The Appearance of DNA Bands Pattern

. @7 » _Based on The Result of Primary Selection
US of RAPD Orchid Phaius spp.
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Phalus spphave flowers with large sizes and varoed colors so ~ JRE \

that the demand and popularity of crchids increases and has
the potential 1o becoma & promising business, sspecially ss
potted plants and cut flower staliks. The method used to
increase genelic diversity and increass the population of
orchids is by plant breeding. Genatle diversity is the basls of
plant breeding, one of the main factors In genctic analyals s
the sslection of primers with the right DNA ssquenca for high
amplification rosults with RAPD markers (Castro ot al. 2012)
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DA ISOLATION

One gram of young leaves wos cleanad and placed In an
Eppendorf tube with & capocity of 2 mL, with § mL of
extraction buffer comprising 2 percent CTABE, 100 Mm Tris
HCI pH B, MsClL 1.4 M, 20 Mm EDTA, and 1 percent
mercapiosthanol, plus 0.1g PVPP 40g and liquid nitrogen. The
supsrnatant was separated by centrifugation at 11,000 rpm
fior 10 minutes at 40C after it was incubated for 5 minutes at
650C.0MA In the supematant was purlfled by ClAA in a ratio
of 24:1, centrifuged at 11,000 rpm for 10 minutes ot 40C. The
DMA In the suparnatant wes purified with CIAA in a 2411 ratio,
centrifuged and tronsterred to a fresh tube, Incubated for 30
mintites, then centrifuged for 10 mindes at 11,000 rpm. Thae
liguld was thrown away. and the DMA was cleaned with 70%
ethanol. The DNA precipitate was dissolved in 1 ml of TE buffer
containing 110 of the total volume of 3M sodium acetate with
& pH of 5.2, The liquid was frozen for 30 minutes hafore being
centrifuged st 14,000 rpm for 10 minutes. Tha DNA paletie
has boon cleaned and driad.[16]

QUANTITY TEST OF DNA

Agarose gel was placed in a mold containing TAE buffer, the
DMA sample was mixed with loading dye and then
electrophoresed for 57 minutes at a voltage of 50 velts. The
olectrophoresiz  findings were oxamined using a UV

transluminoior before being photegraphed with a camara. The
mixture was then digsolved In 500 ml of TE bufter and kept at

20°C. DNA ampiification was performed for 3 hours using
DMA, Primer mastermix (MgCL tap polymerase, dNTPs, and
water} and s PCR equipment.[16]
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Primers PCH resulls of Phalus tsnkervillne, Phaius
montanus,Phalus collasus orchids , Phalus ambainensis with
OFA 13 and OPB 18 primers produced & and 4 DNA bands,
respectivaly, with an avarage of 6 DMA bands per primar. Band
resclution [a not cloarly

vigible, thie iz dus to differsnces In amplified DNA fragments.
The more amplified DNA fragments, the stranger the DNA band
resolution. The same band pattern Indicates closeness or
kinship. Species of Phaius spp that have close genetic diversity,
namely Phaius tankervillas, and Phalus amboinensis, (Figures 1
and 2},
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2 primers RAPD OPA 13 and OPE 18 can be used for DMA
amplification oforchida Phaius spp (Phalus tankervillas, Phalus
montanus Phalus collases and Phalus amboinensis) because
they produce clear DMNA bonds, these primers can amplify os
many ag 25 DMA bands with 100% polymorphism . The Phalus
tankervillae and Phaius amboinensis orchids have close genetic
diversity, characterized by the amangement of bands located in
the same base arrangement.




