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Tab.1 Primer pairs used for the amplification of different fragments of nematode 18S ribosomal RNA gene
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Fig.1

18S ribosomal RNA gene fragments amplified from 8 DINA templates corresponding

to 8 combinations of 2 extracting methods and 4 fixing methods

AB.CHID 4B N8, 28, Z B + 0. 05 mmol /L EDTA(pHS. 0)F1 5% MK B /RDKE SRS, TR 171243

RTEHMRENES

BEK %, SIMAEREY ¥R BKEDFIH SSUGLES4/ SSULS P, £ 1 700 bp( 1) ; SSUG1854/ SSU13R, 29 1 440 bp(2) ; SSUG1854/ SSU23R, £
1300 bp(3) ; SSUG18S4/ SSU26R, £ 930 bp(4) ; SSUGI8S4/ SSUIR, £ 600 bp(5) ; SSUG1834/ SSU22R, £4 430 bp(6) -
A, B, Cand D are samples fixed in acetone, absolute alcohol, aloohol with 0. 05mol/L EDTA {pH8. 0) and 5% formalin in seawater respectively, footnotes

1 and 2 indicate 2 DNA extracting methods, alkaline lysis and protease K treatment respectively. Primer pairs and the fragment lengths they amplified are as fol-
lows: SSUG1854/ SSU18P, about 1 700 bp  (lane 1); SSUG1854/ SSUI3R, about 1440 bp (lane 2); SSUG1854/ SSU23R, about 1 300 bp  (lane 3);
SSUG1854/ SSU26R, about 930 bp (lane 4) ; SSUG18%4/ SSUIR, about 600 bp (lane 5) ; SSUG1854/ SSU22R, about 430 bp (lane 6).
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plification of 18S ribosomal RNA gene fragments

SHEN Xi — quan, YANG Guan — pin, LIAO Mei —jie
(College of Marine Life Sciences, Qingdao 266003, China)

Received: Jun., 11, 2004
Key words: nematode ; fixation; genomic DNA; 18S ribosomal RNA gene

AbStraCt % Based on the lengths and vields of PCR products, eight template DNAs were isolated from marine nematode
individuals and stored respectively in four fixing solutions (acetone, absolute alechol, alcohol with 0. 05 mol/ L EDTA
(pHS8.0) and 5% formalin in seawater) using two different genomic DNA isolation methods (alkaline lysis and protease K
treatment) were compared for their performances in the amplification of 18s ribosomal RNA gene fragments. It was found
that absolute alcohol is the best fixing solution for preparing PCR template DNA, and 5% formalin in seawater is the best for
keeping morphological characters of nematode individuals. The genomic DINA isolated with protease K treatment was better
for PCR amplification than that isolated with alkaline lysis. Our results would help approach to taxonomical and ecological

studies of free — living marine nematode.
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