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Nde IPst 1 s R , 30°C, 8h SHL
pGBKT7 DH 5a 1 250mL 50 mLYPDA , 30°C
S0H g/mL SOB 230— 250 r/m n 16—20h ODgy 0 15—0.3
, 37°C 12— 16h , 3000 r/min Smin , 100 mL
PCR, 95C Imin 52°C Imin, 72°C Imin 35 YPDA , 30°C 3—5h (ODg, = 0. 4—
72°C Tm i , SHL Yo 0. 5); , 3000 r/min Sm i ,
s 60mL s , 3000 r/
SDS DNA m n Smix , 3mL 1.1x TE/LAc
Nde 1 Pst 1 ; 200H 1L - s 2  1L5mL R
BKT7-p 37 pGBKT7-p39 DH 5a (LB 15m iy R 600 ML 1. 1x TE/LA ¢
), ;
13 s 14 6 Ep-
Y 187 , YPDA , 30°C pendorf 1 BD
s (0—3d) , Pam M atchm aker™ Library Constmcton& Screening K its ( Clontech,
fil ,4°C 1 (<4, Cat No. K16015-1)
2— 3mm) 1 15mL 3mL YPDA
1
Tab. 1 Canponents and contol of recanb inant transfom ing into yeast
E ppendorf i bl ki 4 5* ¢
500ng ML pGBKT7 (HL) — — - 0.5 0.5 -
50ng /ML pGBKTZ 37 (ML) 3 3 - - — —
SOng ML, pGBKTZ-Y 39 (KL) - - 3 3 — -
10m g/mL H erring T estes C arrier DNA (ML) 5 5 5 5 5 5
AH 109 (hL) 50 — 50 - 50 —
Y187 (HL) — 50 — 50 - 50
PEG /LA ¢ (ML) 500 500 500 500 500 500
15 1.4 840bp 830bp ,
100ML 110 1: 100  1: 1000 SD ~ ( 2 3), pGBKT 737 pGBKT )39
Tip/X-a-Gal SDFTip/FH s/X-0-Gal SD ~FTpFAde/X-a-Gal
100 mm s 30°C
3—5d Y187 ( pGBKT7)
1. 6 DNA-BD 1.5
AH109 ( pGBKT7-%37) Y187 ( pGBKT7-p37) AH109 bp
( IGBKT739) Y187 (pGBKT7-)39) Y187 ( yGBKT7) .
(23 mm), 50 mL SD o
Tiwp/Kan (20 H g/mL) ; 30°C, 140 v/ 500
m i (16— 24h); s 250
OD&W 100
2
21 w37 w39
. Y37 %39 I W37 % PCR
’ Fig 1  Agarose gel electrophoress of PCR products fran Vp37
22 and 39

pGBKT7-Y37 pGBKT 739 ,

Lane M: DNA 2000M arker Lane 1: %37 gene Lane2 Y39 gene
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/2 pGBKT7-up37 EY) % &
Fig. 2 AGE analysis of pGBKT7-vp37 digested with Nde I and Pst |

Lane M: DNA 15000 Marker; Lane 1 and Lane 2: pGBKT7; Lane 3.
pGBKT7-pp37; Lane 4. pGBKT7 digested with Nde | and Pst I; Lane
5: pGBKT7-1p37 digested with Nde | and Pst |
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Fig. 3 AGE analysis of pGBKT7-2p39 digested with Nde 1 and Pst |

Lane M: DNA 15000 Marker; Lane 1: pGBKT7; Lane 2. pGBKT7-
vp39; Lane 3; pGBKT7 digested with Nde I and Pst I; Lane 4 .
pGBKT7-1p39 digested with Nde I and Pst |
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