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— ( Phaeo—
dactylum tricornutum)

B

MERK , PCR METABION

(Universitaet Braunschweig) Cerff
, Charon A , DNA  Sau3Al ,
1.7 10'pfu
1.3
( Saccharomyces cerevisiae) cDNA
1.3.1 RFPCR mRNA (Mueller e al, 1994) ,
(Oligo dI) , cDNA, PCR

NCBI (‘http: // www. ncbi. nih. gov) mRNA
, X58789 mRNA PCR ,
5-CC GAAE;I‘CGACACGGTCAATCCGAATG 3, 5-CC GAEAU"II;ITCIT ACCTTG-

E

GITGGG3  PCR : 10mmol/ L. TrisHCI, pH= 8. 3, 47. Smmol/ L
KClL, 2. 2mmol/ L. MgClz, 0. 4mmol/ L ANTP s; 94C, 75; 72°C, 75; 557C, 120s;
35
1.3.2 PCR PCR - ,2 ,
, EcoRI , DNA pBluescript 11
SK+ EcoRI , ( CIP)
(CIP) Biolahs , CIP T4
DNA , PCR pBluescript 1 SK+ ,
XL1Blue , IPIG Xgl 1B ,
( 1989)
1.3.3 pBluescript 1 SK+ cDNA
EcoRI , DNA ( )
(1) Zpdcrp (Feiberg e al, 1984),
Sephadex G-50 ;(2) —ddUTP , —ddUTP

Bioehringer Mannheim Biochemica ,

1.4
XL} Blue MRF~ . P
8x 10°
, 52T : 6% SSPE (1 x SSPE: 150mmol/ L. NaCl, 10mmol/ L.
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NaH>POs 1H20, Immol/ L. EDTA, pH= 7.4), 0. 1% SDS, 0. 2% PVP 0. 2% Ficoll
52C 6x SSPE( 0.1%SDS) 2x SSPE( 0. 1%SDS) ,
( , 2001b)
1.5 DNA
, (1989) DNA
EcoRI Southern R 2p ,
1.4 DNA pBluescript 1 SK+
pBluescript 1I SK+ DNA ,
, Southern , —ddUTP
—ddUTP
pBluescript 11 SK+
1.6 DNA
, 5 , A.L.F DNA
(Pharmacia) pBlueScript TFSK+ DNA
Pharmacia (AutoReadIM Sequencing Kit)
2
2.1 cDNA
RNA , RFPCR M 1 2 3 4
DNA 0. 7kb , NCBI
mRNA 3.0kb —9>
(727bp) ; EwRI pBluescript 1 SK+
, DNA 0.7kb; , TP
DNA DNA
EcoR'V ,
, 3. 7kb (1 DNA
DNA 1 REPCR
cDNA , " cDNA
DNA ( 2) Fig. 1 Electrophoresis of the ¢cDNA gene of
’ phosophogly ceralde mutase from Saccharomy ces
0. 7kb DNA caeisiae amplied by RFPCR
2.2 M: (
;12216 11198 10180 9162 8144
7126 6108 5000 4072 3054 2036 1636
2p ¢DNA 1018 506 517 )
6 I.  REPCR 5 2: pBlue-
7.5% 10 seript SK+ Ecdr 1 ; 3:
6 , DNA, EcoR 1 c¢DNA pBlue-
5 seript SK+ EcoRI ;4
A 4 DNA Feok ¥V
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1 AGTTAGACACGGTCAATCOGAATGGAACGAAAAGAACTTATTCACCGGTTGGGT TGATGTTAAATTGTCTGOCAAGGG TCAACAAGAAGOCUGCTAGAGCT 100
101 GGTGAATTGTTGAAGGAAAAGAAGGTC TAOCCAGACGTCTTGTACACTTIOCAAGTTGTOCAGAGC TATOCAAACTGC TAACATTGCTTTGGAAAAGGCTG 200
1 ACAGATTATGGATTOCAGTCAACAGATUCTGGAGAT TGAAUGAAAGACATTACGGTUACTIACAAGGTAAGGACAAGGLTGAAACTTTGAAGAAGTTOGG 300
3 TGAAGAAAAATTCAACACCTACAGAAGATCCT TCGATGT TOCACCTCCACCAATCGACGCTTCTTCTOCAT TCTC TCAAAAGGGTGATGAAAGATACAAG 400
401 TACGTTGACOCAAATGTCT TOCCAGAAACTGAATCTTTGGC TTTGGTCATTGACAGAT TGTTGOCATACTGOCAAGATGTCAT TGCCAAGGACTTG I TGA 500
01 GTOGTAAGACCGTCATGATOGCOGCTCACGGTAACTCCTTGAGAGGT TTGGT TAAGCACT TGGAAGGTATCTCTGATGC TGACAT TGCTAAGTTGAACAT 600
01 CCCAACTGGTATTCCAITGGTCTTUGAAT TGGACGAAAAC T TGAAGOCATUTAAGCCATCTTACTACT TGGACCCAGAAGCTUOUGCTGC TGGTGCOGCT 00

M GETGTTGOCAACCAAGGTAAGAAATAA 727

2 cDNA
Fig.2 The phosphogly ceralde mutase ¢cDNA gene cloned fran Saaharomyces carevisiae

6.5kb 4kb 3kb 0. 7kb ( 3a) Southem , 4kb
DNA , 4&b  DNA pBlueScript  TFSK+  (

cDNA

1kb ,

4kb ,
(1)
A&b  DNA ,
:(2)
DNA
3 4kb DNA , 4kb DNA
Fig. 3 Eledphoresis analysis of the 4kb positive DNA fragment to oligest pBlll%CI‘lpt 1T SK+
with different redriction enzymes
a. EwoR 1 (M: 31 7 Southern i
EwR 1 );b. 4kb (M: 51

2, 4kb . : —-ddUTP

3: );c. 4kb ( 4) 4 °
EoR V (M: ;1 EcoR 'V
3. Okb, 0.3kb ) , ,
3. 5kb , ;
—ddUTP : :

0.3kb DNA
(- 4b),
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4kb  DNA )
2.3 0.3kb DNA M 123 4 56 78 9101 1"234 867 80 00
0.3kb DNA
pBlue Script [FSK+
( 3c), ,
306bp = -
( 95); EcoRV
s EwRI s -
4kb DNA ,
4kb EcoRI 4 4kb DNA
’ EeoRV ’ Southernblaiting
4kb
Fig. 4 The recombinant plasmid cortaining 4kb positive DNA frag
EcoRT ment digestedwih diferent restriction enzymes
) a. , 1 1 : BamHl Ew@RV Hindlll Kpnl
s Pstl Sad Sdl Smal Xbal Xhol EwRI;b. LT
116bp, 37bp , 1r Southem blbtting
GGITCAATGT , 5 GC(T/C) CAATCT ( CAAT
box) (Joshi, 1987) ,
3
4kb  DNA , ,
, 4kb
306bp ,  306bp DNA ,
116bp, GGITCAATGT , 5
CAAT box
1 ATCGAATTCCACACTGCTGCTGCTGCTGCCGCTACTGCTGITGCTTCGOTCGTGCATTTG 60
120
180
240

181 _GCCGCTACTGCTGTTGCTTCGGTCGTGCATTTGATCCAACAAGGGOGHET
241 GGLLAGAC(,(JAAATCA(JCGAGTTTAACGC(JAAAATGGGGATCCAAGAGAATGTTGGAGCT 300

301 TTTGAT 306

5 0.3kb DNA
Fig. 5 Sequence of 0. 3kb positive DNA fragment
CAAT box

s
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SCREENING, CLONING AND SEQUENCING FOR THE PUTATIVE
FLANKING REGION OF GENE ENCODING FOR
PHOSPHOGLY CERATE MUTASE OF PHAEODACTYLUM TRICORNUTUM

WANG Guang-Ce, SUN H ai Bao, ZENG Cheng Kui( C. K. Tseng)
(Institute f Oceanology, The Chinese Academy o Sdences, Qingdao, 266071)

Abstract  The phosphoglyceralde mutase cDNA gene, which & involved in glycolysis and catalyzes the inter convers-
sbn of 3 phosphoglycerate and 2 phosphoglycerate, was obtained with RF-PCR from Saccharomyces caevisiae. The gene
was labeled with both radio P and DIG-ddUTP as pobe to screen the genomic libray of Phaeodactylum tricornutum. a
4kb posiive DNA fragment was discovered from positive cbne screened. Futher analysis elucidated that the real positive
region in the 4kb DNA fragment was 306bp located on the end. Therefore, the 306bp is considered to be flanking region of
phosphogycerade gene from Phaeodactylum tricornuium. The 306bp of DNA {fragment was cloned into pBluescript SK+
plsmid and sequenced. The sequence result shows that the 306bp include two repeat regions wih same direction whose
size is 116bp, and GGITCAATGT region which is similar to CAAT BOX in 5 end of eukaryotic gene.
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