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1. A\HindIll ; 2. #F N 4H DNA Genomic DNA of E. asinus.
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Fig.1 Electrophoresis of genomic DNA of E. asinus
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1. #7 874] DNA Sonicated DNA of E. asinus; 2. Marker II.
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Fig.2 Electrophoresis of sonicated DNA of E. asinus
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Fig.3 Desalting DNA sample using Sephadex
G-50 column by gel filtration
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A. % 1 ¥ First; B. 5 2 ¥ Second;

A-1. HdE DNA Ve 0 &% 3 DL AT 42 DNA  ssDNAs, including lowly repetitive DNA and moderately repetitive DNA;
A-2. W4E DNA Ve, & & B B2 M N3 E DNA  dsDNAs, including highly repetitive DNA and foldback DNA
B-1. g DNA YEBiIE , & = E EE DNA ssDNAs,including highly repetitive DNA;

B-2. X% DNA BEli i, & 4% NP8 DNA  dsDNAs.,including foldback DNA.
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Fig.4 Hydroxypatite chromatography,separation of Cot0.1 DNA
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6,22. Marker Il ;1~5.7~20. Ffi#L Pk 1E /Y 5 58 B 3 & PCR 7= 4 Inserted DNA fragments in highly repetitive Cot library by PCR;
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Fig.5
AR HE R SRS Il AR H I 7 B3
BLAEPTE 500~1 000 bp Z [, X 5HSBTUIM A
BER/NMAY &, TR LB ) .
B #FN 3 GenBank 3 7F RepeatMasker 4%
FE L 3EAT X 4 BT, % BUHE JE T Smith-Water-
man-Gotoh ¥k, £ T3 H T /0 # & & J¥ %1
LINE, SINE., MIR 4§48 & F#f .tk 25 520
SR TR TR A 18 SRBH AL T 51 Cot 3C
FEsf A R Beh 7 4 5 & A LINE J¥ 41 J Bt (Gen-
Bank J¥ %1 5. F1763399, F1763400, F1763404,

HEPCREEREESEFY Cot XEREBARK
Identification of the inserted DNA fragments in highly repetitive Cot library by PCR

F1763408) ;45 4 4 & 4 SINE J¥ 4§ i Bf (GenBank
55 . F1763405,F1763406, F1763409, F1763416) ;
B3 &4 1D E T B (GenBank 7 51 5.
F1763401,F1763403,F1763410) ;A5 4 & A fij L &
)7 9 (GenBank J¥ 9] %5 F1763402, FI1763412,
FI763413,F1763415) s F 1 & & A LTR- % St #%
J&&F ¥ 51 K Bt (GenBank J¥ 31 %5 . F1763407),2 4
KNI fiE 1Y # Z F 91 (GenBank FF 415 . F1763411,
FI763414) .25 Hr L& 1.,

x1 CotXERFINERDH
Table 1  Analysis of repeat sequence screened from the Cot library
751 KB /bp VE L 1 8 )5 5 HEFH 52 L%t 4316 2/ %
Query sequence Total length Matching repeat Repeat class Score Divergence

F1763399 423 L1-1_EC LINE/L1 1344 1.3
FI1763400 401 L1-3_EC LINE/L1 1204 2.1
F1763401 491 ES22 T EFH Satellite 817 16.1
FI763402 554 (CCCTAA)n 7] B8 & JF 51 Simple repeat 787 6.9
F1763403 279 ES22 TEJFFH Satellite 1343 16. 2
F1763404 424 L1-1_EC LINE/L1 462 5.0
F1763405 596 ERE3 SINE/tRNA 903 21.6
F1763406 450 ERE3B SINE/tRNA 363 14.9
F1763407 635 ERVI1-3N-EC_I-int LTR/ERV1 612 14. 2
F1763408 308 L1-1_EC LINE/L1 2 633 2.3
FI1763409 591 ERE1B SINE/tRNA 1072 15.9
F1763410 563 SAT_EC TEFS Satellite 973 14.9
F1763411 417 N/A N/AD N/A N/A
F1763412 483 (CA)dn 15 B H & J¥ 51 Simple repeat 333 12.5
F1763413 471 (TTAGGG)n fA] B & )7 51| Simple repeat 1260 0

F1763414 294 N/A N/A N/A N/A
F1763415 644 (TCCAn 7] # 8 & F 5 Simple repeat 588 2.9
F1763416 182 MIRb SINE/MIR 338 24.2

DN/A:EAVEEF S No matches.
3 i ® 60 °C . UEMBLET T T B IR £k 28 v (PBS) 1 5

KRR KA ZIk S NS EEE
FP 8L o T A5 S04 e B4 o B e R B A 1 T A L s
DNA & M5 Fge it S5 2 b B0 . fE AT 52 1
SR B, — A2 Ve 2% il PBS B Wk Bl 0. 12
mol/L,DNA K Bt K/NHk 200~1 500 bp. & P ik &

W) 5 1 22 A Ml IR S N R R — AN C L pH
6.8, F1 0.12 mol/L Y PBS ¥t B ¥ 85 DNA, H
0. 48 mol/LAY PBS ¥ it X4 DNA, ¥ 1, PBS
B IF HAE R R b R LR K A R R E T
60 °C T PRI AT B2 AE 38 w09 8 2 0 ke B R M
FE LB PR K e 7R
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Separation of highly repetitive DNA for construction
HR Cot library of Equus asinus

ZHAO Ying-jie LU Pin ZHOU Xiang-shan ZHANG Yuan xing

School o f Bioengineering /State Key Laboratory of Bioreactor Engineering ,
East China University of Science and Technology ,Shanghai 200237 ,China

Abstract In order to investigate the highly repetitive (HR) DNA sequences among Equus asinus
genome, Cot0-Cot0. 1 DNA of E. asinus genome was separated and purified through two steps of
hydroxypatite chromatography. Then the HR Cot library of E. asinus was constructed by gene cloning
and sequencing. After the analysis and screening of the library,18 repetitive elements were identified and
submitted to GenBank,including 4 LINEs,4 SINEs,3 satellites,4 simple repeats,1 LTR retrotransposon
and 2 unknowns.

Key words highly repetitive DNA; separation; purification; hydroxypatite chromatography; Cot
library; Equus asinus
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