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Abstract  Stelizia reginae Banks is rich in polysaccharides, polyphonels, and other secondary metabolites.
Therefore, it is difficult to obtain high quality and quantity of genomic DNA from its tissues by conventional
methods such as SDS method, CTAB method, and low pH medium with high salts method (LPHS). Modified
procedures for DNA extraction from S'. reginae are reported based on the above-mentioned conventional methods,
including the pretreatment of cell separation reagent to mllect the nuclei and the use of B-mercaptoethanol,
polyvinylpyrrolidone (PVP) to inhibit the oxidization, and activated charcoal to clear the secondary metabolites,
then followed by the original above-mentioned methods to extract the total genomic DNA . The results showed that
the modified methods were better than the original ones in terms of purity and totality of the genomic DNA. Among
them, the LPHS by SDS cleavage is the best in quality, st and simpleness of extraction. Fig 3, Tab 2, Ref 18
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Tab 1 Quality and yield of the genomic DNA from S. reginae with modified methods
DNA DNA Yield
Sample No. Methods of DNA extraction Dasom Dost D0l Do [m/#g(S(X) mg)71]
CTAB
1 Modified CTA B method 0.2131 0. 1123 1. 897 53.27
SDS
2 Modified SIS method 0. 490 0. 2597 1.910 124. 15
SDS pH
3 IPHS by SDS cleavage 0. 3207 0.1713 1. 870 80. 18
4 CTAB pi 0. 5836 0.3373 1. 730 145. 90

LPHS by CTAB cleavage

EcoRI 4
| : , 4
.DNA
DAN . 2, SDS
pH DNA :
CTAB CTAB pH
, SDS (
DNA ), 1

1 0.8% DNA
Fig 1 0.8% agawse gel elecrophoresis of DNA samples

1: ADNA/ Hin d [1I(23130, 9416, 6557, 2322, 2027bp);
2 CTAB Modified CTAB method;
3: CTAB pH LPHS by CTAB cleavage;
4 SDS Modified SDS method;
5 SDS pH LPHS by SDS cleavage
2.2
» DNA
» DNA
[13
’ ’ 4 DNA 2 0.8% DNA
C D . Fig 2 0.8% agarose gel electrophoresis of
DNA samples after restriction digests
1: ADNA/ Hind I1I (23130, %416, 6557 2322, 2027bp);
SDS pH y 2 CTAB pH LPHS by CTAB cleavage;
3 CTAB Modified CTAB method;
CTAB ) CTAB pH 4 S8 Modified SDS method;
5 SDs pH LPHS by SDS cleavage
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Tab 2 Comparison of DNA samples obtained by four modified methods
DNA DNA DNA
Methods Yield Quality Removal of polysaccharides  Simplkness Remark
» DNA
CTAB v I Il v Better qualit ’ but bwer out’ t of Dl\iA Better in the
Modified CTAB method cer Aty s o o e e
ranoval of polysaccharides. Trvial in extraction
procedures.
. DNA ,
SDS
- Il v v I DNA .
Modified SIS method Higher output but worst quality of DNA. The worst in
the removal of polysaccharides.
DNA s .
S8 . .
PH I I I [ DNA .
LPHS by SDS cleavage The best quality of DNA, the best in the removal of
polysac charides. Lower cost and simple proce dures.
CTAB ’ ’ ’
PH I ik I I . N . .
LPHS by CTAB cleavage The highest output but ordinary quality of DNA. Simple
procedures.
LI IR VI . 1 i , I , VI I, II, Hland VIstand for gradations 1 stands for the best and VI the worst
2.3 RAPD 3
3.1 2.3.4 DNA
; I DNA DNA N RNA
PCR SDS , DNA .
DNA ,
Tagq ) PCR . ,
3 ’
DNA RAPD , DNA ,
14~15
e DNA
4
s
. s
DNA
DNA
(recalcitrant plant)!'9 N . .
. . [ 17
’ .
b
DNA
CTAB .SDS . pH
DNA,
3 1.5% DNA ,
RAPD
Fig 3 1.5% agamwse gel electophoresis of RAPD B- PVP
products with DNA samples as templates
1: ADNA/ EcoR1 + Hind I1I(21226, 5148, 3530 2027, 1584, 1375bp); ’
2: SDS Modified SDS method; .
3. SDS pH LPHS by SDS cleavage;
4 CTAB Modified CTAB method
5 CTAB pH LPHS by CTAB cleavage

, DNA
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