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ABSTRACT

Crassostrea iredalei has been known as an important commercial species and have
potential for aquaculture. The purity and quality of DNA extracted from tissue
samples is important for sensitivity and usefulness of molecular methods such as
RAPD-PCR. Therefore, the availability of effective DNA extraction methods is
essential. Successful preservation of tissue sample is required for long term molecular
studies in distant areas to prevent DNA degradation. In this study, the best
preservative and DNA extraction method that produce DNA of highest purity and
quality was determined. Two different preservatives were used to preserve the tissue
samples and two different DNA extraction methods were used to extract the genomic
DNA for PCR amplification. Fresh tissues were used as a control. The purity and
quantity of extracted DNA was measured with a spectrophotometer and verified by
agarose gel electrophoresis. Finally, the extracted DNA was selected for RAPD-PCR.
The purity and quantity of DNA extracted from 95% ethanol was ranged from 1.078
to 1.291 and 260.0 ng/pL to 492.5 ng/uL .The DNA purity and quantity of DNA
extracted from TNES-urea buffer was in range of 1.167 to 1.355 and 302.5 ng/pL to
505.0 ng/pL respectively. Based on the banding patterns generated by agarose gel
electrophoresis, the Promega Wizard™ Genomic DNA Purification Kit was a good
DNA extraction method compared to Phenol-chloroform method and the TNES-urea

buffer preservative is a good preservative for Crassostrea iredalei.

X



PENGGUNAAN DUA BAHAN AWET BERLAINAN DAN KAEDAH
PENGEKSTRAKAN DNA BERLAINAN BAGI TISU CRASSOSTREA
IREDALEI (TIRAM) DALAM KAJIAN AMPLIFIKASI PCR

ABSTRACT

Crassostrea iredalei adalah spesies komersial yang penting dan mempunyai potensi
untuk akuakultur. Ketulenan DNA yang diekstrak daripada tisu sampel adalah penting
bagi kepekaan kaedah molekular seperti RAPD-PCR dalam pemilihan stren C.
iredalei yang baik. Pengawetan tisu yang baik diperlukan untuk kajian molekular di
kawasan yang jauh untuk mengelakkan degredasi DNA. Dalam kajian ini bahan awet
dan keadah pengekstrakan DNA yang menghasilkan DNA yang paling tulen dan
berkualiti ditentukan. Dua kaedah pengawetan yang berbeza digunakan untuk
mengawet tisu dan dua kaedah pemencilan DNA digunakan untuk memencilkan DNA
genomik untuk amplifikasi PCR. Ketulenan dan kuantiti DNA ditentukan dengan
spektrofotometer dan diverifikasi dengan elektroforesis gel agaros. Akhimya, DNA
yang diekstrak dipilih untuk RAPD-PCR. Ketulenan dan kuantiti DNA yang dipencil
daripada tisu dalam pengawet 95% ethanol adalah dalam julat 1.078 hingga 1.291 dan
260 ng/puL hingga 492.5 ng/ul. masing-masing, manakala daripada tisu dalam
pengawet TNES-urea buffer adalah dalam julat 1.167 hingga 1.355 dan 302.5 ng/uL
hingga 505.0 ng/pL. Keputusan berdasarkan corak jaluran elektroforesis
menunjukkan kaedah ekstraksi DNA yang paling efisyen adalah Wizard™ Genomic
DNA Purification Kit dari Promega manakala penimbal TNES-urea adalah bahan

pengawet yang sesuai bagi Crassostrea iredalei.





