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[4] [:5 TCC GTA GGT GA G CCT GCA GC -3
G -3 II:5 TCCTCCGCT TAT TGA TAT
1
Table1l Sourcesof the reference strains
S&ag;sr Sources Point of collection r?Ltl;]aLnesr Sources Point of collection
PATO1 Qinguan L iquan PA T09 Qinguan Baishui
PATO2 Qinguan L iquan PATI10 Qinguan Baishui
PATO3 Qinguan L iquan PATI11 Fuji Baishui
PATO4 Qinguan L iquan PATI12 Fuji Baishui
PATO5 Fuji Q ianxian PATI13 A us Green M eixian
PA T 06 Fuji Q ianxian PAT14 Aus Green M eixian
PATO7 Fuji Q ianxian PAT15 Aus Green M eixian
PATO8 Fuji Q ianxian
122 DNA PCR
, 1mL (25mmolA Tris, 50mmolA PCR 194 4Amin ;94
EDTA,1 2% PV P), 12 000 r/min 10miin, Imin ,56  1min , 72 1min ,
200 p , , 5min, 12 000 30 ;72 7min , 4
r/min 2min, 500 TE , , 125 DNA mL Binding buffer
12 000 r/min 5min; 400 1L 1g , PCR
(2% DS, 20 mmolA NaAc, 40 mmolA Binding buffer ,55 60
Tris, 10 mmolA EDTA), , 5 ,10 000 g 1min,
min 70 75 20min, 100 1 5molA Binding buffer , 10 000% g
N aCl, 14 000 r/min 10min, 100 1min , SPW buffer
78 /o ( 25 24 1) : , 2 3min , 10 000x g 1
70% 2 min, 15mL
, 12 000 r/min 2min, 50 1 , 50 . DNA Elution buffer
TE , RNasA (0 25mg/mL),- 20 (30 50 4L), DNA .4
123 DNA Q49 )
40mL Q 5x TBE (10x TBE, 54 g Tris,
27.5¢ ,20mL Q 5molL  EDTA,pH 8 0, 2
1 000mL ), 1 0% ( a5 21 DNA
pg/MmL ) DNA DNA
5 (3 + 2 i Loading buffer), 5V /am?, , ,
1lh 22 DNA PCR
124 DNA DNA DNA PCR )
, [7] , 500 600 bp ( 1,
PCR , DNA 2 2 i, ,
5ug/W. Taq DNA polymerase Q 25 i, 20 , DNA
mmol,/mL I I 1, 25mmolA , DNA
MgClz 3 i, 2 5mmolA dNTPs 4 (L, 10x PCR , , PCR
S, ddHO 50 pl 23
DNA
50 L ; ) , ITS DNA
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Fig 1 Detection profile of DNA templates by PCR
2 ITS-DNA
Table 2 Result of ITS-IDNA SequenceA nalysisof DNA tenplates by PCR
/bp /% NCBI
Strains Identical strains L ength Identity NCB | entrance D
PATO1 Penicilliun expansum strain A TCC 7861 608 99 AY373912 1
PATO02 Penicilliun expansum strain A TCC 7861 608 99 AY373912 1
PATO3 A ergillus versicolor strain SRRC 153 591 97 AY373882 1
PATO4 A spergillus oryzaeNRRL 506 1192 98 A F459735
PA TO5 Penicillium griseoroseum strainV IC 594 96 AY425983 1
PA T06 Penicillium polonicum strain NRRL 995 1142 99 A F033475
PATO7 Penicillium coprgphilum strain NRRL 13627 1142 98 A F033469
PATO8 A pergillus sojae strain A TCC 14895 619 96 AY373867 1
PATO09 A sergillus toxicarius 576 97 AB008421 1
PATI10 Penicillium cordubense 1143 98 A F527055 1
PATI11 Penicillium viridicatum strain FRR 963 609 98 AY373939 1
PATI12 A sergillus toxicarius 576 98 AB008421 1
PATI13 Penicillium tricolor strain A TCC 10413 609 98 AY373935 1
PAT14 Penicillium expansum strain A TCC 7861 608 97 AY373912 1
PAT15 A gergillus oryzae strain SRRC 2103 619 97 AY373857 1
, ITS ,
) , ,ITS
[8,9]
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Identification of dom inating patulin-producing strain by
ITSDNA sequence analysis in gople juice concentrates

U Qing-feng,Y UE Tian-1i,Y UAN Y a-hong, GAO Zhen-peng
(College & Food Science and Engineering,N orthw estA & F U niversity, Yangling, Shaanxi 712100, China)

Abstract: Several patulin-producing strains isolated from rav material of apple juice concentratesw ere
identificated in morphology, in which all of then were penicillium and agergillus Then ITS-IDNA
sequence analysiswas used to confim it The ITS-IDNA sequencew as submitted to european molecular
biology laboratory (BMBL ), and contrastedw ith DNA sequence in genebank and confimed that they w ere
penicillium and agergillus

Key words patulin; Penicillium expansum; ITS-IDNA ; PCR; apple juice concentrate



