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[ Qgective] The a maf the research wes to provide basis for the classificaionof anewkind d wild fung- one species of Mycena sp . [ Method]

Arewkind of wild fugiwes calected and it wes preli nirerily corfirned as one species of Mycena sp. though norphologicd observation. A series of
molecdar hiodogy researches such as DNA extraction, PCR anplification of 18S r DNA and products reclanation , agarose gel electrophoresis detection and
sequercing vere conducted on this epiphyte . And Hast andyds and honology data retrievd wes rmade on the sequence of this gere . [ Resut] PCR andi-
fication of 18S rDNA wes conducted by using universd priners and about 1.8 kb anplification fragnert vas obtained . Through idertifying the recla ned
products by sequerce ardysis, it wes corfirmed as 18S rDNA gere sequernce . Accordingto Hast andyds and hormdogy data retrievd of 18 rDNA gere se-
guerce of ore species of Mycena sp ., it wes found it had the closest geretic relaionship wth Trichdorma mnongdicum, Ginpdlis sp.and Onphalia.
[ @relwion] It can be predcted thet this vild fug vas Basidonycdi na, Hynenonycetes , Agaricdes , ore species d T. nongdicumfanily . Gonbin
ing wthits norphologicd cherecteristics , it wes confirned as one spedes of Mycena sp . for the nonent .

Key words  Ganuws nycena( Pers .ex Fr ) ; DNA extraction ; DNA sequercing

( Myeena sp.) ; 1 2cm,
, 4.3 6.2cm, 1 mm ; , :
, , , 72 14.4
PD +
0.50;
PD
DNA

1 Mycena sp .
Ag.1l Qespdesd Mreenasp.

) ;1 kb dus DNA

Ladder (
) LA Tag  ( ) 2% GC
Bufer( ) ;10 x loadng bufer
(TakaRa ) ;Tris- base( Nbvon )
11.4 ( )
G-21M ( )
DYY-5 ( )

[ (2006) 216 ]
(1964 - ),

2007-09-16

1.2
1.2.1 DNA (-4 DNA
500 ul ( 25 7d )
50 m , 1d 30 mh 12 000 r/ mn
40 mn, TE 1 2 1mTE
- 70 4 7 12 000
r/ mn 2 mn, 567 l TE ,
20 10%SDS 2 d K, ,
37 1h 100 Wl 5 nol/ L Nad ,
80 il CTAB/ Nad , , &b 10 mn
/ , : ,12 000 r/ mn 5 mn,
, 1 ; ;
12 000 r/ mn 5nmn, 0.6
, DNA ,10 000 r/ mn
5 mn, 500 i ,12 000 r/ mn
5 nin, , 25 TE
, - 20
12.2 18SrDNA PCR SPFL SPR,
DNA PCR SPFL : AGTAGTCATAT-
GCTTGICTC ;SPR:TAATGATCCTTCCGCAGGIT
50.0u, ddH,0 6.8 4 2 x GC
Bufer 3.0 dNTP(200 p md/ L)6 .0 pil SPFL( 10 pnol/ W) 0.4
W SPR(10 pnul/ )0 .4 LA Tag (5 U ) 0.4 DNA
(255ng/d)1.0u
PCR A 0.5 mn, 55 0.5mn,
172 4 mn, X 12 8 mn PCR
1%
1.2.3 18SrDNA PCR DNA
DNA



Momasp. DNA 983

2 Mycenasp. DNA
Hg.2 d dedrophaeds o DNAfromoe spedes  Mycena .
(1) <150 bp >
2% 6 PN 0.1g,
100 ul , )
(2 50 10 mn,
( ! )
(3) :
, 50 , :
(4) >4 kb, EB
65 70 ,
(5) DNA :
: 1
124 18S rDNA 18S
PCR 1% ,PCR
18 kb; DNA ,
: 18Sr DNA

AGGEGITTAACTCTTTTTCGCT TGACTCAICAAAGCCAATCCGAAGACCTCACTAAG
CCAITCAATCGGTAGIAGOGACGEEOGGETGT GTACAAAGGECAGGGACGTAATCAACG
CAAGCTGAIGACTTGCGCTTACTAGGTAITCCTAGT TGAAGAGCAATAATTGCAAIGCT
CTAICOCCAGCACGACAGAGTTTCACAAGAITACCCAGACCT TACGECCAAGGTIGAGA
ACTCGCTGGECTCTGICAGT GIAGCGCACGTGOGECACAGAACATCTAAGGECATCACA
GACCTGI TAI TGOCTCAAACT TACGTCAGCTAGACCCTGACAGICCCTCIAAGAAGAC
GRCGE0CAACCAAAGICGEECAEGICIAT TTAGCAGGT TAAGGTCTAGT TGGTTAIGEG
AATTAACCAGACAAAICACTCCACCAACTAAGAACGGCCAIGCACCACCACCCATAAA
ATCAIGAAAGAGCTAICAAICTGTCAATCCTAGT TATGICTGGACCTGGT GAGI TTA3AC
GIGI TGAGTCAAATTIAAGCOECAGECTACACACCT GETGETACACT TAOGTCAAT TACT
TTAAGI TTCAGCCTTGOGACCATACTCOOOCCAGAACCCAAAGACT ITGAT TTCTGGTA
AGGTCCTGAACGACGCAICAAAAT TGAGGTAGTACAAICACTAGITCEGCAIATT TTACT
GITAAGACTACAACCGIAICT GAICGI TTTCGATGOCCTAACCTTAGTICTTGAT TAAIG
AAAACAICCTTGGCAAATACTTTAGCAGIAGT TGGICT TGAGTCAATCCAAGAATTTCA

CCTCTAGOGACTCAATACCAATGOOCACAACTATGOCTAITAATCAIAGGACGACTCIAG
AAACCAACAAAIAAACOGCACGTCIATT TTA TAT TOCATGCTAATGIAT TCAGBCAIAG

QCTTACCITGAAACACTCIAITTICT
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Eukaryota [ eukaryotes]

.Agari conycetes [ besi dionycetes]

.. Agariconyceti dee [ basi d omycetes]

.. .Agaicdes [ basidionycetes]

.. .. nchdoretaceae [ besi diomycetes]

..... Qiripdlis [ basi d omyretes]

co .. Qinpellis sp. VA4021 1657 1 ht [ basid
ionycetes] Ginpdlis sp.VA4021 18Ssndl subunt ribosonal RNA
gen

oo o.Oinpdlis zonaa 1 662 1 hit [ basidomnycetes]
@inpdlis zonaa strain OKM 25450 18S sndl subunit ri bos

..... Mbniliophthora roreri ( Monilia pod rat of cocoa) - 1 640
1 ht [ besidiomyetes] Mniliophthora roren stran 1 18S sndl
subunit ribosona

..... Cheetocalethus liliputi anus 1 640 1 Ht [ basic
ionycetes] Creetocdathus liliputianus 18S sndl suburit nbosonal
RNA

..... Mrasmuws sp . MCAL1708 1635 1 ht [ basid
ionycetes] Mrasmus sp . MCAL708 18S sndl suburit nbosonal
RNA gene ,

..... Cheetocalathus of cdundlifer MCA2538 1635 1 ht
[ besidionmycetes] Chaetocd ahus cf . colundlifer MCA2538 18S
sndl subuntr

..... Mirasmus rotu a 1631 1 hit [ basidonycetes]
Mras mus rotu a isdate AFTOL-1D 1505 18Sribosonmd RNA ge
16291
ht [ basidionycetes] Marasmus oreackes isolae AFTOL-1 D1559 18S
sndl subuntr

..... Mbrilioptthara sp . MCA2500 1 629 1 ht [ basic
ionycetes] Mnilioptthara sp . MCA2500 18Ssndl suburit ribosonal
RNA

..... Mirrasmus sp. MCA1506 1 620 1 ht [ basid
ionycetes] Mirrasmuws sp . MCA1S06 18S sndl subunt nibosonal
RNA gere ,

..... Mrasmuws sp . MCA1577 1624 1 ht [ basid
ionycetes] Mrasmus sp . MCA1577 18S sndl suburit nbosonal
RNA gene ,

..... Arthracophyilum archen 1 6181 ht [ basid
ionycetes] Arnthracophyllumarcheri isdate AFTOL-1 D973 18Sribo-
sonal

..... Mnilioptthara pernicicsa

..... Mirasmus areades (fairy-ring mushroom)

1 6181 Ht [ basid
ionycetes] Mnliophthora perncosa stran O S71 18S snall subunt

..... Mirasmus sp . MCA1611 1 6181 ht [ basid
ionycetes] Marasmus sp . MCA1611 18S sndl subunt rnibosonal
RNA gene ,

..... Canpandla sp. MCA1689 1613 1 ht [basid
ionycetes] Canparella sp. MCA168 18S sndl subunit nbosonal
RNA gene

..... Tnchd onetaceae sp . ATCC 28344 1611 1 ht [ ba
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ddiomrcetes] Trichdonataceae sp .ATCC 28344 sndl subunit ribo-

..Gymopus cortran s

1 607 1 ht [ besidionycetes]

onma RNA
1 Bat Mecenasp. 18SrDNA
Tade 1 Contrast ardysis on18S r DNA sequercefromore soedes o Mycanasp . by Badt sditware
% E %
Accesson Dsaipion Mg scae  Totd score Quayscope  Evdue Mst_honology
AYO16697 .1 Ginpdlis sp. VA4021 1 657 1 657 97 0 93
AYO1661 .1 Gin plis zongta tran OKM25450 1652 1 652 97 0 93
AY916745 .1 Moriliogtha a rorai srain C2L 1640 1640 97 0 97
AY916681 .1 Cheetacd d@hus lili pui anus 1640 1640 97 0 97
AY916719 .1 Merasnius sp. MCAL708 1635 1635 97 0 97
AY916685 .1 Chegtacd dhus o . cdunallifer MCA2538 1635 1635 97 0 97
DQL13912 .2 Merasnius rdu a isolete AFTQL-1D 1505 1631 1631 97 0 97
D574 .1 Merasnius areades isdate AFTOL-1D 1559 1629 1629 97 0 97
AY916753 .1 Moriliogthaasp. MCA2500 1629 1629 97 0 97
AYD16732 .1 Merasnius sp. MCALS06 1629 1629 97 0 97
AY916710 .1 Merasnmius sp . MCALS77 1624 1624 97 0 97
DQo29a15 .1 Athracophyl umarchen isdae AFTAL-1 D973 1618 1618 97 0 97
AY916739 .1 Moriliogtho a paricicsa srain O 71 1618 1618 97 0 97
AYD16724 .1 Merasnius sp. MCAL611 1618 1618 97 0 97
DB51577 .1 Onphd dus di vesoans tran V1645 .7 1613 1613 97 0 97
AY445116 .1 Agaicdes sp. 3034 1613 1613 97 0 97
AY916659 .1 Canparglasp. MCALB39 1613 1613 97 0 97
AYA45117 .1 Tichdondtaceae sp. AICC 28344 1611 1611 97 0 97
D40643 .1 Gynrops cortrai Ls isolate AFTAL-1D 1758 1 607 1 607 97 0 97
DU59374 .1 Onphd dus deai s isolde AFTAL:-1D 1718 1 5% 1 5% 97 0 97
AY9166/75 .1 Canpardlasp. MCA2235 1592 1592 97 0 97
AY787214 .1 Merasnius dli acews isolae AFTOL:1D 556 1591 1591 97 0 97
AY445118 .1 Canpard| a subdendrophora ATCC 42449 1581 1581 97 0 %
MB5638 .1 Ahdia bontecina 1581 1581 97 0 %
D851 580 .1 Reudqgss lorgingua drain RVOY 473 1580 1580 97 0 %
AY752970 .1 Phaeonar asnius prov nars isolae AFTAL-1D 97 1580 1580 97 0 %
AFO2850 .1 OCdatereum nmurdi 1578 1578 % 0 97
AF518576 .1 Ofinddoed d umlaewe gran HHB 8633 T 1576 1576 9% 0 97
AF26953 .1 Physdaaia naipoerds 1576 1576 % 0 97
DQB51579 .1 Phyll dgs riddans strain RVO6/ 1 1574 1 574 97 0 %
D6534 .1 Xeronphdina canparella isolate AFTAL:-1D1524 1574 1574 97 0 %
D40631 .1 Ag acyke erebia isdae AFTCAL-1 D 1807 1574 1574 97 0 %
AY752%66 .1 Rhadoodlyba nacd da isolae AFTOL:-1D 540 1574 1574 97 0 %
AY707000 .1 Phylagss sp. MBS isdae AFTOL-1D773 1574 1574 97 0 %
AY665772 .1 Gqxinus conatis isdae AFTCAL-1D 626 1574 1574 97 0 %
DQ40644 .1 Heni mycena gradlis isdlate AFTQ-1D 1732 1570 1570 97 0 %
D3x812 .1 Cha mongohyll um candi diss nmumisolate AFTQAL:1D 1765 1570 1570 97 0 %
Db36416 .1 Nauoai a viricolor isdae AFTAL-1D499 1568 1568 97 0 %
D373 .1 Conayte lectea isdlate AFTAL-1D 1675 1568 1568 97 0 %
AY705%5 .1 Bd bti us itdlins isolae AFTA-1D 730 1568 1568 97 0 %
AY70548 .1 lgdgairimisdae AFTOL-1D815 1568 1 568 97 0 %
DQoo291l .1 Redaecho isolae AFTA:-ID 711 1568 1568 97 0 9%
DB67422 .1 Tichdona nyonyces drain KNE589 1568 1568 97 0 %
AY923083 .1 Lhadtured eukaryde clore DRV E112 1568 1568 97 0 %
AR51891 .1 Enitonyes sp. Ty Agere 1568 1 568 97 0 %
D435811 .1 Caahd asna vertricosumisdale AFTAL-1D 1483 1 567 1 567 97 0 9%
AY771602 .1 Mex depda doichadaisdae AFTOL-1D481 1567 1 567 97 0 %
AY665779 .1 Gymops dnyophilws isdate AFTCL-1D559 1567 1 567 9% 0 %
AFOZ596 .1 Lertind a | eritia 1 567 1 567 97 0 %
DIA59375 .1 Paneged us sphindrinus isdate AFTOL- 1D 1499 1565 1 565 97 0 9%
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