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Abstract A smple procedure for isolation of mitochondrial DNA (mtDNA ) from cotton
seedlings (Gossypium hirsutum L. ) has been developed ThemtDNA obtained with this
procedure can be digested w ith restriction endonuclease and is available for Southern blot
analysis, PCR amplification and ligation reaction
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100g , 0.1% 1h
, 37 S5an ,
1.2 m D NA
4 50q 200mL A
(1.2mol- L™ 'NaCl,0.05mol- L™ 'TrisHCIl,pH8.0) , Imin, 6
, 1000x g 10min 16000x g 45min
10mL B (0.3mol- L * , 0.05mol- L *TrisHCI, pH7.2,
fmmol- L M gClz) , DNasel 50ug- L' 4 1h
DNA InL C(10mmol- L™ 'Triss HCI, 20nmol
- L 'EDTA,pH7.2) 52%  36% ImL, ImL
. W 35000r- min * 40min 52%  36%
, 3 C  12000x g 10min,
15mL D (100nmol- L™ * TrisHCI,pH8. 0, 50nmol-
L 'EDTA, 500mmol- L ‘NaCl) . ImL 20% DS, 36 10miin,
5mL Smol- L~ * , 20min , 12000x g 30min, ,

10mL , - 20 30min, 12000% g 10min miIDNA DNA
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TsoE1o (50mmol- L™ 'TrisHCI,pH8.0, 10nmol- L 'EDTA), ,

RN ase(10g- L~ *)20ul, 37 15min T 0E1
, : 1 2 1/10 Inol- L' 'NaAc 2
- 20 , 12000% g Emin DNA, 70% 2 DNA
, 100 150ul  TwE: , - 20
1.3 mDNA
1 1.5ugDNA, (10 20 ) H indIII (
), , 6 8h 0. 8% ( 30an)
(TBE ), 1 5/ an’?, 24h 0. 5ug-
mL* (EB) TBE 1h,
1.4 PCR
PCR 25mL , 10mmol- L ‘Triss HCI(pH8. 3), 50nmol-
L 'KCI, 2.0mmol- L~ ™ gClz, 0. 001% 100mmol- L~ 'oNTP, 15ng 10 ,
25ngmtDNA , 2.0 Taq Perkin- Elmer (480 )
94 Imin,37 Imin,72 2min, 35 72 S5min
1. 0% ,EB :
1.5 Southern
D IGDNA L abeling K it
rr26s H indIII mt DNA , , 120 15
30min D IG N ucleric A cicl D etection Kiit , rrn26s
mtDNA mtDNA /H indIIl
, 1. Okb miDNA
pGEM - 6Zf(+) : (M 109), , ,  HindIII
,EB
2
2.1 NaCl
mDNA ,
, NaCl ( 1-A) 1- A , ,
N aCl ( 4 ) mtDNA , DNA

; , ( 2 ) miDNA DNA
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