG pg/ml)
37°CAbH 15 min, B 2 X SSC ¥k 3X 5 min, 1 % H#E
/R AL 10 min, f 2 X SSC % 3X5 min, 70% .
95% % 100 Y61 BEE RS BEK (& 2 min), F4&. MM
VLS| YRR IC R BRET O 22 MR (B RS M 25 ul
206 BRRR I RAE, 6 pL #R4F, 18 pl 50 F Bt 50
mmol/L B & v IR & ¥ W), 50 pL/k,80CHt
ARtk 2.5 min, BRJG 3TCH/AT R, 2000 09 B BERK
(FH 2XSSC fifE)42°C 4L 3 3 X5 min, fRIKA 2X
SSC 1 1 X TN (0. 1 mol/L Tris-Cl, 0. 15 mol/L
NaCl 28 ph %) ¥, 88 /5 A 100 L/ A TNB(TN +
0.5% blocking)37°C4AbH 30 min, EEXM T E
Fric B ERE A 48 3t 3% M K -Cy3(Strepavidin-Cy3) M
A 81 F 4k 4% PL & M K (Biotinylated-anti-streptavi-
din) ¥ iy, WEER, 8yt A 1 pg/mL DAPL F 4.
#l A 7E Olympus BX60 KL B HME T WE. Fl A
Sensys CCD 1400E Z &M VY'Y 8445 KE £,
Photoshop ¥ {440 E H- .

2 EBER

2.1 HEFEA DNA fJIREL FTBF R Cot-1 DNA #H &

HEFEH DNA BB R LE 1\ TR
48 DNA 255 1A 2,5 K B4 H7E 250~1 000 bp 2Z
% &8 Cor-l DNA G RIE 3, KA B EEHE
HR7E 250~1 000 bp, H TR ZEE A DNA 4|
%89 Cot-1 DNA B9 H B K B 7E 100~1 000 bp 2
8. ¥% Cot-1 DNA W E 1 pg/ul,
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Fig. 1 Preparation of total genomic DNA of N. nuci fera L.
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C.t-1 DNA NEHF B EMFEEEH DNA, R
FEREYEERFI T &M LEIRE, AfiR3 Cor-l
DNA =& AE, — i Ct-1 DNA H# ¥ 8 DNA
i 1/10 & 1/20(Bennett %,1991), A EMENR
AN, NER Cor-1 DNA FISH MEREX.FS
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Cot-1 DNA FISH &R BE/R, AIERG& LK
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Cot-1 DNA B #4r#7 (Wang %,1995), B .3 F I
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¥, 7A@ T Cor-1 DNA FISH () 45 8 347 Bl R 3
B8R B, 0 E R B RIR B 0k, BT HET A i
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HAG Cor-1 DNA FEMN 7 ISH Lk, @ H AT
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AR ERAS, BB MERE, TR RRE
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(B 5% ,2000; Rajyashri %:,1998), C,-1 DNA {E%
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DNA H 8 MR, Rk W REBH= T —FfH
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AR, KGR EZ YR AEES
ZEIMAGHARFEE-ENER BHEZFY]
ERRHEYEFRALEWANENXR, URBREY
ERAAHFU LW RXRLAFEEERAETES,
1999;Kato %,1998; Britten, %,1968), i W& ¥,
B3 Cor-1 DNA REEBEFA F 870 7T LA 9 B
FREVERAABRMFLY—-FEROTFER, £
—MATFRFHANFHZEAEY, BIHRL
BW¥EM G-l DNAZERBZMBRAMHENES,
BEAE 4 43 2 2 TN 3 AL B BT SR AL 0 F BLAESE .
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