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[The gpt Assay of gpt delta Transgenic Mouse]

gpt delta DNA

!

in vitro packaging

Packaging Kit STRATAGENE Transpack Packaging Extract
Packaging Extract

!
SM buffer final volume = 300y | 4

l
6-thioguanine selection(6TG selection) gpt

6TG Selection

X gpt delta mouse DNA in vitro packaging

plate

(YG6020)

(YG6020)

(YG6020)
infection
plating - incubation at 37

M9+Cm plate (after 3 days)
M9+Cm+6TG plate (after 72 hrs)

- Confirmation

6TG

gpt




6 thioguanine selection

6TG Selection Titer(Survival)

6TG Selection

( Time table)
X gpt delta mouse DNA  in vitro packaging
plate (M9+Cm plate, M9+Cm+6TG plate, soft agar, 6 TG soft agar)
(YG6020)
(YG6020)
(YG6020)
infection

plating - incubation at 37

M9+Cm plate
M9+Cm+6TG plate

(after 3 days)
(after 72 hrs)

- Confirmation

6TG Selection YG6020

{ }
2 ml LB+maltose broth
25 g/ml kanamycin
l
37
{ }
LB+maltose broth 1/40
0OD600=1.0 37
25p g/ml kanamycin
0OD600=1.0
l
0OD600=1.0
1/2 vol. LB+10 mM
0OD600=2

(4000x g, 10 minat4 )

LB+maltose broth

YG6020
LB broth
20%(w/v)maltose 1/100
vol. (final conc. 0.2%)
6TG selection packaged
sample 1 4 ml
vol.
6TG soft agar
6TG
soft agar 50
plate

LB+10 mM MgSOa4 broth
LB broth 1 M MgSOa4

MgSOa4 broth
1/100 vol.




Titer(Survival)

2 YG6020 200 p vortex

100 packaged sample 10u | vortex 1ml LB+10 mM
MgSOs broth 495 |

! packaged sample 5p | vortex

incubation at 37 , 20 min
!

incubation at 37 , 30 min 300 rpm
l 5ml

50 water bath softagar 2.5ml

M9+Cm plate 2

!
soft agar plate 37
(2 and 3 days) plate  sample 0.1y |
! packaging
cm’ (300p 1) phage

M9+Cm plate 3 plate

x 3000
6TG Selection
5 YG6020 200 p vortex

packaged sample  60u | vortex sample( 500y 1)

! flash
incubation at 37 , 20 min

i

incubation at 37 , 30 min 300 rpm soft agar 6TG
l
50 water bath 6TG softagar 2.5 ml 5 ml
M9+Cm+6TG plate 5

l

soft agar plate 37

(l3 days) 5 plate
packaging (300 1)

72 6TG', Cm' 6TG" mutant

M9+Cm+6TG plate 6TG 72

72
4
- Confirmation
4 gpt




6TGr

Confirmation

M9+Cm+6TG plate 72 plate 6TGr
50u | 1/15 M Na-K bufer
M9+Cm+6TG plate  M9+Cm plate

6TG Selection plate 4
M9+Cm+6TG plate -~ M9+Cm plate

37 3 M9+Cm+6TG plate  6TGr
gpt mutant
Confirmation Confirmation
mutant frequency
6TGr and Cm" Confirmation Titer

[ Mutant Frequency = Total number of mutant colonies / Titer ]

Total number of mutant colonies : M9+Cm+6TG plate

Confirmation
Titer : M9+Cm plate ( )x Dilution Factor
Dilution Factor=3000

stock
2 ml LB broth(25y g/ml Cm ) M9+Cm+6TG plate
6TGr 37
!
overnight culture -80
Sequence



Stock solution (reagents, media)

LB broth

20%(w/v)Maltose

10x M9 salt

50%(wi/v)Glycerol

1M MgSOa

1M CacClz

1%(w/v)Thiamine

10 mg/ml Amino acids (Pro, Leu, lle)

25 mg/ml Kanamycin -20

25 mg/ml Chloramphenicol EtOH -20

25 mg/ml 6-thioguanine* DMSO
6-thioguanine[TCI , 19, T0212]

Plates

[BOTTOM](1.5% agar*) 30 ml/plate

[TOP](0.6% agar*) 2.5 ml/plate

M9+Cm plate

soft agar

M9+Cm+6TG plate

6TG soft agar

BACTO-AGAR[DIFCO, 1lb, 0140-01]




Preparation of Plates

o M9+Cmz 6TG plate (Cm=25u g/ml, 6TG=25u g/ml)

for 1 liter
Agar 15¢
H20 900 ml Autoclave with stirrer bar
10x M9 salt 100 ml
50%(w/v)Glycerol 20 ml
1M MgSOq 2ml
1M CaCl2 100y |
1%(w/v)Thiamine 500y |
Amino acids 4 ml
(10 mg/ml Pro, Leu, lle for YG6020)
25mg/ml Chloramphenicol(in EtOH) 1ml
25mg/ml 6-thioguanine(in DMSO) 1ml 6TG
pour 30 ml/ plate(9 cm diameter).
M9 plate stock solution

[10x M9 salt]

H20
Na:HPOs4 7H20 128 g
KH2PO4 3049
NacCl 59
NH.CI 10g
fill up to 1 liter.
- autoclave

o soft agar (0.6%(w/v)NaCl, 0.6%(w/v)agar)

for 100 ml
Agar 0649
NaCl 06¢g
H20 100 ml
autoclave - keep at 50
(120 , 5 min) 50 water bath

o 6TG soft agar(25u g/ml 6TG, 0.6%(w/v)NaCl, 0.6%(w/v)agar)

50 water bath soft agar 6TG (25 mg/ml in
DMSO) 0.1% vol.



o LB+Maltose broth

LB broth  20%(w/v) Maltose 1/100 vol.

o LB+10 mM MgSOq broth
LB broth 1 M MgSOa4 1/100 vol.

o 1/15 M Na-K buffer(pH 7.4)

H20
NazHPO4 7579
KH2PO4 1.82 g
fill up to 1 liter.
- autoclave

(12.3x 75 mm)

(9 cm diameter)
EIKEN KIZAI CO., LTD., code No. AK2000

5ml
37
37
Environmental Incubator Shaker

New Brunswick Scientific Co., Inc.
EDISON, N. J., U.S.A.

-80

(final 0.2%)

(final 10 mM)



