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Abstract: Melanocortin receptor 4 ( MCIR) played a major role in the regulation of cell differentiation and migra—
tion in melanoma cells and also had an important physiological function in the nervous system and the immune sys—
tem in fish. In this study we explored the culture conditions of epidermal melanocytes in Pelteobagrus fulvidraco.

The results showed that Pelteobagrus fulvidraco epidermal melanocytes adhered after 72 h at 27 °C. The culture me—
dium supplemented with 20% fetal calf serum was preferred compared to 10% supplemented during the culture. In
addition we cloned 936-bp MC1R gene which is encoding 312 amino acids in Pelteobagrus fulvidraco. The homol-
ogies between Pelteobagrus fulvidraco and other fishes including swordtail fish ( Xiphophorus maculates)  guppy
( Poecilia reticulata) streak Star flounder ( Verasper moseri) sea bass ( Dicentrarchus labrax) and turbot ( Psetta
maxima) were 97% 96% 90% 90% and 90% respectively. System analysis showed that Pelteobagrus ful-
vidraco MC1R gene in the position of evolutionary tree was coincide with the location of classification. Consensus
results in Pelteobagrus fulvidraco were observed based on molecular evolutionary analysis on MC1R gene and taxon—
omy. It was proved that the primary culture conditions of Pelteobagrus fulvidraco epidermal melanocytes in is: 27
°C  supplemented with 20% fetal calf serum and the cloned gene was Pelteobagrus fulvidraco MCIR. Our re—
search could provide a basis for subsequent researches on the cellular and molecular mechanism of lacking melanin
symptoms in Pelteobagrus fulvidraco.
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PCR
PCR primer sequence of TaKaRa RNA LA
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( Takara) E. coli DH5a M13
PCR
ABI 3730
o NCBI ( http: //www. Ncbi. Nlm. Nih.
gov/ BLAST/) Vector NTI suite 6.0 BLAST

Mega 5.0
1000
2 ( Results)
2.1
20%

72 h

o

( NJ method)
( bootstrap) o

27 C
48 h



1038
1) o FN377856) . 5 blast o
2.2 MCIR MCIR
2.2.1 97% 96% 90% 90% 90% (  3) -
MCIR 936 bp(
2) 312 Genbank

( Verasper moseri

~ ~

:AB287974) . ( Dicentrarchus labrax

2 MCIR cDNA
Fig. 2 The nucleotide sequence of Pelteobagrus

1 fulvidraco MC1R ¢DNA sequence

Fig. 1 Primary melanoma cell culture of skin tissue

3 ( Xiphophorus maculates : DQ 866828) (Poecilia reticulata
: AB563501) . ( Verasper moseri : AB287974) . ( Dicentrarchus labrax

: FN377856) . ( Psetta maxima : FJ605360) 5

Fig. 3 Alignment of the deduced amino acid sequences of Pelteobagrus fulvidraco MC1R and other vertebrates.

he identical residues ale indicated by shadow. Xiphophorus maculates ( Genbank: DQ 866828) Poecilia reticulata ( Genbank:

3501) Verasper moseri ( Genbank: AB287974) Dicentrarchus labrax ( Genbank: FN377856) and Psetta maxima ( Genbank: FJ605360)
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Fig. 4 Phylogenetic tree of Pelteobagrus fulvidraco MC1R by NJ method target species were marked by rhombus.

measuring scale = 0.2 demonstrate interspecific evolutionary distance
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