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Comparison between ribosomal 18S rRNA GAPDH and B-actin
genes as internal standard for quantitative comparison of mRNA
levels in development of flounder Paralichthys olivaceus

1. 200090 2. 200433
YANG Gui-mei' BAO Bao-long' REN Da-ming’®
1. College of Aqua-life Science and Technology —Shanghai Fisheries University ~Shanghai 200090 China
2. Institute of Genetic  Life Science School — Fudan University ~Shanghai 200433 China

3- B 18S rRNA RT-PCR
Key words glyceraldehyde-3-phosphate dehydrogenase (-actin  18S rRNA  endogenous standard relative quantitative
RT-PCR  Paralichthys olivaceus

S917 A
PCR
PCR
Northern blot PCR
3- glyceraldehyde-3-phosphate dehydrogenase GAPDH (-
2 GAPDH
3 GAPDH
B- GAPDH  B-
18S rRNA
|
1.1
13d 80 L
2004-06-01
2000 - 104 2002 - 43
1979 - E-mail gmyang@ shfu. edu. cn

1970 - E-mail blbao@ shfu. edu. cn



1 18S rRNA 85
20+0.5 C 5 ind/mL 13 17 23 26 30 33 d
20
1.2 RNA
RNA
I mL  Trizol™ Gibco BRL 0.2 mL 4 °C 12 000 r/min
15 min 0.5 mL 10 min 4 °C 12 000 t/min 10 min
75% 0.1% DEPC -70 C
RNA Pharmaciam Biotech
1.3 RT-PCR
GAPDH  B-
BLASTN  BLASTX  GENBANK 18S rRNA 18S
rRNA Ambion PCR 315 bp
GAPDH (- 18S rRNA GAPDH  3- PCR
234 bp 296 bp PCR 18S rRNA RNA
18S rRNA
18S rRNA  18S rRNA
RNA 1 pg M-MLV GAPDH  j3-
PCR S0l 1 pL ¢DNA 5 pl. 10 x PCR buffer 4 pl. 2.5 mmol/L ANTP 2 pl
4 pL 3:7 18S rRNA 18S rRNA 0.25 U Taq
GAPDH RT-PCR 95 C 5 min 23 94 °C 1 min 64 C I mn 72 C 1 min 3~
RT-PCR 95 C 5 min 24 94 C 1 mn 64 C 1 min 72 C 1 min
2.0% PCR 15 pL
GAPDH 5" -CATCTCCGTCTTCCAGTCTATGAAGCC-3'
5" -GCATTACTGACGATGGTCATGGAGGAG-3’
B- 5" -CACCGCAAGTGCTTCTAGAGGAAGAAAG-3’
5" -CGAAGTTCTACCACCACACAGTTCAGGTC-3'
2
2.1 RNA
17 d RNA  A260/A280 2.0 1 1.8~2.0
RNA
1 RNA
Tab.1 Concentration and purity of total RNA in different development stages
A260nm A280nm A260/A280 pg/mL
2.582 1.267 2.038 5.164
13d 0.56 0.29 1.931 1.12
17 d 2.582 1.267 2.038 5.164
23d 1.652 0.844 1.957 3.304
26 d 1.172 0.597 1.963 2.344
30d 2.822 1.417 1.992 5.644

33d

3.442 1.777 1.937

6.884
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Fig.2  Electrophoresis of relative quantitative RT-PCR of GAPDH and
18S rRNA genes fragments in developmental flounder
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Fig.3  Electrophoresis of relative quantitative RT-PCR of beta-actin

and 18S rRNA genes fragments in developmental flounder
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Fig.4  Comparison of the block of standard error of mean for the relative quantitative of GAPDH
and (-actin gene to 18S rRNA in developmental flounder
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