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The ¢cDNA Cloning and Sequencing Analysis of Mongolia Sheep Ghrelin
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Abstract:In order to amplify ¢cDNA of Mongolia sheep ghrelin, the differential primers were de-
signed according to the GenBank sequence. Total RNA was extracted from the abomasums of
Mongolia sheep and the cDNA encoding Mongolia sheep ghrelin was obtained by the reverse tran-
scription PCR(RT-PCR). The purified RT-PCR product was cloned into pTZ19 vector. The re-
sults of restriction endonuclease pattern analysis of recombinant plasmid and DNA sequencing
demonstrated that the Mongolia sheep ghrelin cDNA was part of ghrelin, because blasted sequen-
cing result with published sheep ghrelin in NCBI web, only one base was different in 205 bases.
The difference didn’t influence polypeptide sequence after translation. The cDNA contained a
ORF of 168 bases which encoded a 56 amino acid prepropeptide. The research to Mongolia sheep
ghrelin will help us to open out its physiological and pathological function, and it will make far-
reaching sense in preventing and curing some ruminant diseases.
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Fig. 3 Nucleotide and predicted 56 amnio acid sequenes of Mongolia sheep ghrelin

Solid underline respectively indicate the sequence of primer 1 and the opposite sequence of primer

2; Double solid underline indicates EcoR | and HindI[ ; The asterisk( * ) indicates stop codon
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Sheep GSQEEGAEDELEIRFNAPFNIGIKLSGAQSLQHGQTLGKFLQDILWEEAEETLADE
Goat GSQEEGAEDELEIRFNAPFNIGIKLSGAQSLQHGQTLGKFLQDILWEEAEETLADE
Bovine GSQAEGAEDELEIRFNAPFNIGIKLAGAQSLQHGQTLGKFLQDILWEEAEETLANE
Mouse RGQAEETEEELEIRFNAPFDYGIKLSGAQYQQHGRALGKFLQDILWEEVKEAPADE
Rat RGQAEEAEEELEIRFNAPFDVGIKLSGAQYQQUGRALGKFLQDILWEEVKEAPANK
Gerhil RGQAEGAEDELEIRFNAPFDVGIKLSGAQYQQUGRALGKFLQDILWEEVKEEATDE

Homo sapiens GGQAEGAEDELEVRFNAPFDVGIKLSGVQYQQHSQALGKFLQDILWEEAKEAPADE
Rhesus monkey GDQAEGAEDELETQFNAPFDVGIKLSGVQYQQHSQALGKFLQDILWEEAKEAPADK

Porcine

SGEVEGTEDKLEIRFNAPCDVGIKLSGAQSDQHGQPLGKFLQDILWEEVTEAPADK

Cat TSQVEGAEDELEIRFNAPFDYGIKLSGAQYHQHGQALGKFLQDVLWEEADEVLADE
Dog TSQVEEAEDELEIRFNAPFDVGIKLSGPQYHQHGQALGKFLQEVLWEDTNEALADE

“ox MR AR & RS AL E
“ % ”indicate highly conserved residues of these ferritins

B4 RELE ghrelin SEEWHILY ghrelin WEEBF I LL &

Fig. 4 Alignment of Mongolia sheep and other mammalian ghrel in amino acid sequences

Mouse
—,—: Rat
Gerbil

— Homo sapiens
L Rhesus monkey

Dog

17.2 | | | |

Porcine
1 1 1 ]

16 14 12 10

6 4 2 0

5 WL ghrelin RE R FF 51 & £ 3 L

Fig. 5 Phylogenetic tree of mammalian ghrelin amino acid sequences
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