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Fig 5 Nucleotide and deduced amino acid sequence of EST for CA PN 1 of B. grunniens



2 : nested  touch down PCR CAPN1 EST 17

22 98%, 89%, 89%, 83%, 96% 81% ( 1)
, , Clustaw ;
224 bp CAPN 1EST , CAPN 1 EST )
GenB ank A 'Y 197555 88%,
NCB I B lastn , ,
1 CAPN 1 EST

Table 1 Resultsof homological analysisof EST for CA PN 1of B. grunniensw ith its countpartsof other manals

Genebank /%
Species A ccessionNo Score Expect value Identities
B os grunniens A F221129 504 e-140 98
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Sus scrdf a A F263610 400 e-109 93
H ano sapiens BC017200 313 7e-83 89
M acaca f ascicularis A F284440 305 2e-80 89
M usmusculus XM 192846 183 3e-42 83
Rathus norvegicus NM 019152 147 9e-33 81
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Isolation of EST for CA PN 1 of B os grunniensw ith
nested and touch-dow n PCR
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Abstract: CA PN 1 genew as investigated as candidate gene affectingmeat tenderness W ith theprimers
designed according to dNA s encoding CA PN 1 published in GeneBank, RT, nested and touch-down PCR
were used to ilate EST of total RNA s from muscle of B os grunniens The PCR product w as ligated to
pGEM -T-easy vector, and then E. coli DH5x strain was transformed Positive clones w ere identified by
restriction endonuclease, PCR and sequencing T he partial sequence encoding CA PN 1 of B os grunniensw as
identified, the corregpponding EST s of B os taurus, H ano sapiens,M acaca f ascicularis,M us musculus, Ovis
aries and Rattus norvegicus shared 98%, 89%, 89%, 83%, 96% and 81% homology with that of Bos
grunniens regectively. It indicated that the EST w as comparatively conservative betw een different species
Iolation of the EST hasmade substantial basis for further research on CA PN 1 gene of B os grunniens The
result of this research suggests that the combining use of nested and touch-down PCR is an effective
method in EST ilation even though total RNA s are partially degraded

Key words nested and touch down PCR; EST iwlation; gene for large subunit of CAPN1; Bos
grunniens



