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Abstract: We studied on the tissue culture and rapid propagation of Bletilla ochracea in the wild primariely,
and succeeded in obtaining the healthy tissue culture seedings. We also built up the phylogenetic tree of this
sort of plant to confirm the taxonomic level by the sequences of tDNA ,ie. ITS1,ITS2,and 5.8 S rDNA.
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R (MRS DYXB) , % B M ETE RN
A ET A B B AR B BR BIF R BR, A KE W
B BRaE EAKRBENRELFRLRET 4 C
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1.2.1 A F3%38 5% R MS RN EA R
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3% ) e R ARG SR EMA AR R,
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B IMAEBNRESFIE RKAERARR, BE2.0
ml B.0E T, in 600 wl B CTAB ZL## W, (CTAB
2% ,Tris-HCl 100 mM,NaCl 1.4 M,EDTA 20 mM, B -%i
2% 1% ,PVP 1% ,pH 8.0) , o/ 18457,65 CIRIR
1 h, BRI ILK AR f45: JIREE(25
:24:1) ,%%% 5 min, 12 000 t/min 2.0 10 min, B %
ZH—BLED, MASRBRKEN: FIREE(24:1),
#3810 min, 12 000 r/min B> 10 min , JL LB E S —
B, AREENEERREIE, AEEWHESREL
Tz, —MEE IR 1 WA, m#ERE /RS
HIA 0.1 5T KAc(5 M)TES], FEIIA 0.8 ~1 15
FRFNEEIRS, T -20 CHE 30 min DLk ; Rk
DNA Z 1.5 ml OB, 70% ZERE 2 K, kT
JERHBETERM TE P, F ~20 CRERH.

1.2.5 H##t#ITS 4565 PCR ¥ A A FI A Z
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7 50 ], Horb . DNA #4529 25 ng, MgCl, 2. 5 mmol/L,
dNTP 200 gmol/L,ITS 5.1ITS 4 0. 25 umol/L, Taq DNA
¥4 %5 1.5U,10 x PCR Buffer 100 mmol/L Tris-HCI pH
8.3,500 mmol/L KC1,0.01% gelatin, ¥ ¥ M2 -

95 CHIAEE 3 min JE#EAEH,94 C 605,54 C 40 s,
72 C 60 s, 47 35 4~ 8% ,72 C 10 min,i#A 8 C, R
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{4 (pMD 18-T Vector, Takara) &4, F 3 R ¥ M SC IG5
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7o 3L Clustal-X 1. 81" R @ HEATAR LU 51 B9 L
%, B2 F BioEdit version 5. 0. 6 ( Tom Hall, Depart-
ment of Microbiology, North Carolina State University , Ra-
leigh,NC 27695 ) %f L3 fy 45 R #6417 F TRIE, 1B LR
Kb HE 9T FIBRE 1 PAUP™ 4.0 beta 101 #4740 F
RERE ST MERERKEW.
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i B3RS Ha BiRS

EU 100761  Coelogyne veitchii ~ AF 302759
AF 461466 Coelogyne rhabdobulbon AF 281127
AF 273334 Pleione bulbocodioides EU 100770
EU 100762 AF 461476
AF 302758 AF 461479
AF 281126 EU 100756

Bletilla formosana
Bletilla striata
Bletilla striata
Bletilla striata Pleione grandiflora

Coelogyne multiflora Pleione x confusa

Coelogyne dayana Pleione formosana
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