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Abstract: The univalent from the meiosis-metaphase spreads of F, (Z, X wheat variety Wan7107) was identified to be
Agropyrum intermedium 2Ai-2 chromosome by GISH. The 2Ai-2 chromosomes were microisolated and collected. After two
rounds of PCR am plification, the PCR products w ere ranged from 150-3 000 bp, with predominant fragments at about 200-
2 000 bp, Using 4g. intermedium genomic DNA as probe, Southern blotting analysis confirmed the products originated
from Ag. intermedium genome. The products were purified, ligated to pUC18 and then transformed into competence
Escherichia coli DH5 a to produce a 2Ai-2 chromosome DNA library. The microcloning experiments produced approximately
5 x10° clones, the size range of the cloned inserts was 200 —1 500 bp, with an average of 580 bp. Using Ag. intermedium
genomic DNA, as probe, dot blotting results showed that 56% clones are unique/low copy sequences, 44% are repetitive
sequences in the library. Four Ag. intermedium clones were screened fromi the library by RFLP, and three clones (Mag065,
Mag088, Mag139) belong to low/single sequences, one clone (Magl04) was repetitive sequence. GISH results indicated
that Mag104 was Ag. infermedium species-specific repetitive DNA sequence.
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Fig.3 Southern blot analysis of the second LA-PCR
products, using a probe of total Ag intermedium
genomic DNA labeled by a -*?P-dCTP
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Fig.4 Clony hybridization using a probe of Az
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Fig.5 PCR amplification analysis the sizes of some
insert fragments
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Fig.6 Dot hybridization of some plasmids cloned
using a probe of Ag Intermedium genomic DNA
labeled by a -ZP-dCTP
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Fig.7 Southern hybridization pallerns of combination
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Fig. 10 Southern hybridization patterns of combination
of Magl04

11 Biotin-16-dUTP §RID&I Mag104 ShiRS 5 (Z, X 58
MOP) F B8 BERAT (FHLRFTRES
)

Fig 11 GISH of meiotic metaphase 1 in F, hybrid of Z,

XWan7107 using Biotin-16-dUTP labeled MaglQ4
(Arrow showing the 2Ai-2 chromosome)
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SEBRREk, REA. BE. EREL. PRY
WERFRESEESZISRDNA K5, FTLL
BRI 1T 72 P AT 0 28 LS 5 455 P AR M B A
H,

184N PCR EEARMT R BARHE T R Rt ST e f
ZHH. £EEHITHENS (vector mediated-
PCR). fIHERZHESIY (DOP-PCR). &4
—HE% (LAPCR) %. HWXERBEME.



168 B kR v B O 37 %

DOP-PCR7;VE N FH BN EH 1M T IE X ZHRA
By, BHERR. RENFIE. A
XM INEERE M T E B E 4. Fik, %
ER B E RS AT B, i LA-PCR BB TR
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