M Agricultural Biotechnology Journal :

Shahid Bahonar Tranian
University of Kerman Biotechnology Society
Print ISSN: 2228-6705 Online ISSN: 2228-6500

The expression pattern of p32 gene in femur, humeral muscle, back

muscle and back fat tissues of Kermani lambs

Zahra Arabpoor Raghabadi
*Corresponding Authour: MSc Student, Animal Science Department, Faculty of Agriculture,

Shahid Bahonar University of Kerman, Kerman, Iran. Email: zahra.arabpoor.da@gmail.com

Mohammadreza Mohammadabadi
Professor of Animal Science Department, Faculty of Agriculture, Shahid Bahonar University of

Kerman, Kerman, Iran. Email: mrm@uk.ac.ir

Amin Khezri
Associate professor, Animal Science Department, Faculty of Agriculture, Shahid Bahonar
University of Kerman, Kerman, Iran. Email: akhezri@uk.ac.ir

Abstract
Objective

Studies have shown that p32 is highly expressed in metabolically active and rapidly growing
tissues, such as muscles, breast tumors, epidermis, and ovaries. One of the basic measures in
domestic animals is the study of genes and proteins related to economic traits and their study at
the cellular or chromosomal level. The aim of this study was to investigate the expression pattern

of p32 gene in femur, humeral muscle, back muscle and back fat tissues of Kermani lambs.

Materials and Methods

Samples of femur, humeral muscle, back muscle and back fat tissues of Kermani lambs were
collected (12 samples from 3 animals and 3 replicates from each tissue). After rapid freezing, the
samples were stored in a -80 freezer. Total RNA was extracted using a standard kit. The quality
and quantity of the extracted RNA were evaluated by agarose gel electrophoresis and using a
nanodrop device. For cDNA synthesis, parstous cDNA synthesis kit was used. Real time PCR
reaction by Syber Green method was used to evaluate the relative expression of genes. To analyze

the data obtained from real time PCR, the Pfaffl method was used.
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Results

The quality of the extracted RNAs showed that the quality is appropriate and desirable.
Observation of 18S and 28S bands in RNA indicated that it was intact and that no additional bands
indicated its purity. Electrophoresis of PCR products on agarose gel and the results of real time
PCR curves showed that the p32 gene was not expressed in femur, back muscle and back fat
tissues of Kermani male lambs and was amplified only in the humeral muscle tissue of these
animals. The observation of a single band in the range of 281 bp for the p32 gene in the humeral
muscle tissue and the presence of a band in the range of 112 bp for the beta actin gene in all

samples indicated the accuracy of the experiment and the amplification of the fragment.

Conclusion

Considering that in this study the expression of p32 gene in Kermani sheep at the age of 11 months
was studied and the expression of this gene has been reported more in the embryonic period, so
no expression of this gene was observed in femur, back muscle and back fat and its low expression
in the humeral muscle tissue confirms the results of previous studies. Low expression of this gene
in the humeral muscle tissue may indicate that the muscle is still growing at this age or that the
tissue may be cancerous, as this gene is more expressed in tissues that are growing rapidly or are
involved in cancer.
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Table 1. Primer sequence used for p32 and beta actin genes expression in different tissues

of Kermani lambs

2S5 axkd Job Sl Jlgs B
B Primer sequence Gene name
Amplicon size
(bp)
5- GCTGTAGCGGACTGCACACC -3 cd, 5 56l P32 3
281 Sense Primer P32Gene
5'- CAATTCAGGCTCCTGCTCCTCAG -3’ iy S5kl
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5' GCACCACACCTTCTACAAC -3' e,y 5 5kl oSy o5
112 Sense Primer Beta actin
Gene
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Table 2. Kit components used for real time PCR

Material aslo Amount (L)  (UL) sdlisw! 5,90 Hladie
syber green Master-Mix 10
Fed primer (10 pmol/p) 1
Rev primer (10pmol/p) 1
cDNA (20 ng/p) 1
Water (ddw) 7
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Table 3. Real time PCR thermal program for beta-actin gene
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Table 4. Real time PCR thermal program for p32 gene
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Figure 1. Three samples of extracted RNA from three tissues of Kermani lambs on agarose

gel
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Figure 2. Electrophoresis of amplified products for p32 gene in humeral muscle of Kermani

lambs on agarose gel. H1 and H2 are 2 samples of humeral muscle and M100 is size marker
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Figure 3. Electrophoresis of amplified products for beta actin gene in femur, humeral muscle,
back muscle and back fat of Kermani lambs on agarose gel. B1-B7 are samples of femur,

humeral muscle, back muscle and back fat and M100 is size marker
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