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Manipulasyonu
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After 25 cycles, the target seguence has
been amplified about 105-fold.

Reference: Griffiths, A. J., Wessler, S. R., Lewontin, R. C., Gelbart, W. M., Suzuki, D. T., & Miller, J. H. (2005). An introduction to genetic analysis. Macmillan.



Cut foreign DNA and
vector with restriction enzyme.

Transform bacieria.

No l'lBEl't lWim insert

C L@C )

Lac?~

Place on ampicillin and X-Gal.

Blua colony: - - Whita colony:
Enzyma Mo cleavaga
cleaves X-Gal. of X-Gal. DNA
Mo DMNA insart insart is

is presant. prasant.

- 45 ko -
BamHI BamHI

{

Bacteriophage A veciorn T

Diigest with
BamHI.
l Partial digest with S3u3A laolate left and
{BamHI compatible) L right armes. l
T—— —— Isolate 15-kb T————
— — L T — — — —
——— l | — ———
and larger fragments. Ligate.
Laft Right Tandam recombinant CMA, wnits
E.I'i'l'l -El'liﬂ
-— . ;
Ganomic DMN& Unit= amlfed imto
15 kb phages in vitro
|J|:I-I'EI.I'j' of
gan-::mc
'L Infect E. cof

Screen librany by using nucleic acid probe.



Size of partially Copy Number of clones
Veactor digested of Large-inseart clone for 1x human
genomic DNA Number coverage
Amp”
Cos
sita COS Human
sito Imsan )
) comprises _
Fosmid Poly 3545 kb —B0% of Single | -75,000
linkar fosmid copy
F-factor CamP
origin of raplication
Cam”
Human
insart
comprisas
BAC mr 100200 kb —00°% of Single | 15,000-

fosmid copy 30,000

F-factor

origim of raplication

Reference: Griffiths, A. J., Wessler, S. R., Lewontin, R. C., Gelbart, W. M., Suzuki, D. T., & Miller, J. H. (2005). An introduction to genetic analysis. Macmillan.



(a) Plasmids, BACs
o (&)
(b) Fosmids
(&)
(c) Bacteriophage vectors

1 (&

—» Bactarial colony

Autoradiograph to
cim locate desired clone.

Reference: Griffiths, A. J., Wessler, S. R., Lewontin, R. C., Gelbart, W. M., Suzuki, D. T., & Miller, J. H. (2005). An introduction to genetic analysis. Macmillan.



Digest with EcoRl.

EcoRl
lac prcllmn:de-r
11 -
A f-Galactosidase
Clones
| |
/ Ligata.
- cDMA
EcoRl Ecofl | EcoRl
linker
Fusion protain
Im witro packaging
Plate on bactarial lawn.
aBa D
;' e | Onarlay
e a® meambrane.
e = 2
e Te 22 4
L ; a @

Remaove membra ne.l
Master plate

- (=]
= (=]

)

(=3

=] : o

Proteins bind to membrane.

Incubate membrane with primary antibody,
Wash mambrana.

Incubate membrana with radiolabaled
sacondary antibody.

e &

Jsest
125 =
'\~ -labeled [T & ®

Autoradiography N

—I=_ secondary |

J Antibody .
J | 2n0ody /- identiies X-ray film
Fusion protein W :-nmﬂr-.,- spacific

bound to jﬁ— antibody ~ Plagues

memorang -~

Direction of migation

i



ST

“'-.____b_

(a) RMA or DNA
2p.|abeled Electrophoresis
size markars
(b) z . B -
I =
5 g o5 B £
2 £ 4 5 = E 3

]
=
-

Reference: Griffiths, A. J., Wessler, S. R., Lewonun, K. u., wseloart, vv. ivi., DUZUKI, U. 1., & IVIIIET, J. F. (£ZUUD)

Solution passas through
gel and membrane to papar towels.

Gel Filter
Hybridize with uniqua transfarmed
nucleic acid probe. to membrana
Filter in
“zpoal-a-maal”
bag.
Probe
Remowve hybridized to

Autoradiogram

. Arirroaucuon to genetic analysis. Macmillan.



{a) = DMA strand 3

GCGT
Labeled primer
OMA polymerass |
+ 4 dNTPs
+ ddATP © &TAcC
) = =_
ATTCGGGCGT
H -_.'-F
H =
+ .
_f-—-,u c
A A
NS IILIATRIIIILIN i
H ; &
c
H AATCTGGGCTATTCGGGCGT E
H ;
_\\A
A
(B) DMA o
DMA polymerase | Lamar
+4 dNTPs + | pri
[ I I
ddiTF' ljleF' ddiTP ddi'l'l:"
— A T
— T A
— c G
— T A
— G H
— [ o
— c G
gel —— A T
— It
— [ o = "
— E G - _
— ' [ -
— ] o
A

Infemed sequence DMNA seguence
from gel of ariginal strand

Reference: Griffiths, A. J., Wessler, S. R., Lewontin, R. C., Gelbart, W. M., Suzuki, D. T., & Miller, J. H. (2005). An introduction to genetic analysis. Macmillan.
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