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AN EFFICIENT METHOD OF DNA EXTRACTION FROM
Theobroma cacao AND Cola nitida LEAVES
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An efficient procedure for DNA extraction from recently matured green leaves of Theobroma cacao L. and Cola nitida is
described. The procedure has been successfully used for extraction of good quality genomic DNA from cocoaaccessions and the
related genus, Cola nitida. It is a modified CTAB procedure, which includes use of high concentration of hexadecyltrimethyl
ammonium bromide, (CTAB) (4%), and PVP in the extraction buffer to remove polysaccharides and polyphenols respectively.
Addition of 5M NaCl during DNA precipitation with isopropanol, use of buffer in higher proportion in the extraction buffer,
additional centrifugation steps during chloroform: isoamyl extractions, extended RNAsetreatment, additional phenol: chloroform:
isoamyl extractions and profuse additional washes of DNA pellet with ethanol to eliminate salt residues further helped in
eliminating residual viscous substances and enhancing DNA recovery. The isolated DNA is of good quality and amenable to
Polymerase Chain Reaction analysis.
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Método eficaz para extracdo de DNA de folhas de Theobroma cacao e Cola nitida. E
descrito um procedimento paraextragdo de DNA defol has de Theobroma cacao e Cola nitida eminicio de maturag&o. O processo
tem sido usado com sucesso paraextracdo de DNA gendmico de boaqualidade de acessos de cacau e de cola. Trata-se do processo
CTAB moadificado, o qual inclui o uso de atas concentracGes de bromohexadecil trimetil aménio (CTAB) a4% e, PVPno tamp&o
da extracdo para remover polissacarideos e polifenois, respectivamente. Adicdo de NaCl 5M com isopropanol durante a
precipitacéo do DNA, uso de tamp&o em grande quantidade durante a extragdo do tamp&o, centrifugacBes adicionais durante a
extragdo do cloroférmio: isoamil, extengéo do tratamento com RNAse, adic¢do defenol: isoamil elavados adicionaisdo “ pelet”
de DNA com etanol para eliminar os residuos salinos, ao tempo que eliminam as substancias viscosas residuais, facilitando a
recuperacéo do DNA. O DNA isolado é de boa qualidade e apropriado para a andlise de PCR.
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