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Immol/L, dI'TP 0. 65mmol/L) 2H1, Klenow DNA
2U , 37C 20k
(3) 2HL 100mmol/L EDTA ( (HS8.0) ,
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3 X FBH
Fiz 3 Canpetitive FISH analyssw ith bitirlabeled painting pobes derved fran the X chranosme lbrary
a s X ;b s
XY

a A metaphase fran the fanale the mserted frame show s the signak on X chranosanes b. A metaphase fran hemale the nserted frane shovs

the signak on X and Y chranosan es
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THE CONSTRUCTION OF X CHROMOSOME LIBRARY OF SPINY EEL
(MASTACEM BELUS ACULEATUS)

(HEN Ji, ZHAO Gang >, ZANG YaTng, YU Q +X ng' and LIU JiangD ong
(1. College  Life Science Wuhan Unwersity, Wuhan 430072
2. Deparment of BasicM edicne H ubei College of Traditional Chinese M edicine Wuhan 430061 )

Abstract The spny eel (M astacan belus aculeaius) is a species of the genusM asiacanbelus ( Osteichthyes Perct
bmes), whichmainly Ive n the freshwater of he south ofChina The fish is particularly attractive for cy logenet+
cal study ow ng to possessng well differentiated X and Y sex chranosames.

In the present siudy the X chranosanesofM . aculeaus werem icrod issected fuun the metaphases of chrm -
sanes of the famak. Then, the fragnents of X chranosames were put nto am icro tube and am plified using D egen
erated O ligonucleotde-Prmed PCR (DOP-PCR ). Thereafter the product of PCR was connected to T vector and
the plasm ids were electric transfomed nto E. coli. As a resuly the library of X chranosame ofM . aculeatus was
constructed. The sum of the lengths of the inserted fragments is same 1. 08 X 10’ bp with an average kngth of
500bp. It is beleved that the library covered more than 98% sequences of the whole X chranosame theoretrally.

To check the cred bility of the library fluorescence in siu hybrdiaton (FISH ) was applied. The fragnents
of the library were labekdw ih botn by PCR. Then the probes were hybrd ized to the chramosanem etaphases of
both sex ofM . aculeatus n the absence or the presence of canpetitor DNA. Strong sgnalsw ere detected on the en-
tire sex chranosmes aswell as sknals dispersed on all autosanes w ith the cond ition of FISH n the absence of can-
petitor DNA. W hereas camn petitor DNA was added the sgnals disappeared except those showed on heterochram atic
regbns of X and Y chranosames. H ence we assorted the repetitive sequences in the X chranosam e ofM . aculea-
s o three types. ltwas ntepreted that the spnals of FIH n he presence of canpetitor DNA show ed the distr+

bution of type (O repetitive sequences on the sex chranosanes ofM . aculeatus.

K ey words M astacanbelus aculeains Sex chmmosame¢ Chmomosam e library FISH



