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Genetic Transformation of Candida glycerinogenes by REMI and Electroporation”
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Abstract In order to isolate genes related with the osmoadaptation and glycerol metabolism of Candida glycerinogenes a transformation system based
on the dominant selectable marker Zeocin and restriction enzyme-mediated integration REMI  was established. Effects of seven restriction enzymes on
transformation efficiency of C. glycerinogenes were tested. Transformation conditions were optimized in the presence of Hind III. Under the optimal
conditions of ODgy ~1.3 voltage of 1.5 kV 2.0 x 10° competent cells/mL 100 units of Hind Il added the transformation efficiency was up to
129 trnaformants/pxg DNA. 58% of transformants were stable on nonselective medium. These results suggest that REMI technique would be beneficial
to the genetic transformation of C. glycerinogenes .
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DNA PCR PCR 95C
3min 94°C 30s 51°C 30s 72°C 40s 35 72°C
6min 2%
2
2.1
REMI
C. glycerinogenes pBlueScript -
EcoR'V Zeocin
pBSZ
flt-yori o '
amplicillin Ilac;{' ';I.-' /UV;: i
O pind W
JHELYA
4200bp
TEOCIN
PLIC o
-,
plac %7 8wl
Iac?."l Y B ITT
S T
1 pBSZ
2.2
DNA
REMI Zeocin
7 100 U
1 2 + *
5% REMI
9+4 /
prg DNA 100U
C . glycerinogenes BamHI
HindIll PstI Sacl HindIII
pBSZ 13
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100 U /g DNA
- 9+4
BamH 1 BamH 1 57+9”
Hind 111 Hind 111 114+ 10"
Sal 1 Sal 1 207
Xho 1 Xho 1 23+6
Kpn 1 Kpn 1 16+7
Pst 1 Pst 1 49+ 10
Sac 1 Sac 1 3177
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- 00
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0D g, 1.5
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2.3.3 1 mol/L,
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