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Abstract : Green fluorescent protein( GFP) can be utilized in analysis of the characteristics and distribution of a targeted strain in mi-
crobial com munities . This study is the first step to establish a dynamic yeast monitoring technique in a waste water treat ment system
using yeast by constructing a fluorescent yeast containing gfp gene. The gfp gene was inserted into pACTI- URA3 , a powerful plas-
mid for introducing a foreign gene into Candida boidinii , and then transformed into E coli JM109 . The gfp gene was expressed,
though not very highly . The results of the electrophoresis and poly merase chain reaction suggested that the ne wly constructed plas mid
containing gfp gene might not exist in free form in the cells, but in some special way such as interaction with the chromosome .
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71, (81, ( , Candida boidinii
) Escherichia coli ofp
L9191 Nico Boon L3 efp ,
( Coma monas testosterone)
| 1
gfp ( Candida boidinii) 1.1
31, ,GFP (1)
1
1
Table 1  Strain and plas mid in the experiment

recAl supE44 hsdR17 gyrA96 relAl thi A(lac proAB)

IM109 F'[ traD36 proAB™ lacl?lacZ AMIS5 ]
pQB 21D Amp", URA3 Dr Kenji Kohno
pACTI- URA3 P Amp' Dr Yasuyoshi Sakai
Y ? gfp
(2) LB ,100mL
lg ,0.5¢ (6) PCR PCR
lg , GFP
50pg/ mL.
(3) dNTP 1[5-GCCCGGATCCATGAGTAAAGS3 ],
,DNA I Klenow 2[5-CACGGATCCTTATTTGTATAGT
,TADNA TCA-3 ]
(4) PCR (7) PCR PCR
, Pre Mix 1pL 1
1.2 2,48uL , :94°C
(1) DNA 455,54 TC 1 min,72 C 1.5min,30
PCR
(2) DNA 9
[12] . 1 :Sall  BamH 2.1 ofp
I pACTI- URA3 pQB2 2h pACTI- URA3 pQB2
DNA I Klenow 5 . . pACTI- URA3
15 min, Pst | 2h, T4 4.3kb, Sal | , ,
,47C , )
(3) ( 2).pQB2  4.1kb, 2
2l BamH I ,700bp  ofp
(4) DNA DNA BamHI-BamH I
3400bp  700bp 2 , ,
(5) 700bp DNA efp Total Lab
50pg/ mL LB , 1.0 DNA :pACTI- URA3
37C 12~16h, LB 30ng/ pL, ofp Sng/ulL, gfp:

, ( Nikon E600)

pACTI- URA3 31
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Fig.1  Construction of yeast plas mid
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