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Tab.l The primers and oligonucleotide probes used in this study
PCR 5 RCCTGGTTGATCCTGCCAGT3 ~
STCACCTACGGAAACCTTG3 ~
BcaBEST 5 CGCCAGGGTTTTCCCAGTCACGAC3 ~
M13-47
BcaBEST 5 GAGCGGATAACAATTTCACACAGG3 ~
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5 |GCCTGACCGCGAGAACTTGTCC|TAACAACTCACCTGCCGAATGAACTAGCCCTG3 g
5 CAGGGCTAGTTCATTCGGCAGGTGAGTTGTTA3 ~
; 57 ) 100 pl,
HRP , TMB 50°C 20 min, PBS 6 100 ul
TMB(1 mmol/L TMB, 200 mmol/L ,pH4.0,3
1.2.3 mmol/L H,0,) , 50C 15 min, 50
1.2.3.1 S1 pl 2 mol/L 450 nm 630
(80% formamide, 450 mmol/L NaCl, 5 mmol/ nm
LNa,EDTA, 1% SDS, pH 6.4) RNA 1
, , 1/10 500 nmol/L 1.2.35
S1 , 94°C 15 min, 42°C 2h
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, 4.17 nmol/L, 100 pul ,
37°C 2 h, PBS 3, 1.2.3.3
100 pl
,50C 1 h, PBS 3 100
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Tab.2 The comparison between results obtained by microscope and double specific probe assay
(2 ) ( )
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Fig.4 The comparison between extracted total RNA and crude >
cell lysate as sample material in the hybridization assay (The dots f2
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DETECTION AND QUANTIFICATION OF THALASSIOSIRA ROTULA
WITH DOUBLE SPECIFIC PROBE ASSAY

LI Xiu-Qin', YU Zhi-Gang?, ZHEN Yu?, CAI Qing-Song’, MI Tie-Zhu", LI Rong-Xiu’
(1. Marine Life Sciences College, Ocean University of China, Qingdao, 266003;
2. Chemistry and Chemical Engineering College, Ocean University of China, Qingdao, 266003;
3. Shanghai Institutes for Biological Sciences, Chinese Academy of Sciences, Shanghai, 200031;
4. Environmental Science and Engineering College, Ocean University of China, Qingdao, 266003;
5. School of Life Science and Biotechnology, Shanghai Jiao Tong University, Shanghai, 200030)

Abstract A double specific probe assay was applied to detect and quantify Thalassiosira rotula, a common species of
harmful algae bloom, in which a set of oligonucleotide probes targeting 18S rRNA was used. The probes are species-specific,
without obvious incident cross-reactivity with other species. Results of detection on the same number of cells to crude cell lysate
and extracted total RNA were compared, showing that the former was better. A preliminary test was made on natural samples, and
the noise produced by complex field background was minimal.

Key words Thalassiosira rotula, Double specific probe assay, Harmful algae detection



