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(oning and screening of differentially expressed genes
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Abstract: Differentially expressed c¢DNAs subtracted female from male gametophytes of Laminaria japonica were obtained by
suppression subtractive hybridization ( SSH) . The differentially expressed ¢cDNAs from the male gametophytes were ligated into the
pGEM-T vector and the latter was consequentially transformed into Escherichia coli JM 109 competent cells. The subtracted ¢cDNA
libraries of male gametophytes were congructed. One hundred randomly selected clones were amplified by PCR using T7 and SP6
primers for primary screening. The length of inserted fragments assayed by PCR amplification was mostly from 200 to 1000 base
pairs. Ten clones obtained after dot blot Southern hybridization were sequenced and analyzed for homology comparison using BLA ST.
Seven of the ten clones showed no sequence homology in the GenBank database, suggesing that they or at least some of them with
longer base pairs might represent novel gene sequences. The other three clones shared 88% and 98% sequence homologies with
wderstood Fo and Lh¢ s genes, respectively.
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Fig.1 Agarose electrophoresis patterns of the secondary PCR g J . . j
products after the subtractive hybridization 3-1 372
m. GeneRuler™ 100 bp DNA ;L PCR 3 Southern

;2. PCR

m. molecular marker of GeneRuler™ 100 bp DNA ladder; 1. PCR
products of reverse subtracted ¢DNA; 2. PCR products of forward blot hybridization with forward- and reverse- subtracted cDNA probes

aubtracted cDNA 3- 1: cDN A ;3-2: cDNA
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3— 1. forward subtracted cDNA probes 3— 2. reverse- subtracted ¢cDNA
probes; a4, a7, a8, a9, all, bl, b3, b5, b8 b9, bl0, bll, c¢2, c4,
c6, c8, 9, dl, d4, d5, d6, d8, d9, 3, ed, e6, €7, €8, €9, and

€10 are the positive clones

Fig. 3 Examples of differential screening after Southern dot
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Tab.1 Sequendng and homology search of selected positive dones
from the subtracted cDNA library of Laminariajaponica male gametophytes
¢DNA (bp) GenBank
clore code c¢DNA length results after GenBank BLA ST search
16 165 unknown
18 3% unknown
- alc (8% )
BAO79- 1 36 fucoxanthin chlorophyll a/ ¢ binding protein (88% )
B7 377 unknown
2 435 unknown
B - alc (8% )
BAOR- 10 281 fucoxanthin chlorophyll a/ ¢ binding protein (88% )
E12 357 unknown
thg 6( 8%
b 20 light harvesting protein lhf 6 (98% )
G8 39 unknown
A10 49 unknown
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