27 3
2003 5

ACTA HYDROBIOLOGICA SINICA

Vol. 27, No . 3
May , 2003

»

cDNA

BEE x F EEF

, 430072)

CLONING AND CHARACTERIZATION OF THREE MYOSIN LIGHT
CHAIN ¢DNA FROM SILVER CRUCAN CARP

SHI Yao-Hua, LIU Jun and GUI Jiarr Fang
( State Key laboratory of Freshwater Ecology and Biotechnology , Institute of Hydrobiology ; The Chinese Academy o
Sdences; Wuhan Center for Devdopmental Biology, Wuhan — 430072)

’ s

Key words: Silver crucian carp; Myesin light chain; ¢DNA doning
: 1000 3207( 2003) 03 0308 06

:Q75 tA

( Carassius auratus gibelio ),

( 5% —20%)
[1]
[2]
[3—6]
cDNA (7
cDNA (81
(810 cDr
NA ¢DNA ,
1 2 3
181 , SMART 3 RACE 5
RACE , 1
2 3 cDNA,
1
11 D
, (20°C)
: 2002 05 (8; : 2002 12-20
(30130240) ;
(1970—), . ; ;

, Email: Jfgui@ ihb. ac. cn

12 RNA SMART c¢DNA

RNA ( Phamacia)

mRNA ( Promega)
RNA SMART ¢DNA ( Clontech)

( Clontech)
SMART cDNA DNA ¥
13
PCR R Blastx ~ NCBI (
GenBank, EMBL, DDBJ, PDB ) s

s Northem (8]

14 ¥ RACE 5 RACE
SMART ¢DNA  Smart CDs
SMART 5 (5-AAC GCA GAG TAC GGG GG 3) SMART

3 (5-AAG CAG TGG TAA CAA CGC AGA GTA CT(39 N-;
N3, SMART ¢cDNA 5 3

SMART ¢DNA
SMART 3 cDNA 3 s SMART 3
cDNA 5 PCR : UC Smin; UC 30,
@OC 30s, 72C 1 mm, 35 ;72C 5min 5 3
s cDNA

(KSCX 2 SW-303)



3 cDNA

309

AAC GAG ATG AAAT,
CCT TCA TG3

CCT CAC CAT G 3,
AGG AGT TG 3

15

EXPASY s

:5-ACG CCG ACC 12 3 186 170

. §-GCT CAA CCT CAT CTT (0 1 TGA,
1 2 SMART cDNA
. §-CIT CAC TGT CI'T 1 3
:5-TCA CAC TGG GTG GIC (Poly A)

2 ¢cDNA
NCBI cDNA 1171bp, AANAAA

( GenBank, FMBL, DDBJ, PDB ) 5 1 R 60hp, 3

81
141

201

261
321
381

441

541

601
661
721
781
841
901
961
1021
1081
114]

, Clustal X 6%bp, 5 S
188bp

3 SMART cDNA RACE

, 5 3

AAGCGCABAGTACGCGGGGAC-
CCAGAGCGTATCTGACCCCETGCTGTCTCCGTCCCTCCEGTGTTECATCGTTACCATCACE
ATGGCCCCCAAGGAGAAGGAAGAGCCCAAACCAGTAGCTGCACCCAAGCCGCCAGAGBCET
M A P K E K E E P K P V A AP K P P E P
GAGCCCCCCAAGGAGCCAGAGTTTAACCCGGCTGAAGTCAAGATTGAATTCAGCGCTRAG
E P P K E P E F N P A E V¥V K | E F T A E
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GAGCAGCTGATGGCTGGGCAGGAGGATGCAAACGGCTGTATAAACTATGAAGCTTTTGTA
E QL M A G OETUDANTGSGT CI NYEAF UV
AAACACATCATGGGTGGCTGAATGGATGATCAAGACACTTCAGT TGAGGATACAACATAA
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TGTTGATTTTATTTAATCGTTGTTCTTTTTTAATTAAAACTCACACAGGTGTTTCCTROC
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ATCACACACGGAGAGGAGAAAGAGGAAGAATAATCTCAGTCCATCAACCCTCTCTAACTC
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TATGGAGATAATGTGATTATTTTAAATAAAATAATCTAAAATCATGAAATCACACCCTCT
CCGTTCTGTCTGCCAGTATTTCTCTTTATAAATGTATAAGCAGAGGAGATATTTAAAGAG
ATGGTGCATCTCTGTAACAGAGTGCCACCTTCTCTCTCAGTGTTTCCCGTTTCTTTTCAT
GOAGAAACAGAAATATTAAGAAGGAAAGACATTAAGCACTAAGAAAAGATACAGAGGAAG
ACAACGTGAGGATGAGTAAAATAAACAAAATAAAACATCTTTGTTTTTACTTTTAGTCAC
TTGTTTACTCCTCCATTCCAAAGTCATCTTTTCTTGCATT TACTTTCCTTTCTCTTTATT
CAACTCGTTGTCOTCAAAACCACCTGTAACTCCAAGATAACACAAATAAAAGCACCTAAA
TCTTTAANAANAANAAAAAAAAAAAAAAAAA
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1 CCGGCTTCTTBACTTCTBCCCCTCOGCTCCTGCACCCCAAAACTCCATC
c 80 ATGGCTGGAGAATTCTCTGCTGACCAGATTGAGGACT TCAAAGAGECCTTTGETCTCTTC
M A G EF S ADO I EDTFKTEATFGLF
110 GACAGAGTTGGTGACAACAAGGTTGCCTACAACCAGGTTGCTGACATCATGCGTGECECE
D RV 6D N KV A Y NGOGV ADTI M R AP
170 GGACAGAACCCCACCAACAAAGACGTGAAGAAAATCCTGAGTGACCCATCTGCTGAGGAT
G @ NP T N KDV KT KTILSDPSADD
230 ATGGCCAACAAAAGAATTGACTTTGATGCT TTCCTGCCAATGCTGAAGACCGTTGACGEC
M AN KR I DFDAFTLGPMLTKTUVD A
290 GTCCAGAAGGGTACCTATGATGACTACGTTGAGGGTCTGCGCGTCTTCGACAAAGAGGRE
V@ K G T Y DDYVYEGLTRVYTFTDEKTEGE
360 AACGGCACAGTGATGBGCGCTGAGCTECGCATTGTGCTCTCAACACTGGGTGAGAAGATG
N 6 TV MG AE LRIV LSTLG®GETKM
410 ACCEAGCCCGABATCBACTCTCTCATGCAGBGACAGGAGGACGAGAACGGCAGTGTCCAC
T EPE I DS L MOQ®EGOETDTENTEGS SV H
470 TATGAGGATTTCGTCAAGCACATCATGTCTATGTAAGAGGCCGTCCGCTGAGAGAGTGGT
Y ED F V K H I M § V sT0P
530 GAAGAAGGCTGAACTATATCTGCAGACCCCATGGTGTCAGGACATCCATTCTGTTTTGAA
590 GACCAATAAATAAAAGGACTATGGGATGTCACTTCTAAACCATTCAGTTGTTCCCCTTTA
650 TTTGTTTTCTCCCCTCTCGCCCAATTTTTTITTTTTTTTTTTTTTGAAGTTACATCGTCC
710 TTTCATGCAGTTGACCCTACTTGCCTTCTGTTCCGCCCOEEGCEECCTTCCACAGTCLGA
770 TGGAGACCGGGGAAGAAAGAAAAGGCCACTCATGAAGTGAGGGTTGOGTTTCTTTCTTTC
830 TCCACCCATCCAGGGTTACAACAGCACCCG
1 A 1;B 2 C 3. 5
, 3

Fig. 1 Nucleotide sequences and putative amino acid sequences of silver crucian carp myosin lisht chain dMNA. A myosin light chain 1; B myosin licht chain 2;
C myosin light chain 3. Dovnsgream primers used in coning 5 ends were underdined and upstream primers wsed i cloning 3 ends were double underdined The
putative polyadenylation signal was shoven n bold
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Fig. 2 Comparson of silver crucian carp myosin light chain amino acid sequences with other species. A myosin light cham I; B myosn light chain 2

C myosin light chain 3 The sar indicates identical amino acids
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