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NZY
NacCl 25¢
MgS0O4 7H20 19
Yeast Extract 25¢g
NZ amine 59
Agar 759
H20 500 mL
NZY liquid
NacCl 1g
MgS0O4 7H20 049
Yeast Extract 1g
NZ amine 29
H20 200 mL
NZY Top Agar
NZY liquid 50 mL
Agarose 0.35¢g 55 C
SM buffer
NacCl 0.58¢
MgS04 7H20 0.2g¢
1M Tris Cl (pH7.5) 5mL
2% Gelatin 0.5 mL
H20 95 mL
Procedure
E. coli Day -2
XPORT on NZY
XLOLR on LB+Tet 37 Co/n
E. coli  Preculture Day -1

XPORT in 2 mL NZY
XLOLR in 2 mL NZY

E.coli Culture Dayl
Preculture  1/10 dilution
0.5 mL Preculture

45 mL NZY
37 C 0D=2.0
Rapid Excision Day 1
Culture 30 min 1.5mL

NZY 37 C



1/1, 1/100, 1/10000 with SM buffer

15 mL
XPORT 50 mL
704 (helper phage) 10 mL
phage 1mL

XLOLR 5 mL

NZY Top Agar 3 mL NZY

37 C
Day 2

LB+Amp (100 mg/mL)+Tet (25 mg/mL) 2mL

37 C

Day 3
EcoRlI, Xhol

Rapid Excision Kit INSTRUCTION MANUAL (Stratagene)

E. coli PLK-F'

1-1 LB+maltose 50mL  PLK-F' 37 C

1-2 E. coli 0.01 M MgS0O4 20 mL  Suspend 4 C
1-30.1 mL Bacteria 3 mL LB TOP AGAR LB plate

1-4 37 C

1-5 500 mL SM buffer + 20 mL Chloroform 1.5 mL

Suspend Vortex C

helper phage
2-1 helper phage
1/10, 1/100, 1/1000, 1/10000, 1/100000, 1/1000000 dilution

PLK-F' 0.1 mL+LB TOP AGAR 3 mL LB plate
dilution phage 10 mL 37 C
Single plaque dilution
2-2
2xYT+Kanamycin (70 mg/mL) 3 mL x 10 Single plaque
37 C hr
15 mL 3000 rpm 10 min
2.5 mL 1.5mL 18
15000rpm 10 min
1.3mL 50 mL
2-3 helper phage

1/10, 1/100, 1/1000, 1/10000, 1/100000, 1/1000000, 1/10000000, 1/100000000
dilution



dilution 1 mL, XPORT 100 mL, LB TOP AGAR 3 mL LB plate
37 C
Single plaque pfu/mL pfu: plague formation unit



