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Identification of Didymella glomerata on imported Sorghum bicolor
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Abstract The isolate 4358 — 17 was obtained from imported Sorghum bicolor from America. It was similar to
Didymella glomerata in morphology. BLAST analysis indicated that LSU, ITS, TUBZ and ACT sequence showed
100% identity with the sequences with accession numbers of KT389718, FJ427004, FJ427115 and FJ426896, re-
spectively. Phylogenetic analysis revealed that the isolate 4358 — 17 clustered within D. glomerata strains. Pathoge-
nicity test showed that it could cause leaf spot on sorghum and wheat 4 d after inoculation. Based on all above re-

sults, the isolate 4358 — 17 was identified as D. glomerata .
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Table 1 Primers used in this study for amplification and sequencing
(a= 5125 GIE7)5 27 [GEED) Bk /T B & /bp E= DTN
Locus Primer Sequence Annealing temperature Fragment size Reference
ITS1 TCCGTAGGTGAACCTGCGG _
S 1TS4 GGAAGTAAAAGTCGTAACAAGG 52 o10 Li7]
LROR ACCCGCTGAACTTAAGC
LU LR5 ATCCTGAGGGAAACTTC 52 800 [18]
ACT512f ATGTGCAAGGCCGGTTTCGC _
ACT ACT783R TACGAGTCCTTCTGGCCCAT Sloz 260 [19]
TUB2Fd GTBCACCTYCARACCGGYCARTG _
TuB2 TUBRd  TCACCAGTGTACCAATGMARGAAAGCC 52 340 [20]

1) ITS: Internal transcribed spacer regions 1 &. 2 including 5. 8S rDNA gene; LSU: 28S large subunit of the nuclear rRNA gene; ACT: ac-

tin; TUB2: S-tubulin.
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Table 2 Isolates used in this study and their GenBank accession numbers

4 kS GenBank J¥%1|5  GenBank accession number
Species Strain number LSU 1TS TUB2 ACT
D. arachidicola CBS 333.75 GU237996 GU237833 GU237554 —
D. boeremae CBS 109942 GU238048 FJ426982 FJ427097 FJ426879
D. calidophila CBS 448. 83 GU238052 FJ427059 FJ427168 FJ426948
D. cof feae-arabicae CBS 123380 GU238005 FJ426993 FJ427104 FJ426886
D. dactylidis CBS 124513 GU238061 GU237766 GU237599 —
D. dimorpha CBS 346. 82 GU238068 GU237835 GU237606 —
D. exigua CBS 183. 55 EU754155 GU237794 GU237525 —
D. gardeniae CBS 626. 68 GQ387595 FJ427003 FJ427114 FJ426895
D. glomerata CBS 133. 72 KT389718 FJ427004 FJ427115 FJ426896
D. glomerata CBS 528. 66 EU754184 FJ427013 FJ427124 FJ426905
D. glomerata 4358 — 17 KX896095 KX896097 KX896098 KX896096
D. heteroderae CBS 109. 92 GU238002 FJ426983 FJ427098 FJ426880
D. maydis CBS 588. 69 EU754192 FJ427086 FJ427190 FJ426970
D. microchlamydospora CBS 105. 95 GU238104 FJ427028 FJ427138 FJ426918
D. nigricans CBS 444. 81 GU238000 GU237867 GU237558 —
D. pedeiae CBS 124517 GU238127 GU237770 GU237642 -
D. pinodes CBS 525. 77 GU238023 GU237883 GU237572 —
D. protuberans CBS 381. 96 GU238029 GU237853 GU237574 —
D. rumicicola CBS 683. 79 KT389721 KT389503 KT389800 —
D. sancta CBS 281. 83 GU238030 FJ427063 FJ427170 FJ426950
D. subherbarum CBS 250. 92 GU238145 GU237809 GU237659 JN251982
Phoma selaginellicola CBS 122. 93 GU238142 GU237762 GU237656 -

D) Bl ik e 1 LA R .

Newly generated sequences are indicated in bold.

CBS: Central Bureau of fungal cultures, Utrecht, The Netherlands.
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a: Diseased seeds of Sorghum bicolor; b: Disease-free seeds; c¢: Colony on PDA after 15 d; d: Colony (with pycnidia); e: Colony
(with chlamydospores); f-g: Conidia suspension; h-i: Pycnidia; j-k: Conidia; 1-m: Chlamydospores

Fig.1 Symptoms and morphological characteristics of strain 4358-17
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D. glomerata 4358-17
991 D. glomerata CBS 133.72
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FRRERTT0%MbRET B o SN Phoma selaginellicola

Only bootstrap values above 70% were shown. The tree was rooted to Phoma selaginellicola

B2 ETFEAA(LSUTS, TUB2ACT) R R B 7 HTHZ B E R 4358-17 FAE:E M F80 fR K L A4S
Fig.2 Phylogenetic tree inferred from a maximum likelihood analysis based on a concatenated alignment of
LSU, ITS, TUB2 and ACT sequences of isolate 4358-17 and related Didymella spp.
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a-b: Sorghum leaves at 4 d post inoculation with isolate 4358-17; c-d: Wheat leaves at 4 d post inoculation with isolate 4358-17
3 EHK 4358-17 BIBRIENIX G R
Fig. 3 Pathogenicity test of strain 4358-17 inoculating sorghum and wheat
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