11
12
13

14

15

21

2.2

31

3.2

3.3

3.4
3.5

! (tissue section preparation)

paraffin-block section

5 35
xylene
xylene absolute ehanol 15
eosin stock solution 1-2
95% ethanol
(microdissection)
21-30
2.1 15 PET B
solution 200 water bath 65
12
DNA
2.2 25:24:1 phenol / chloroform / isoamyl
alcohol
! 5
3.2 micropipette
24:1 chloroform/isoamyalcohol
phenol
3.2 DNA
DNA 3M Sodium acetate, pH 5.2

1/10



3.6 1-2 20 mg/ml glycogen
3.7 100% cohol 2 DNA -20
1
3.8 15
39 70% ethyl alcohol 500
3.10 3.8
311 DNA pellet
DNA TE buffer 20
4
4, DNA PCR primer '

(DOP, degenerated oligonucleotides primers)
PCR (polymerase chain reaction)

(in vitro) DNA
replication DNA polymerase DNA 2
3 ( 12)

1. Dénaturation 90 -95 DNA (DNA
template) (double-strand DNA) 2 (two single-
strands DNA) DNA

2. Primer annealing primers 2
3 (3" end) DNA DNA
(annealing sites) 40 - 60

3. Primer extension (amplification step) DNA

DNA polymerase 3 primers

5y 3 Taq DNA polymerase

12
PCR (PCR product)

100 PCR 30 - 40



Targeted sequence

nnnnr;
Cyce 1 111211 "VAV
WA
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niHHLWwv.
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Cycde 4-25
At least 10 -fold increase in DNA

12

Primers DOP
DNA
DOP-PCR DNA

Unamplified DNA

Denature and anneal primers

Primer extension

Denature and anneal primers

Primer extension

Denature and armed primers

Primer extension

PCR

degenerated oligonucleotides primers



32

DOP-PCR
1. DNA template
2. 20 fiM oligonucleotide primers
3.20mM MgCLj

4. 500 mM KCl
5 100 mM Tris-HCI, pH 8.4
6. 2mM each dNTP (dATP, dCTP, dGTP)
7. 2 units Taq DNA polymerase
PCR dénaturation 94
10 PCR 5 94 1 30
1 30 12 3
12 1 35 94 1
62 1 12 3 final
extension 72 10
. DNA primers
DNA 4
PCR LOH short tandem repeat polymorphic markers
(STRPs) markers 9 markers 5
5 STRPs
Chromosome arm Loci Location
Ip AMY-2B Ip21
I AGT 1g42-1q43
4q D4S192 4025-4q34
D4S194 4q25-4934
8q D8S88 8g22.2
160 D16S514 16021
18 D18S70 18923
D18S55 18922.1

D18S57 18412.2-18413.3



51 oligonucleotide DNA
oligonucleotide

T4 polynucleotide kinase y 32P-ATP

L 70 mM Tris-HCI, pH 7.4
2. 10mMMgCL,

3 5MDTT

4, T4 kinase

5 y 'ZP-ATP

6. primers

5.2 DNA
!
10 mM dNTP each
10 mM Tris-HCI, pH 8.4
50 mM Kl
1.5mMMgCI2
DNA
Primers

(amplification)

(End-labelling primer)
) OH group

5 OH group oligonucleotide

37 60
PCR

61
3

(Programmable DNA Thermal Cycler) 25

DNA dénaturation 95
primer annealing 94
primer extension 172

6. PCR (analysis of PCR products)
DNA

gel electrophoresis
6.1 run gel electrophoresis

6.1.1 polyacrylamide gel

4
1
!

gel electrophoresis



6.2

1

1 Urea

2. 40 % acrylamide bis

3.10 x TBE

4, 10% ammonium persulfate

5 TE med

gel chamber
6.1.2 electrophoretic chamber power supply
90 55
6.1.3 PCR products dye PCR products incubate 95
2 DNA

6.1.4 DNA
6.1.5 PCR products
6.1.6 chamber
6.1.7 phosphor screen (Kodak)
6.1.8 scan phosphor image (strom) DNA

DNA (band pattern analysis)

LOH DNA
4
Uninformative case ()  case DNA
heterozygote STRPs
(N) (T
13 DNA uninformative case



2. Retain heterozygote DNA ( )
dadeund (N) dodanyss (T)
| | |2 T
s | ~ S|
14 DNA (retain heterozygote)
3. LOH
dadaund (N) dafanusy (T) dadeung (N) dofanss
S AT ==
St Ve e je2ies =1 ==

2 15 udawunu DNA AldmnmssumadianlmWsiafidunefidnne LOH
4. Microsatellite instability  (MSI,) DNA
primers
miss-matched repair genes

16 DNA MSI
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