hMYH G382D

Y165C V232F R22/W

hMYH Sampson et al., 2005
AS-PCR hMYH SNPs
genomic
DNA hMYH AS-PCR
3-1
AS-PCR NP
PCR
(allele specific
primers) 2-2 genomic DNA
hMYH DNA
AS-PCR
(1) DNA DNA
(
4-1 )
(2 DNA
DNA DNA
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4-2

3-2

AS-PCR

genomic DNA

genomic DNA

PCR

PCR

PCR

PCR

PCR

AS-PCR (

genomic DNA hMYH

DNA

PCR PCR

DNA

DNA

DNA
PCR

DNA
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DNA

PCR PCR
DNA DNA DNA
DNA DNA
DNA
DNA (
)  PCR PCR
43 )
3-1
Primer Wild type specific primer | Mutant specific primer
B DNA 1 2 3 1 2 3
v x
++ W v
+ v v
v PCR X" PCR
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3-3 AS-PCR

3-3.1 dNTP
4-1~4-2 AS-PCR DNA
PCR dNTP
dNTP TagDNA 2
dNTP PCR
DNA 2 PCR
, 2004
dNTP
hMYH 44 DNA
DNA [GCJ/[AT] ([dGTP+dCTP|/[dATP+
dTTP] ) dNTP PCR
AS-PCR dNTPs
dNTP [GCJ/[AT] [GCJ/[AT]

1132734191 233714
19 [GCJ[AT] 1 1 [dGTP] [dCTP] [dATF]

[dTTF] 20 mM 80mM  [GCI[AT] 3 2
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[dGTP] [dCTP] [dATP| [dTTF| 30 30 20 20mM

[GC]/[AT] 2 3 [dGTP] [dCTP] [dATP] [dTTH
20 20 30 30mMm 100 mM [GC]
[AT] 377 3 411491 1 9
100 mM
3-3.2
(1) 3
3 AS-PCR
Newton et al., 1989 Y 165C
(THU-MYH-2) (THU-MYH-3) 3

THU-MYH-2M  THU-MYH-

3M( 2-3)
DNA THU-MYH-2M
THU-MYH-3M DNA THU-MYH-2M
bubble 3 Tag ?
DNA PCR DNA

THU-MYH-3M DNA
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Tag 2 DNA

PCR

genomic DNA 4-3
(2) ( modified-primer)

AS-PCR NP 3
Liao et al., 2005

3 ? ?(Pfu

Vent) PCR
?
PCR
(Locked Nucleic

Acd LNA) Latorraet al., 2003
(phosphorothioate- modified PS-modified) Liaoetal., 2005

31 (B) (€

Latorraet al., 2003; King et al., 2004

3 (C3) ?
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DNA

3->5 DNA ? (Plu  Ve) Y 165C
(THU-MYH-2)
(THU-MYH-3) 3 (phosphate-
modified) THU-MYH-2P  THU-MYH-3P
THU-MYH-3 3 aminoC6 THU-MYH-
DJL 2-2 36 (D) (B 3
aminoC6
Base Base
—Q ‘ ; ; I 0. Base
o= I; -0 o= I; -0 ;
(A (B (&)

o T_ on O_T_O/j/\/\/ NH;
OH
(D) ® O

HO

31 A DNA B C D E
aminoC6



DNA (3DNA  ?

(1) (2

(4)DNA )

(Agarose gd) DNA (Agarose gd electrophoresis)
(6) ? (Polymerase Chain Reaction PCR) (7)DNA
Sequencing
(1)
1 37
ampicillin LB 37
2. ampicillin - 5ml LB
3rC 150 rpm
3. 2mL 100 ml LB (
ampicillin) 3rC 150 rpm
2

Ampicillin (50 mg/ ml)

05g ampicillin ddH,O(

-20

) 10ml



LB (Luria-Bertani) ( AMP)

8g Tryptone 49 Yeastextract 8¢
800 ml

800yl ampicillin(50 mg / ml)

(2) DNA Qiagen mini-prepration

1 : 1.5ml
6000xg 5

2. 250 pl P1

1.5 mi

3. 250 P2

4. 350 ul N3

5 10

DNA

31

NaCl

5~10

5~10



6. (Qiaprep) (Spin column)  (

)

7 30
8. 750 PE 6
0.

( PE

DNA )
10. 1.5ml
20 pl (
) DNA DNA

11. DNA -20
(3)DNA
1. 5ul  DNA 4950l (DNA

100 )
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260 nm)

DNA Azso
DNA DNA
( DNA (ng/ul) = Axo X

150ml HCI (0.1 M)

(95%) 500 ml )
(4)DNA ? (DNA Restriction Digest)

? ( ?)

?
?
DNA
DNA S 3
blunt end 32 Au |

50 ng /ul

x50)

300 ml



sticky end 32 Xho!l BamH|I
? DNA
DNA
DNA
37 30~90
5  AGCT.. .3
... TCGA...5
Alu |

5 . .GGATCC...3 5°..
3'...CETAG‘G.. 5° 3.

Xho
3-2 ? DNA

(5) (Agarose gel)

electrophoresis)

bromide (EtBr)

TTCGAG. ..
GAGCTC...5

(%

BamH |

www.neb.com

(Agarose gel

ethidium

EtBr



1.5% Agarose gel

1 1.2g Agaose 80ml 1X TAE buffer

2.
3. Agarose 60 20 0.2%
(Ethidium bromide EtBr) EtBr
4 ( )
(Comb)
4 (
)
1X TAE buffer 16 ml 50X TAE buffer 1L
800 ml
Ethidium bromide (EtBr)
2% (w/iv)  EtBr 0.2g Ethidium bromide 15 ml
( EtBr)
10 ml
0.2% (wlv) EtBr 1ml 2% EtBr 15 ml (
EtBr) Oml



(Agarose gel € ectrophoresis)

1. ( 1X TAE buffer
)

2. DNA marker DNA

3. DNA 6X DNA loading dye (

DNA 6X DNA loadingdye 5 1(v/v))

4. 80
5 Uv
( EtBr
(6) ?
?
(invitro)
PCR

( DNA

( Polymer ase Chain Reaction
(PCR)
DNA
DNA
33

(forward primer)

36

PCR)

DNA

DNA

(reverse primer)



DNA

annealing)

30

PCR

genomic DNA) 10X reaction buffer MgCl, dNTPs (

dCTP dGTP)

( denaturation)
DNA (
DNA ? DNA
DNA ( extension)
DNA
DNA
DNA (genomic DNA tissue
dATP dTTP

DNA ? (DNA polymerase)

0.2ml
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5 =
w] Add Tag polymarase + dNTPs

Nesw strand synthesis

TSNS N RER S EE
/{h]l:lnnmum

--------------------

| (C) Second cycle of synthesis
Firstcycla - -F@ \ﬂriginﬂwm
products - E | [TT1 m /

Bl EEEEEEEE RN RN !! I

{d) Furiher cycles (e) Visualization of the product

—
PCR product
EXPONENTIAL ACCUMULATION

OF AMPLIFIED FARGMENTS
AFTER 30 CYCLES:2%=268435456 FRAGMENTS DNA 5‘“ markers  @arose gel

3-3 ? Brown, 2001
(7)DNA Sequencing
ABI
PRISM Model 3730 DNA Sanger Method
(Dideoxynucleotide chain termination) DNA
dNTPs ? ?



ddNTPs(ddATP ddTTP ddCTP ddGTP)

plus. Iimiting amounts of

4,
]

PCR
? 3-hydroxyl group ?
5'-phosphate group phosphodiester bond DNA
? DNA
DNA
CCD (Charge Couple Device)
DNA 34
L Single-Stranded DNA
. to be Sequenced 3
AUPARUURATARAR ol
Add: &: 5
;I:;:'ijrmam!.e I @
dcrp AEAM,
arTP LA

flucrescenily labellod
ddATP

=
o
|
oy
.
=
L

[http://www.clinical- virology.org/pages/cvn/vir_all/cvn_gp_how.html]



