Identifikaci jednotlivych druh
vaclavek
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v Evropé bylo popsano sedm druhi vaclavek:

A. borealis, A. cepistipes, A. ectypa, A. gallica, A. mellea,
A. ostoyae and A. tabescens

Hlavni ekologicka funkce:

Dekompozice drevni hmoty, ale velmi ¢asty prechod k nekrotrofnimu

parazitismu

druhy hodnocené jako slabi parazité
A. borealis, A. ectypa, A. gallica and A. tabescens

druhy hodnocené jako vazni parazité na stresovanych drevinach

A. mellea, A. ostoyae and A. cepistipes
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Identifikace jednotlivych druhid vaclavek

Parové testy

ZaloZzeny na kompatibilité nezndmého izolatu s testovacim druhem

6( Casové ndroéné, v pripadé diploidnich vzorkd jsou
vysledky Casto Spatné interpretovatelné

Metody zaloZzené na analyze sekvence DNA

n RAPDs (random amplified polymorphic DNAs)

o0 RFLPs (restriction fragment length polymorphisms ) - IGS a
ITS oblasti

o sekvenace specifickych oblasti

éif Nutnost Cistého mycelia vdaclavky nebo plodnic
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Identifikace jednotlivych druhu vaclavek na zakladé RFLP

analyzy ITS oblasti

borealis
ostoyae
gallica
cepistipes
tabescens
mellea

borealis
ostoyae
gallica
cepistipes
tabescens
mellea

borealis
ostoyae
gallica
cepistipes
tabescens
mellea

Sekvencni homologie ITS1 oblasti
AR1

TCCGTAGGTGAACCTGCGGAAGGATCATTATTGAAACTTGAA-TCGTAGCATTG-AGAACTGTTGCTGACCTGTTAAAGGGTATGTGEACGTTCGACGTG
TCCGTAGGTGAACCTGCGGAAGGATCATTATTGAAACTTGAA-TCGTAGCATTG-AGAGCTGTTGCTGACCTGTTAAAGGGTATGTGEACGTTCGACGTG
TCCGTAGGTGAACCTGCGGAAGGATCATTATTGAAACTTGAAATCGTAGCATCG-AGAACTGTTGCTGACCTGTTAAAGGGTATGTGEACGTTCGACGTG
TCCGTAGGTGAACCTGCGGAAGGATCATTATTGAAACTTGAA-TCGTAGCATTG-AGAACTGTTGCTGACCTGTTAAAGGGTATGTGEACGTTCGACGTG
TCCGTAGGTGAACCTGCGGAAGGATCATTACTGAAACTTGAA-TCGTAGCATGGCAGAACTGTTGCTGACCTGTTAAAGGGTATGTGEACGTTTGAAGTG
TCCGTAGGTGAACCTGCGGAAGGATCATTAATGAAACTTGAATTTGTAGCATTG-AGAACTGTT( : ACGTTCAAAGTG
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TTGCG--TTCTATTC--ATCCACCTGTGCACCTTTGTAGACTTGATTAACTTTCGCTCTCGAG--CGGTTAGAAGGGTTGCTTTC-—————-—--— GAGCTC
TTGCG--TTCTATTC--ATCCACCTGTGCACCTTTGTAGACTTGGTTAACTTTCGCTCTCGAG--CGGTTAGAAGGGTTGCTTTC-—————-—--— GAGCTC
TTGCG--TTCTATTC--ATCCACCTGTGCACCTTTGTAGACTTGATTAACTTTCGCTCTCGAG--CGGTTAGAAGGGTTGCTTTC-—————-—--— GAGCTC
TTGCG--TTCTATTC--ATCCACCTGTGCACCTTTGTAGACTTGATTAACTTTCGCTTTCGAG--CGGTTAGAAGGGCTGCTTTC-—————-—--— GAGCTC
TTGCG--TTTTATTC--ATCCACCTGTGCACCTTTGTAGACTTGGTTAACTTTCGCTCCAAGGGCTGGATAGAAGGGTTGCTTTC-—————-—--— GAGCTC
TTACGGGTTCTGTTCTAATCCACCTGTGCACCTTTGTAGACTTGGTTAAGCTTCGCTTTCGAG--CGGTTTGAAGGGTTGCTTGCTTTCGAGCTAAGCTC
*k kk  kk k kkk  kkkkkkkkkkkkkkhkkkkhhkkkkkkkhkkkkkkk kkkkkk * *k k kkkkkk kkkkk * *kkkk

CCTTTGTCT-ATCAAGTCTATGTCTATATAATCTCTTGTATGTCTAGAATGTCTTGTTTATGGGACGCAAGTC-TTTAAATCTTATACAACTTTCAACAA
CCTTTGTCT-ATCAAGTCTATGTTTATATAATCTCTTGTATGTCTAGAATGTCTTGTTTATGGGACGCAAGTCCTTTAAATCTTATACAACTTTCAACAA
CCTTTGTCT-ATCAAGTCTATGTCTATATAATCTCTTGTATGTCTAGAATGTCTTGTTTATGGGACGCAAGTCCTTTAAATCTTATACAACTTTCAACAA
CCTTTGTCT-ATCAAGTCTATGTCTATATAATCTCTTGTATGTCTAGAATGTCTTGTTTATGGGACGCAAGTC-TTTAAATCTTATACAACTTTCAACAA
CCTTTGTCTTACCAAGTCTATGTCTATATAATCTCTTGTATGTCTAGAATGTCTTGTTTATAGGACGCAAGTCCTTTAAATCTTATACAACTTTCAACAA
CGTTTGTCTTACCGAGTCTATGTCTATATAAACTTTTGTATGTTTAGAATGTCTTGTTTATAGGACGCAAGTC-TTTAAATGTTATACAACTTTCAACAA

hkhkkhkkhkkhkkhkk hkhkkkkhkhkkhkhkhkkhkkk *hhkkhkkhkkhkkhkkhkk hhkhkkhkkhkkhkk hhkhkhkkhkhkkhkhkkhkhkhkkhkhkhkk hhkkhkkhkhkhkkhkkhkhkkhk hhkkhkhkkk khkhkkhkhkkhkhkkhkhkkkhkkkxk
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ITS oblast
AR1
= 5.8S
ITS1 ri)N A ITS2
]
AR2

Primer | Sekvence (5— 3') Délka 8;;'; el T, (C)P
AR1 CTGACCTGTTAAAGGGTATGTGC 23 b 690-724 59.94
AR2 AAGCTGAATCCTTCTACAAAGTCAA | 25 b 59.85

T, byla vypoctena programem Primer 3




;;er Identifikace vaclavek se vzorku pudy

@ TIzolace DNA z 0.5g pidy pomoci kitu (Mobio)

@ Nested PCR’rdakce s vnéj$imi pringpy,IT81, ITS4 a
vnitrnimi pritt
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Délky amplikont a restrikénich fragmentu

Izolat Délka Restrikéni fragmentye
amplikonu | HinfI (bp)
(bp)”
ITS/AR
A. borealis Al 868/711 293, 172, 56, 31, 75, 68
A. cepistipes 204° 868/711 293, 227, 43, 132
A. gallica 147" 868/711 294, 227, 43, 63, 69
A. mellea 184" 882/724 | 148, 159, 401
A. ostoyae C2 ° 870/713 294, 228, 31, 75, 69
A. tabescens T3¢ 847/690 | 295, 125, 93, 32, 129




