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Genetic identification of Contracaecum rudolphii complex by PCR-RFLP
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Abstract; Using a pair of conserved primers, the first internal transcribed spacer (ITS-1) of ribosomal DNA
(DNA) of Contracaecum rdolphii complex and C. septentrionale wewre amplified by PCR. The purified am-
plions were digested by Mgp Land Nsi I selected according to the ITS-1 sequences of C. mdolphii A, C.
rudolphii B and C. setentrionale, followed by agarose gel electiophoresis analyses. The banding profiles after
digestion with My Lwere different between the C. rudolphii complex and C. septentrionale, and the pwofiles
of C. mdolphii B digested by Nsi I was identical to that of C. septentrionale, but different from that of C.
rudolphii A. In combination of using Msp I and Nsi 1, C. rudolphii A, C. rudolphii B and C. septentri-
onale could be unequivocally differentiated. The PCR-RFLP approach was simple, specific and povided a
useful molecular tool for the identification of the C. rudolphii A, C. mdolphii B and C. septentrionale.
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1
1.1
A. A14.BS8.B9,
B: A11.A12. B2, C. sgftentrionale
( ): 1A2. 1A3. 2A2,
Universitd di Roma “La Sapienza”  Lia Paggi  Stefano
D’ Amelio s
Alca tozola .
1.2
Nsi 1 Promega s r1aq
Mp 1 » U-
NIQ-10  PCR
( )
1.3 DNA
, s 300 ML

s NaCl 500 mmol 60 H1; Tiis-HCI (pH =238. 0)
100 mmol 30 #L; EDTA (pH=38. 0) 30 mmol 130 M1
10% SDS 30 "L; Proteinase K 25 mg/ mL 30 “L.

37 C . .
Wizard™ Clean-up System DNA
(@NA), —20 C
1.4 PCR PCR
DNA . 1S
KR NC5 NCI3RY,
. 10X PCR

buffer(Mg?' free )2. 5 L. MgCly (25 mmol)3. 0 L. dNTP
mixture(2. 5 mmol each )2 HL.. (50 pmol/“1,
NC5)0.25 L. (50 pmol/I*L, NCI3R)0.25
ML.rTag(5 U/L)0. 125 L. (gDNA)D1 ML,

ddH,0 25 ML .94 C 5 min,

94 °C  30s.55C 30s727C 1 min,
35 , 72 C 5min. PCR 0.02
g/mL ,

, PCR —2n C
1.5 PCR
GenBank A.
B C. septentrionale 1TS-1
(AJ634782-AJ634784),  DNAStar .
Mpl  Nsil RFLP Myp 1 ,
20 ML, : PCR 15
1, Msp 1(10 U/ P11 1, 10X T buffer 2 41, 0. 001 g/ ml
BSA2 #L; Nsil . 20 ML,
PCR 16.6 L, Nsi LA0 U/#L)T ML, 10X buffer
2 ML, BSA 0.4 #1337 C 3~4h,
0.02 g/mL , ,
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520 bp ( ).
Msp 1 s 0.02 g/mL
, A
B 2 ,
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170 bp.70 bp.  Nsi I 0.02 g/mL
, A 3
2 , 430 bp 90 bp;
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Fig. 1 Enzymatic analysis of ITS-1 PCR pwoducts for C. rudolphii
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